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Welcome to SeqBuilder Pro

SeqBuilder Pro is Lasergene’s application for sequence editing and map creation, as well as plasmid auto-
annotation, automated virtual cloning and primer design. Easily navigate between synchronized views with a
click of a button, and rearrange views and toolbars by simply dragging and dropping them where you want
them to be.

The following video is a brief walk-through of the SeqBuilder Pro application.

These support pages contain written help and tutorials, as well as video tutorials.

* For help INSTALLING Lasergene, see our separate Installation Guide.

* For written TUTORIALS with free data, see SeqBuilder Pro Tutorials.

» Click here for a list of all topics that include VIDEOS.

* To PRINT the current page of the User Guide, click the printer icon in the top right corner ( = ).

* To download a PDF of the entire User Guide, scroll to the bottom of the table of contents on the left,
and press Download as PDF.


http://www.dnastar.com/manuals/installation-guide
https://www.seqbuilderpro.com/support/search?q=video

SeqBuilder Pro Tutorials

SeqBuilder Pro tutorials are typically located in the table of contents just under the help topic they are
designed to illustrate. For convenience, all tutorials are also listed below.

Primer tutorials:

* Create and modify primers for TA cloning

Cloning tutorials:

+ Gateway cloning

+ MultiSite Gateway Pro cloning

» Gibson cloning with a custom vector
* Use a PCRinsert in TA cloning

» PCR-directed restriction cloning

Restriction enzyme tutorials:

* Apply a restriction enzyme to the sequence
* Find restriction sites on either side of a feature

Miscellaneous tutorials:

* Open an Entrez sequence by accession number
* Create and modify a feature
» Create a style set for CDS features (for plasmid auto-annotation)




Open an Existing Sequence

SeqBuilder Pro is so powerful that you can import the entire human genome or as many as 5,000 bacterial
genomes into a single SeqBuilder project file (.sbp).

The following topics describe three ways to open an existing sequence:

* Open a file stored on your computer

* Open a sequence from SeqBuilder Pro’s Project window

* Open a sequence from an online database (e.g., NCBI’s BLAST or Entrez databases or Vector NTI)

Click here for a list of supported file formats.


http://www.dnastar.com/t-fileformats.aspx

User Guide to SeqBuilder Pro - 17.5_en

Open a local sequence

To open a local sequence file:

Choose File > Open or use the keyboard shortcut Ctrl/Cmd+0 to open a nucleotide or protein sequence. If
the sequence shape (circular or linear) is not defined in the file, SeqBuilder Pro will assume the sequence is
linear.

When using File > Open, note that .txt format files are hidden in the Open File dialog by default. If you are
attempting to open a Uniprot (EMBL) file in .txt format, change the file format drop-down menu from All
Known Formats to All Files before browsing for the location of the .txt file(s).

Note that SeqBuilder Pro can also open .structure files from DNASTAR’s Protean 3D protein structure
application, but the residue numbering may be different in the two applications. SeqBuilder Pro always
numbers sequence residues starting at ‘1.” By contrast, Protean 3D uses residue numbering provided by the
author of the experimental structure. In addition, if there are gaps or extra residues in the .structure
sequence, then features mapped to the version of the file in SeqBuilder Pro will not be synchronized with
features in Protean 3D. Because of these differences, any edits made in SeqBuilder Pro can be saved for
later viewing in SeqBuilder Pro. However, these edits will not appear if the .structure document is reopened
in Protean 3D.

To open a local sequence file containing multiple sequences:

Choose File > Open. In the ensuing dialog, select one or more files using click, Shift + click or Ctrl/Cmd +
click, and then press OK. Each selected sequence will open as a separate SeqBuilder Pro document.

Select Sequence(s) to Open @

File: Gseqs.fasta

This file contains multiple sequences.
Select the sequences you want to open.
Each sequence will open in its own window.

GEKZABI08]51CF
GEKZABI0BIOQFT
GEKZAGI0EIWMOM
GEKZABI0EIPTWE
GEKZABI0EILIQO
GEKZABI0EIU549

K ] [ Cancel

To send an open file from another Lasergene application to SeqBuilder Pro:

Copyright DNASTAR, Inc. 2022 Page 10 of 313
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Select the sequence and use File > Send Sequence To > SeqBuilder Pro. SeqBuilder Pro is one of
several Lasergene applications that support “synchronous updating.” This means that changes made to a
sequence in one application (e.g. SeqBuilder Pro) are also applied to the sequence in the other application.

MegAlign
File Edit Align View Options MetSearch Window Help
Untitled
= I Seguence Marme = Pos=1
-HlN  E+ I B E N I e
ECDHSEHSUS MADQDLTEEQ AEFKEAFSLFDEDGDGH]
4 14 Sequence 10 20
Sovhean Cal jaiaii ot TOEGQ SEFKEAFSLFDEDGDGCI
2 ABarley Calmi Can't Undo _TDDQlI AEFKEAFSLFDKDGDGCI
s Black Mold C _TEEWSEYKEAFSLFDEDGDGRI
S Chicken Caly Copy Sequence _TEEQI AEFKEAFSLFDKDGDGTI
Cilliate Calrm Clear _TEEQI AEFKEAF SLFDKDGDGTI
ﬂEIEE’[riE Eel _TEEQI AEFKEAFSLFDKDGDGTI
Hurnan Calrr Select All  TEEQI AEFKEAF SLFDKDGDGTI
Ly Calmadu T s » LTDDGI SEFKEAFSLFDKDGDGC
A Paramecium | TEEG AEFKEAFALFDEDGDGTI
Potato Calm Send Sequence To :J‘ GeneQuest DGDGC
Fat Calmod U : DGOGTI
Red Bread Mold Calmodulin.pro MA DS PrimerSelect DGDGA
Red Bryony Calmodulin.pro MADL | SeqBuilder Pro | DGOGEI
Rice Calmodulin.gpro A Dl DGOGC
SegMan Pro
™ ™

To batch import pre-2008 Vector NTI files:

Select File > New Project and then drag and drop the Vector NTI files (DNA .gb; protein .gp; or database
archives .ma4 and .pa4) onto the Document window. A separate SeqBuilder Project will be created for each
file. SeqBuilder Pro only supports pre-2008 Vector NTI files, and does not support newer files, including
those from Vector NTI Express.

«¥» Note for Macintosh users: Vector NTI only runs on Macintosh macOS 10.3 or lower, while
Lasergene runs only on macOS10.10 and higher. If you are using Vector NTI on Macintosh
10.3 or earlier, you must first archive each sequence as an .ma4 or .pa4 file. Then, you can
upgrade your operating system to a current version, and import.

To import one or more sequences into an existing project:

Select File > Import Sequence(s) to Project. Importing creates a full copy of each imported file that is not
related to the original file.

Copyright DNASTAR, Inc. 2022 Page 11 of 313



User Guide to SeqBuilder Pro - 17.5_en

To re-open a recently-opened document:

Choose it from the File > Recent Documents list.

Mew DMA
Mew Protein

Mew Project

R

__E_IFIIEIEdi‘l Features Enzymes Sequence Cloning Priming Format View MetSearch Window Help

Ctrl-N
Alt-N

e |

Print Preview...

Print...

Ctrl-P

I Recent Documents

>I GG ADMNASTAR Lasergene 15 Data'Demo Data'WormProblem.seq

Send Sequence To

Exit

Ch G ADNASTAR\Lasergene 15 Data\Demo Data\pGEM-TEasy.seq
CA\LADMNASTAR! Lasergene 15 Data\Demo Data\Tn5wPCR.shd
Ch ADNASTAR\Lasergene 15 Data\Demeo Data‘\deag.sbd

4

Ch G ADNASTAR\Lasergene 15 Data\Demo Data\LAMCG.seq
Ch U ADNASTAR\Lasergene 15 Data\Demo Data\tethis2l.seq

[ Primers || (] Commd | ¢\ \lcergene 15 Data\Demo Data\Nithermophilus_his.sbd

Ch L ADNASTAR\Lasergene 15 Data'Demo Data\pbr322.seq

Region selection

G\ Desktoph TnowPCR(1559,2353) L1-L2 Entry Clone 1.5bd
e EFEF}F}F}F}F}FRFR}RF}F}R}RIREFBPFREREFPFPF}F}R}RPRPRP}R}RYRNTSTINY

1

* Non-sequence files, such as enzymes or selectors, do not appear in this list.

Copyright DNASTAR, Inc. 2022
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Change the default application for opening
Lasergene files

On Windows:
1. Open the Control Panel.
2. Go to Programs > Default Programs > Associate a file type or protocol with a specific program.

3. Select extension you wish to change in the Extensions list and then click the Change program
button.

4. Click the Browse button in the Open With dialog.

5. Navigate to and select the application you want the files to open in. (Lasergene applications are
located by default in C:\Program Files (x86)\DNASTAR\Lasergene ‘x’, where ‘x’ represents the
version number.

6. Click Open.

7. Click OK to close the Open With dialog, and then click Close.

On Macintosh:
1. Select a file of the type you wish to change in Finder.
2. Go to File > Get Info.
3. Click the drop-down arrow in the Open With field, and navigate to the application you want the files to
open in. (Lasergene applications are located by default in Applications:DNASTAR:Lasergene ‘x’,

where ‘X’ represents the version number).

4. Click the Change All button to make the application you selected the default for all files of this type.

To change the default application for opening Lasergene files:

Click here for detailed information.



Open a sequence from the Project window

To open one or more sequences from the Project window :

1. Open a populated Project window by selecting it from the Window menu.
2. Select the desired sequences using click, Shift+click or Ctrl/Cmd+click.
3. Choose File > Open Selections.

4. If you have selected multiple sequences, you will prompted whether you wish to Open ‘n’ sequences.
Click OK.

Each sequence opens as a separate document within the project.
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Open a sequence from an online database

SeqBuilder Pro’s Net Search menu allows you to search online databases (e.g., the National Center for
Biotechnology Information’s BLAST and Entrez servers), for sequences that match all or part of the current
sequence. Once a match has been located, you may add it to the current project or save it for use in other
Lasergene applications.

When you perform BLAST or Entrez searches using a Lasergene application, you can enter your choice of
sequences from the match list directly to the Lasergene application; the application will also automatically

save copies of each file in Lasergene format. You may also use an accession number to directly download
sequence data from NCBI and automatically open it in the Lasergene application.

See the following topics for detailed instructions:

* Open an Entrez database file by locus name or accession number

* Open an Entrez database file using a text search

 Open a BLAST database file using a similarity search

e |mport a Vector NT| database

* At the time of each Lasergene release, the SeqBuilder Pro Preferences dialog contains
current URLs for searching NCBI’'s BLAST and Entrez databases. If NCBI changes URLs at
a later date, you will need to update the Preferences dialog as instructed in Specify URLs
for BLAST and Entrez searches.

Copyright DNASTAR, Inc. 2022 Page 15 of 313
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Specify URLS for BLAST and Entrez Searches

To specify URLs to use for online database searching :

1. Depending on your Lasergene version, choose Edit > Preferences or Settings (Windows) or
SeqBuilder Pro > Preferences or Settings (Mac). Select the Servers tab. The upper and lower
portions of this dialog let you specify BLAST and Entrez server URLs, respectively. Unless
“overwritten” by substituting custom addresses, the Servers tab uses the NCBI BLAST and Entrez
server URLs that were current at the time of the Lasergene release. At present, these addresses are
https://www.dnastar.com/blast/ncbi-blast2.html and https://www.ncbi.nim.nih.gov/entrez/eutils.

I o

Preferences @

servers | Internet
BLAST Server
https://www.dnastar.com,/blast/ncbi-blast2.html
https:/fwww.dnastar.com/blast/nchi-blast2. html
Add
Delete
Choose
Entrez Server
https://www.ncbi.nlm.nih.gov/entrez/eutils/
https:/fwww.ncbi.nlm.nih.gov/entrez/eutils/
Add
Delete
Choose

Ok ] ’ Cancel

+ To add a new address to either box, click the associated Add button and type in the URL.
» To delete an address, select the URL from the list and click the corresponding Delete button.

+ To set the default server for performing a search, select the URL from the list and then click the
corresponding Choose button.

2. To save changes and edit from the Preferences dialog, click OK. To return to the default NCBI server
URLs, click Restore.

Copyright DNASTAR, Inc. 2022 Page 16 of 313



Open an Entrez database file by locus name
or accession number

If you know the locus name or accession number for a sequence, SeqBuilder Pro can retrieve it from the
Entrez database at the National Center for Biotechnology Information (NCBI):

1. Use File > Open Entrez Sequence or the keyboard shortcut Ctrl/Cmd+R.

2. The Server field lists the currently selected Entrez server. You may change to a different server by
selecting it from the list on the right under the globe icon; or choose A New Server and then type a
new URL.

Open Entrez @

Entrez Server: l,-_—_‘-i -

hitps://www.ncbi.nlm.nih.gov/entrez/ eutils/
A MNew Server...

Enter Sequence ID or Locus Mame

INucIeotide -

@ https://www.nchinlm.nih.gov/entrez/eutils/

QK Cancel

3. Inthe Enter Sequence ID or Locus Name text box, type a locus name or accession number.
4. Specify the database name using the drop-down menu.
5. Click OK.
If the search was successful, the Save As dialog will appear. The default file name is the accession number

or locus name followed by the sequence extension (.seq or .pro). After saving, the sequence will be opened
as a new SeqBuilder Pro document.



Try it! — Open an Entrez sequence by
accession number

In this part of the tutorial, you will open a histone DNA sequence from NCBI’s Entrez database. In order to
complete this tutorial, your computer must be connected to the Internet.

1. Select File > Open Entrez Sequence. The Open Entrez dialog appears.

2. Under Enter Sequence ID or Locus Name, enter X05543.1, which is the sequence’s
“accession.version” number.

3. Keep the drop-down menu default selection of Nucleotide and click OK.

Open Entrez x

Entrez Server: ﬁ‘ -
https:/fwww.ncbi.nlm.nih.gov/entrez/eutils/ :

Enter Sequence ID or Locus Mame

| X05543.1]

Mucleotide e

QK Cancel

4. Select a location to store the sequence and click Save to open the sequence as a SeqBuilder Pro
document.

5. (optional) Use File > Save to save the sequence. The sequence is used in the tutorial Try it! — Find
restriction sites on either side of a feature.




Open an Entrez database file using a text
search

SeqBuilder Pro provides a graphical interface for constructing Boolean queries of text databases like NCBI's
Entrez database. Search results are returned as a list from which you may select any or all sequences, then
save them or open them as documents in the current application.

To perform a text search of the NCBI Entrez database:

1. Select Net Search > New Text Search. The Entrez Query dialog appears.

% Entrez Query [ -E] 22

Server,  httpe /Ay, nchinlm. nib. govdentrez/eutilz, 3

- Search in:

nuclectide -

Mew Term | in| All termes from a...j @

’

Search

. o The Server field lists the currently selected Entrez server. You may change to a different server
by choosing one from the drop-down menu, or choose A New Server and then type a new URL.

o Use the drop-down menu in the lower right of the window to choose the database to search.
This menu will reflect the available databases on the selected server.

2. Create the search criteria using the fields provided. To access a context menu of editing commands
(Cut, Copy, Paste, etc.), right-click anywhere in the Entrez Query dialog.
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5 Entrez Query = | =] 22
Server,  httpe /Ay, nchinlm. nib. govdentrez/eutilz, 3
-~ Search in:
|Smith | in| Avthor(z] of pu...j @ |_|
leotid -

| fnd 1 {human | in | Scientficand.. ~| (&) B e

| Or |m_-,-thic | in| Mame of prutei...j @ @

| And Mot |21 | in| Yalume numbe...j @ @
:

. o Enter the first (or only) criterion into the text box on the left.

> You may change the search field heading from the drop-down list to the right of that text box.
The default is All terms from all searches, which will search every word of every listing for the
query term in the database. The field headings vary depending upon the online database that

you are using.

o To add a criterion to the query, click the @I button and choose And, Or, or And Not from the
drop-down menu on the left of the new row. And requires both the first and the second criterion
to be present. Or will look for matches containing either criterion. And Not will search for
matches containing the first criterion but not the second.

o To remove a criterion, click the _I button in the row that you want to remove.

3. Click Search to send the query to the database. Once the search is completed, any matches are
displayed in the Entrez Search Results window.

Copyright DNASTAR, Inc. 2022

Page 20 of 313



Entrez Search Results window

When an Entrez database search is complete, the Entrez Search Results window appears, showing a list of
sequences that match your query.

P "

db=nuccore: alouatta[ALL] EI@
. - y S
IGEHEQuest v] —] @ ""':ﬁ -
Open With... Create Document Launch Browser Batch Save Prin
1765 matching sequences reported 0 checked entries
W 0] Description =
MF379255.1 Trypanoxyuris minutus isolate E8-6 cytochrome ¢ oxidase subunit I (coxd) gene...
MF3792541 Trypanoxyuris minutus isclate E8-5 cytochrome ¢ oxidase subunitI (coxl) gene...
MF379253.1 Trypanoxyuris minutus isclate E8-22 cytochrome ¢ oxidase subunit I (coxd) gen...
MF379252.1 Trypanoxyuris minutus isolate E7-9 cytochrome ¢ oxidase subunit I (coxl) gene...
MF3792511 Trypanoxyuris minutus isclate E7-69 cytochrome c oxidase subunit I (coxl) gen...
MF379250.1 Trypanoxyuris minutus isolate E7-67 cytochrome ¢ oxidase subunit I (coxd) gen...
MF3792491 Trypanoxyuris minutus isclate E7-31 cytochrome ¢ oxidase subunit I (coxd) gen...
MF3792458.1 Trypanoxyuris minutus isclate E7-32 cytochrome c oxidase subunitI (coxd) gen...
MF379247.1 Trypanoxyuris minutus isolate E7-64 cytochrome ¢ oxidase subunit I (coxd) gen...
MF3792456.1 Trypanoxyuris minutus isclate E9-31 cytochrome c oxidase subunit I (coxl) gen...
MF379245.1 Trypanoxyuris minutus isclate E9-29 cytochrome ¢ oxidase subunit I (coxd) gen...
MF2T79244.1 Trypanoxyuris minutus isolate E8-2 cytochrome ¢ oxidase subunit I (cowxl) gene...
RAF2TO742 1 Trrnanmamire minntne icnlate FR-1 ~dnchrame c avidace cohonit T iennd ) nene B

The buttons at the top of the window are used to open, save, copy or print results.

Task Button to use...

To open one or more results in the selected Lasergene application Open With

To open one or more results in the current application Create Document.
To open one or more results in your default web browser Launch Browser
To save a group of results as sequence files Batch Save

To print one or more results Print

The following table describes tasks that can be performed in the lower portion of the window:

Task How to...

To sort

Click on a column header to sort the rows by that column.
results
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;Oer;:;j\t’; Make sure the text search results window is active by clicking on it. If you have several text results
of a text windows open, select Net Search > Current Results to locate the desired window. Select Net
query Search > Search These Results and enter the desired search criteria. Click Search.

To change To modify a text query to obtain different results without having to completely recreate a complex
the search query, select Net Search > Change This Query. The Entrez Query dialog appears containing the
query same search criteria that you last used, allowing you to edit as necessary before performing a new

search.

After using Batch Save or Create Document, selections that have been downloaded or opened are
denoted with a black diamond or arrow.

db=nuccore: alouattalAlLl]
[GeneQuﬁt v] | e %
Open With... Create Document Launch Browser Batch Sav

1765 matching sequences reported

W 0] Description

| © MFI348781  Alouatta sara histone H2A.B variant gene, partial ¢

Trypanowyuris minutus isclate E3-32 cytochrome

Trypanoxyuris minutus isclate E9-36 cytochrome
Trypanoxyuris minutus isolate E9-35 cytochrome
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View search results in a web browser

To view one or more results from the Entrez or BLAST Search Results windows in a web browser:

Do either of the following:
* Double-click on any result from the window.
» Select one or more results from the window using click, Ctrl/Cmd+click, or Shift+click, or by adding
a checkbox to the left of the row(s) of interest.Then click the Launch Browser button or use the Net

Search > Launch Browser menu command.

Each selected match will be displayed in a separate browser window.

* Popup blocking software may prevent Lasergene from opening multiple web browser
windows simultaneously. Check the documentation for your popup blocking software for
additional information.
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Open results in a Lasergene application

To open one or more results from the Entrez or BLAST Search Results windows:

1. Select one or more results from the Search Results window using click, Ctrl/Cmd+click, or
Shift+click, or by adding a checkbox to the left of the row(s) of interest.

2. Do any of the following:

. o To open the results in a Lasergene application other than SeqBuilder, select its name from the
drop-down menu above the words Open With.

o To open the results in SeqBuilder Pro, click Create Document. In the resulting dialog, select
one of the following options from the Save field:

= Top opens the specified number of matches, starting with the first sequence on the list.
Specify a number in the text box (default is 10).

= Next opens the specified number of sequences, starting with the first one currently
highlighted. Specify a number in the text box (default is 10).

= Checked opens sequences with a checkmark beside them.

= Selected opens only highlighted sequences.

= All opens all sequences.

o To save the file(s) in a location other than the default directory, click the Set Location button.

3. Click OK.
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Print search results

To print results from the Entrez Search Results window:

1. Select one or more results from the Search Results window using click, Ctrl/Cmd+click, or
Shift+click, or by adding a checkbox to the left of the row(s) of interest.

2. Click the Print button to proceed with printing using the standard Print dialog for your computer’s
operating system.

To print results from an BLAST Search Results window:

1. Select one or more results from the Search Results window using click, Ctrl/Cmd+click, or
Shift+click, or by adding a checkbox to the left of the row(s) of interest.

2. Click the Print button.

3. In the resulting dialog, select one of the following options from the Print field:

. o Top prints the specified number of matches, starting with the first sequence on the list. Specify
a number in the text box (default is 10).

o Next prints the specified number of sequences, starting with the first one currently highlighted.
Specify a number in the text box (default is 10).

o Checked prints sequences with a checkmark beside them.

o Selected prints only highlighted sequences.

o All prints all sequences.

4. Click Print to proceed with printing using the standard Print dialog for your computer’s operating
system.
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Copy search results

Selected results may be copied to the clipboard from the Entrez or BLAST Search Results windows.

To copy detailed information:

1. Select one or more results from the Search Results window using click, Ctrl/Cmd+click, or
Shift+click, or by adding a checkbox to the left of the row(s) of interest.

2. Choose Edit > Copy to move results to the clipboard. At a minimum, copied results will include an
identifier and description for each selected result.

3. Paste into a spreadsheet or text document.

To copy exact text sequence only:

1. In the bottom pane of the BLAST search results window, select the desired text by dragging your
mouse.

2. Choose Edit > Copy to move the selected text to the clipboard.

3. Paste into a spreadsheet or text document.

* When pasting data into a word processing application, choose a mono-spaced font such as
Courier so that the alignments display correctly.
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Save search results

To save selected results from the Entrez or BLAST Search Results windows as a text file:

1. (optional) Specify a default download folder for online search results.

2. Make the Entrez or BLAST Search Results window the active window.

3. Select File > Save As.

By default, the file will be saved with a text file extension (.txt).

To save multiple search results as sequence files:

1. (optional) Specify a default download folder for online search results.

1. Select one or more results from the Search Results window using click, Ctrl/Cmd+click, or
Shift+click, or by adding a checkbox to the left of the row(s) of interest.

2. Click the Batch Save button.
3. In the resulting dialog, select one of the following options from the Save field:

. o Top opens the specified number of matches, starting with the first sequence on the list. Specify
a number in the text box (default is 10).

o Next opens the specified number of sequences, starting with the first one currently highlighted.
Specify a number in the text box (default is 10).

o Checked opens sequences with a checkmark beside them.
o Selected opens only highlighted sequences.
o All opens all sequences.

4. (optional) To save the file(s) in a location other than the default directory, click the Set Location
button.

5. Click OK again to save the sequence files to the specified directory.
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Specify a download folder for online search
results

To specify a download folder for results from an Entrez or BLAST Search Result window:

1. Depending on your Lasergene version, choose Edit > Preferences or Settings (Windows) or
SeqBuilder Pro > Preferences or Settings (Mac). Select the Internet tab.

I o

Preferences @
Internet

[¥] Show a notification when a newer version of Lasergene is available

Proxies

To set and use proxy servers use the Internet Options control panel,

Download Folder ChUsersyPublichDocuments',

Set Folder

e ) o=

2. (optional) To automatically check for Lasergene software updates, check the box next to Show a
notification when a newer version of Lasergene is available.

3. To specify the default directory for downloading results from online database searches, press the Set
Folder button.

4. Navigate to the desired location and press Select Folder.

5. To save changes and exit from the Preferences dialog, click OK.
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Open a BLAST database file using a similarity
search

To perform a BLAST search:

1. Select the sequence or portion of sequence that you want to search for.

2. Choose Net Search > BLAST Selection.

BLAST Query ||

Server: hittp: A danane. dnastar. comndblast/nobi-blast. htrl E
Program: I blasth - I
Database: | nr -
_t?,ll EoK | [ Cancel ]
. o The Server field lists the currently selected BLAST server. You may change to a different

server by choosing one from the drop-down list provided, or choose A New Server and then
type a new URL.

o The Programs field lists the currently selected BLAST program. The following programs are
available through this list, though some servers may not offer all of these programs:

blastn searches a nucleotide sequence database with a nucleotide query sequence
= blastp searches a protein sequence database with an amino acid query sequence

= blastx searches a protein sequence database with the six-frame translation of a
nucleotide query sequence

= tblastn searches the six-frame translation of a nucleotide sequence database with a
protein query sequence

= tblastx searches the six-frame translation of a nucleotide sequence database with the
six-frame translation of a nucleotide query sequence

o The Database field lists the database that will be searched. Choose from the databases
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available on the server by selecting one from the list provided.

* Using less common databases may cause a noticeably slower search. According to NCBI,
this is because the less frequently used databases may not already be loaded in memory on
an available server. In contrast, frequently used databases such as nr or nt are already
loaded in memory on a number of servers.

* Available databases may include the refseq_representative_genomes database. This
database contains representative bacterial/archaeal genomes, as opposed to all the
genomes (some of which are multiples) now in Genbank or RefSeq. The
refseq_representative_genomes database can be helpful when matches to Escherichia
coli/Shigella, for example, occupy all 100 of the top BLAST results. For example, say you
want to find the location of a particular sequence in the curated "model organism version" of
the E. coli K-12 MG1655 genome (U00096.3/NC_000913.3). Here is the location of the true
sequence match when using different databases: refseq_genomic - absent from top 100
hits. nr - far down the list of the top 100 hits. refseq_representative_genomes — the top
hit.

3. After confirming the values in the Query dialog, click OK to initiate the search. Once the search is
completed, any matches are displayed in the BLAST Search Results window. You may continue to
work with other Lasergene application activities while waiting for BLAST search results, but you
cannot launch another BLAST search until you close the current BLAST window.
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BLAST Search Results window

When a BLAST database search is complete, the BLAST Search Results window appears, showing a list of
sequences that match your query.

i

# | blastn of TnSwPCR (4293 - 5826) vs. nr o[- ]
[GeneQuest vl | e % ?‘%
Open With... Create Document Launch Browser Batch Save Print
124 matching sequences reported 0 checked entries
v Score Expected Query Cov. Query Left  Query Right  Identifier DB Left DBF =™
2767 0 100% 4293 5826 gi[E18850|gb|U255... 6200 L
2767 ] 100% 4293 5826 gi|43742|emb|V006... 1534
2767 0 100% 4293 5826 gi|2055395|gb|U90... 10833 12
2767 ] 100%: 42493 5826 gi|405822|gb|U000... 4285 58
2762 ] 100%: 42493 5826 gi|43737|emb|V006... 1534 .
2762 ] 100% 4293 5826 gi|405822|gh|U000D.., 1534 T
] i [ 3
Score = 27E7, Identity = (1534/1534) 100.0% -
Expect = a |_|
fuery: 1 CCTETCTCT T AT CAGAT CTTEATCCOCCTEOECCATCAGATCCTTEECEECARGRRRACCT &0
PEEEEEETEE ettt et e e r e e e e e e el
Sbjct: €200 CCTGICTICTITGATCAGATCTTEATCCCCTEOGCCATCACGATCCTTGECEECARCRARECT £255
guery: €1 ATCCAGTITACTITECAGEECTTCCCARCCTICCCAGRAGEEOGCCCCACCTZECARTTICS 120
Lrrrrrrrrrrrrerrrrrrrrrrrrrrrerrrrrrerrrrrrrerrrrrrrrerrrenl i
4 | 1 [ 3
Task Button to use...

To open one or more results in the selected Lasergene application Open With

To open one or more results in the current application
To open one or more results in your default web browser

To save a group of results as sequence files

To print one or more results

Create Document

Launch Browser
Batch Save

Print

The lower pane of the BLAST Search Results window contains the alignment of the query (upper sequence)
to the highlighted database entry (lower sequence). The upper pane of the window contains the name of
possible matches in order of probability. After using Create Document or Batch Save, selections that have
been downloaded or opened are denoted with a black diamond or arrow.
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GeneJuest

g g -

Open With... Create Document Launch Browser

142 matcﬁ-ing sequences reported

v Score  Expected Query Cov. Query Left  Qu
< J581 0 100% 4305
2 e s IS

0 100% 4305

The following columns are available in the upper part of the window. Click on a column header to sort the
rows by that column.

Column
Name

Score

Expected

Query Cov.

Query Left

Query
Right

Identifier

DB Left

DB Right

Description

The similarity score for the result.

The expectation value. This corresponds to the Expect value displayed in the lower pane of the
window.

Note: Detailed information about how Score and Expected are derived is available at
www.ncbi.nlm.nih.gov/BLAST. In general, a higher score and lower expectation connote a better
match.

The percentage of the queried sequence that aligns to a match in the database. For example, if
you BLAST a range of 596 bases, and 565 of those bases align to a sequence in the database,
then the Query Cov. value will be 565/596, or 95%.

Note: Query Cov. differs from the Identity value shown in the lower portion of the BLAST
window. |dentity is the percentage of bases within the alignment that match. For example, if 565
bases align to a sequence in the database, and there are 3 mismatches within the alignment,
then the Identity value would be 562/565, or 99.5%.

The left end coordinate of the queried sequence that corresponds to the left end coordinate of the
matching result (DB Left).

The right end coordinate of the queried sequence that corresponds to the right end coordinate of
the matching result (DB Right).

The sequence identifier for the result.

The left end coordinate of the result sequence that corresponds to the left end coordinate of
queried sequence (Query Left).

The right end coordinate of the result sequence that corresponds to the right end coordinate of
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queried sequence (Query Right).

Description The description, from NCBI, of the result sequence.
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Import a Vector NTI database

Invitrogen’s Vector NTI software will no longer be sold after December 31, 2019. In preparation for this
event, Vector NTI users are encouraged to move their databases to SeqBuilder Pro using the following
automated method:

1. Download the Vector NTI Data Export Tool for your operating system from this Invitrogen website
page.

2. Run this export tool on the same computer where the Vector NTI database is installed. This creates a
folder called VNTI Advanced Data that contains subfolders named in the step below.

3. Open SeqBuilder Pro version 16.0 or later and choose File > Import VNTI Data into Project. Here is
what happens to the Vector NTI subfolder files upon use of the command:

DNA and RNA sequence files — Imported.

* Protein molecules — Imported.

* Oligos — Imported. You will be prompted to save the file Oligos.csv into an primer catalog file
that is usable by SeqBuilder Pro named Invitrogen Primers.pri.

* Enzyme files — Not imported. Rebase enzyme files are already present in SeqBuilder Pro.

» Gel markers — Not imported. SeqBuilder Pro’s agarose gel simulation feature provides most
commercially available gel markers and lets you easily add additional gel markers, if needed.
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Create a New Sequence

The following video is a brief overview of sequence creation and editing in SeqBuilder Pro.

To create a new DNA or protein sequence from scratch:

1. Choose the appropriate menu command or keyboard shortcut.

. o DNA: File > New DNA or Ctrl/Cmd+N.

> Protein: File > New Protein, Alt+N (Win), or Option+N (Mac).

I

SeqBuilder Pro

IF'rre Edit Features Enzymes
| Mew DMNA

Mew Protein

Mew Project

Mew Cloning Project

2. Using the keyboard, type in the new sequence using the appropriate IUPAC codes.
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— e
£] Untitled sequence.seq
Position: 36
&£ 10 20 30 40
PR N T T T I T W T W T A [N O A S MO
ﬁ HinPll  Dpnl Hpy188II
Glal Hpy1881 Plel
dh |- AW Sau3Al | Hinfl Myl
= Fail Hhal | Bstidll  Taqgl FspEl
@ e TCAGTATAGTGCGCTGATCCGAGTCGAGATAR DAY,
o R R T R R e LRI I B
= |-

To create a new sequence related to a currently-open sequence:

1. (optional) Choose a portion of sequence (e.g., by clicking on a feature). Otherwise, the entire
sequence will be used.

2. Use the options in the Sequence > New Sequence sub-menu to create a new sequence project that
uses the selection (or the entire sequence) as a starting point.

. Features Enzymes uwence | Clening Priming Format  View  Met Search  Window  Help
tion: Forward 1773..1 Mew Sequence 3 Translate
RS Forward
ORF Detection Options...
[So—4 S— "
Edit ORF Style... Reverse Complement
Translation Display r REVEDE
Mew Origin
Calact Genetic Code b p—t————
Edit Genetic Code... Barl'
I Rerll Barl AfITT
ul MauBL v Linear AT Mrel Eagl SgrDl
e Circular
| 2000 v DNA | 10000 [ 12000 14
RMA
Statistics Ctrl-T

* Note: To activate all of the options in the sub-menu, you must first select all or part of the
open sequence.

Menu option Description
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Translate

Back
Translate

Forward

Reverse

Reverse
Complement

New Origin
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To open the translation of the currently selected nucleotide sequence as a new, unnamed
SeqBuilder protein project. The currently selected genetic code is used in the translation. If the
range of sequence to be translated was selected by clicking on a feature, then the /codon_start
qualifier for that feature will be used to determine the starting frame of the translation, and the
feature name will be used to determine the name of the translated sequence. For information on
using translations with features, see Edit information about a feature.

To open the back-translation of the currently selected protein sequence as a new, unnamed
SeqBuilder Pro nucleotide project. The currently selected genetic code is used in the back
translation.

To open a copy of the currently selected nucleotide sequence as a new, untitled SeqBuilder
Project.

To open the reverse of the currently selected nucleotide sequence in a new, untitled SeqBuilder
Pro window.

To open the reverse complement of the currently selected nucleotide sequence in a new,
untitled SeqBuilder Pro window.

To open a copy of a circular nucleotide sequence in a new, untitled SeqBuilder Project, but with
the current position or selection as the origin. Warning: If the sequence is linear, this command
will append upstream nucleotides to the downstream end, thereby yielding an incorrect result.

Additional topics of interest:

* |UPAC codes
* Use editing commands

» Select an object or range

* Go to a location on a sequence
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IUPAC codes for amino acids:

1-Letter Code 3-Letter Code Amino Acid

A Ala Alanine

B Asx Aspartic Acid or Asparagine
C Cys Cysteine

D Asp Aspartic Acid

E Glu Glutamic Acid

F Phe Phenylalanine

G Gly Glycine

H His Histidine

I lle Isoleucine

J Xle Leucine or Isoleucine
K Lys Lysine

L Leu Leucine

M Met Methionine

N Asn Asparagine

O Pyl Pyrrolysine

P Pro Proline

Q GIn Glutamine

R Arg Arginine

S Ser Serine

T Thr Threonine

U Sec Selenocysteine

V Val Valine

W Trp Tryptophan

X Xaa Unspecified or unknown
Y Tyr Tyrosine
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Z Glx Glutamic Acid or Glutamine

IUPAC codes for nucleotides:

Symbol Description Bases Represented
A adenosine/adenine A

C cytidine/cytosine C

G guanosine/guanine G

T thymidine/thymine T
u uridine/uracil u
W weak A T
S strong c G

M amino A C

K keto G T
R purine A G

Y pyrimidine C T
B not A c G T
D not C A G T
H not G A C T
\ notT A C G

N or - any base (notagap) A C G T

* The non-standard nucleotide codes “I” (Inosine) or “X” (xanthine) are not supported.
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Use editing commands

The following editing commands can be used in multiple views, panels and dialogs.

Task

To remove the current
selection from the project and
place it on the clipboard

To paste the contents of the
clipboard into an insertion point

To delete the selection from
the project without placing the
contents in the clipboard

To select the entire contents of
the active window

To reverse the effect of the
previous operation(s)

To reverse the effect of the last
Edit > Undo command

Copyright DNASTAR, Inc. 2022

How to...

Choose Edit > Cut or use keyboard shortcut Ctrl/Cmd+X. Among other
things, you can cut range and text selections, comments in the Comment
view, features in the Features view and translation rulers.

You can also use Edit > Select All within the Sequence, Circular, Linear, or
Minimap and then use Edit > Cut to remove the contents.

Note: Cut data does not remain strand-specific. If you copy data from a
forward strand, you may copy it to the reverse strand and vice versa.

Choose Edit > Paste or use the keyboard shortcut Ctrl/Cmd+V.

Choose Edit > Delete or press the Delete key

Choose Edit > Select All or use the keyboard shortcut Ctrl/Cmd+A. Neither
option is available within the Features view.

Choose Edit > Undo or the keyboard shortcut Ctrl/Cmd+Z. You may use
these options multiple times to undo multiple actions.

Choose Edit > Redo or the keyboard shortcut Ctrl/Cmd+Shift+Z You may
use these options multiple times to redo multiple actions.
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Go to a location on a sequence

To go to a numerical position or select a range on the sequence:

1. Choose Edit > Go To Position or use the keyboard shortcut Ctrl/Cmd+J.

Go To Position Iﬁ

Position:

Ise #,.# to spedfy a range

[ oK, ] [ Cancel

2. Type the desired position or range into the box in the dialog. To specify a range, type in the left
coordinate, then two periods (..), then the right coordinate. For example, to include the range from
35-141, type 35..141 into the text box. The “hint” uses number symbols (#) to show the format for

entering a range. However, when you enter the range, you must substitute an integer for each number
symbol.

Inclusive ranges for the forward strand are typed with the symbol > or < or .. (two dots) between the

two positions (e.g., 2500 > 3000). Regardless of the symbol used, sequence selection is always on
the forward strand.

3. Click OK.

SeqBuilder Pro positions the cursor at the specified numerical position or selects (highlights) the specified

range. If you enter a number that is outside the range of the sequence, you will receive the message “Error:
out of bounds.”

To search for a text string in a sequence:

1. Choose Edit > Find or the keyboard shortcut Ctrl/Cmd+F.
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i B
Find in Sequence g

Search options Strand

(7 Literal i@ Either strand
() Allow ambiguity () Top strand

i) ORF (") Bottom strand

(") Restriction Site...
= : Enzyme List
@) Feature List =

FindPrevious] [ Find Next H Cancel ]

You can use this dialog to locate a sequence string (including sequence from a primer), an ORF, a
restriction site, or the text for any qualifier field in a feature.

2. Specify one of the following search options:

. o Literal or Allow Ambiguity (DNA or protein) searches for a string like GCTTTAG of up to 256
characters in length. Enter the search string into the text box. When using Literal, searching for
the string ACNC will only find the exact match, ACNC. When using Allow Ambiguity searching
for the string ACNC will find ACTC, ACCC, ACGC, ACAC, or any other ambiguous base.

* If you selected Allow Ambiguity, one or more X’s added before the search term act as
wildcards for an equal number of bases. One or more X’s added after the search term act
as wildcards for an equal number of bases minus one. (e.g. XXGAT will return 5-base
matches; GATXX will return 4-base matches).

* When performing an ambiguous search with an ‘N’ on the 3’ end of the search query,
searches will find matches, but the match selection will not include the base corresponding
to the 3’ N in the search. Example: An ambiguous search for NGCN will find NGCNs located
anywhere on the sequence, but only the part of the match corresponding to NGC will be
selected.

. o ORF (DNA only) searches for open reading frames based on the ORF criteria.

o Restriction Site (DNA only) searches for a restriction site. When selected, the Select Enzyme
dialog will appear. Choose a site to search for, and then click Done to return to the Find in
Sequence dialog.

o Feature List searches the qualifier fields for all features in the Features view for the specified
search string. This option also applies to primer searches.
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3. Choose the strand to search using the Strand options, which are only enabled for nucleotide
sequences. Choices are normally Forward, Reverse, or Either strand. When using ORF, you may
search either the Forward or Reverse strand.

4. Click Find Next to search right or Find Previous to search left.

Once the Find in Sequence dialog is closed, select Edit > Find Again or use the keyboard shortcut Ctrl/
Cmd+G to continue the search based on the last criteria entered.
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Create Sequences Based on Other Sequences
(Batch Editing)

To create new sequences related to locally-stored sequences

SeqBuilder Pro 15.1 and later support batch sequence editing. See the following topics to learn how to
create new sequences:

 ...by reverse complementing one or more sequences

* ...by translating one or more sequences

+ ...by joining multiple sequences together

» ...from specified features in another sequence

» ...by exporting sequences into a single file

» ...by sampling (filtering) a group of sequences to choose ones of special interest

An efficient way to group your sequences in preparation for batch editing is to first open the sequences of
interest, then use the command File > Collect Open Sequences into New Project. This puts all open
sequences into one Project File. This makes it very easy to select the files when using the batch editing
commands.
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Create reverse complements of multiple
sequences

To reverse complement one or more sequences:

1. Choose Tools > Batch Reverse Complement. The Project window opens with the Project and
Options tabs active.

Project | Options | Seript

e [j Mew Folder

- Reverse Complement Sequences
L (] Sequences

- (3] Results . 0 sequences will be reverse completed

Run

2. In the Project tab, the sequences you wish to reverse complement should be placed in the
Sequences folder. To add sequences to a folder, select the folder, then right-click it and choose

Import. Select the desired sequence files, and press Open. Next, select a single sequence, or use
Shift+click or Ctrl/Cmd+click to select multiple sequences.

In the Options tab, the number of sequences selected on the left appears in the message: “n’
sequences will be reverse complemented.’

3. In the Options tab, press the Run button.

The new sequence(s) appear in the Project tab’s Results folder.

Project

=5 (] Mew Folder

....... |§E LAMCG.seq

= (] Sequences
El[j Results

------ |§E LAMCG reve.seq

------- |IE tethis2l_revc.seq

4. (optional) If you wish to see the script that was used to run this process, press the Script tab.
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5. (optional) If you want to see the history of the run, including the location of the output file(s), press the
History tab.
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Create translations of multiple sequences

To translate one or more nucleic acid sequences into protein sequences using a specified translation table:

1. Choose Tools > Batch Translate. The Project window opens with the Project and Options tabs

active.
Project Options | Script
w (] New Folder
Translate Sequences
[J Sequences
Ij Results Reading Frame: [Default: Frame 1 or as annotated ']

Genetic Code: [Standard Genetic Code ']

0 sequences will be translated

Run

2. In the Project tab, the sequences you wish to translate should be placed in the Sequences folder. To
add sequences to a folder, select the folder, then right-click it and choose Import. Select the desired
sequence files, and press Open. Next, select a single sequence, or use Shift+click or Ctrl/
Cmd+click to select multiple sequences.

we 9

In the Options tab, the number of sequences selected on the left appears in the message: “n
sequences will be translated.’

3. In the Options tab, use the Reading Frame drop-down menu to choose the reading frame for the
translation.

+ Default: 1 or as annotated — Honor any existing /codon_start annotations in the input file(s); or
otherwise, to begin at the first base.

+ Ignore ‘/codon_start’ annotations — Begin translating at the first base and to ignore any
/codon_start sequence annotations. Note that this selection is equivalent to the Default: 1 or as
annotated selection (above) for any input sequence other than a .gbk or .seq file with
/codon_start qualifiers.

* 1, 2 and 3 — Begin the translation at the first, second or third base, respectively, ignoring any
/codon_start annotations. For an input sequence containing /codon_start qualifiers, selecting
the start codon implicitly is similar to choosing Ignore ‘/codon_start’ annotations, but allows a
specific frame to be set.

4. In the Genetic Code drop-down menu, choose a code for the translation. All NCBI and Lasergene
tables are available, and are denoted by number and/or description. By default, the translation uses
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the genetic code identified in the source data (e.g., the GenBank /transl_table qualifier), if available;
otherwise, it uses the standard genetic code (NCBI:1).

5. Press the Run button.
If an input sequence was annotated, each CDS feature is translated separately, and any translation
table and/or codon_start annotations are honored. If the input file was not annotated, or did not
contain CDS features, the entire sequence is translated. Note that translation halts when there are
fewer than 3 bases left. An “extra” base or two at the end will not be reflected in the output.
The new sequence(s) appear in the Project tab’s Results folder.

6. (optional) If you wish to see the script that was used to run this process, press the Script tab.

7. (optional) If you want to see the history of the run, including the location of the output file(s), press the
History tab.
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Create one sequence from multiple
sequences

To join two or more sequences end-to-end:

1. Choose Tools > Concatenate. The Project window opens with the Project and Options tabs active.

Project Options | Seript

e |j Mew Folder

P Concatenate Sequences
b (] Sequences

+o[] Results Output File Name:

Select Qutput File Format:

[7] Create Source Feature for each contributing sequence

0 sequences will be concatenated

Run

2. In the Project tab place the sequences you wish to join into the Sequences folder. To add sequences
to a folder, select the folder, then right-click it and choose Import. Select the desired sequence files,
and press Open. Use Shift+click or Ctrl/Cmd+click to select two or more sequences.

In the Options tab on the right, the number of sequences selected on the left appears in the message:

[T}

n’ sequences will be concatenated.’

3. In the Options tab, type a name (and extension, if desired) in the Output File Name text box.

4. Select an output file format from the drop-down menu. Choices include .gbk (preserves annotations)
or .fas (no annotations).

5. If desired, check the Create Source Feature for each contributing sequence box. Checking this
box creates a “source” feature for each sequence that contributes to the concatenated sequence. This
can assist you in keeping track of where each sequence originated.

6. Press the Run button.

The new sequence appears in the Project tab’s Results folder under the name specified. No file
extension is appended to the name unless one was specified in the Output File Name box.

7. (optional) If you wish to see the script that was used to run this process, press the Script tab.
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8. (optional) If you want to see the history of the run, including the location of the output file(s), press the
History tab.

Example:
Input sequence 1: GGAGTCTCCC
Input sequence 2: ATTGATTACA

Output sequence: GGAGTCTCCCATTGATTACA
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Create sequences from features in another
sequence

To create new sequences from existing sequence features:

1.

Choose Tools > Extract Features as Sequences. The Project window opens with the Project and
Options tabs active.

Project Options | Script

(] New Folder
B Extract Features as Sequences
------ D Results gene -

[V] Filter:

fgene v =

0 sequences will be processed

Run

In the Project tab, place the sequences whose features you wish to extract into the Sequences folder.
To add sequences to a folder, select the folder, then right-click it and choose Import. Select the
desired sequence files, and press Open. Use Shift+click or Ctrl/Cmd+click to select two or more
sequences.

In the Options tab on the right, the number of sequences selected on the left appears in the message:

[}

n’ sequences will be processed.’

In the Options tab, use the upper drop-down menu to choose the type of feature to extract (e.g., CDS,
mRNA, etc.)

If you wish to further limit the search to features that contain particular qualifiers, check the Filter box
and use the lower drop-down menu to choose a qualifier. To the right, enter the text that the qualifier
must match (e.g., /gene = thrL). You may use wildcards in this box if you wish (e.g., /gene = thr¥)

Press the Run button.

The extracted features appear as individual sequences in the Project tab’s Results folder. Sequences
are named automatically according to a contained qualifier (e.g., /protein_id, /locus, or /accession).

(optional) If you wish to see the script that was used to run this process, press the Script tab.
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7. (optional) If you want to see the history of the run, including the location of the output file(s), press the
History tab.
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Export sequences into a single file

To create a single multi-sequence file composed of exported sequences:

1. Choose Tools > Export Sequences into Single File. The Project window opens with the Project and
Options tabs active.

] Untitled Project 2 =N EoE ===
Project Options | Seript | History

o[ 7 Results Export Sequences to Single File

Qutput File Mame: | | I Browse...

0 sequences will be exported

2. In the Project tab, place the sequences you wish to export into the Sequences folder. To add
sequences to a folder, select the folder, then right-click it and choose Import. Select the desired
sequence files, and press Open. Use Shift+click or Ctrl/Cmd+click to select two or more
sequences.

In the Options tab on the right, the number of sequences selected on the left appears in the message:

e

n’ sequences will be exported.’

3. In the Options tab, click the Browse button. In the ensuing dialog, navigate to the location for the
output file. Type in a name and select an extension (.fas or .gbk), then click Save. The Output File
Name text box now contains the name and file path where the output file will be saved.

4. Press the Run button.

The new multi-sequence file appears in the Project tab’s Results folder with the name chosen above.
The new file is represented by a folder icon and its contained sequences are named automatically
according to a qualifier (e.g., /protein_id, /locus, or /accession).

5. (optional) If you wish to see the script that was used to run this process, press the Script tab.

6. (optional) If you want to see the history of the run, including the location of the output file(s), press the
History tab.
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Create a file by sampling sequences

The Tools > Sample By command is used to create an output file that contains a filtered set of sequences
from a source file. Source file sequences can be filtered according to one or more specified conditions, such
as length, contents, and start/end sequence characters.

To create a sequence by sampling other sequences:

1. Choose Tools > Sample By > (Subcommand). Available subcommands are: 5’ and 3’ End Tags,
Contains Sequence, Probability or Skipping, Length, and Name.

The Project window opens with the Project and Options tabs active.

2. In the Project tab, the sequences you wish to sample should be placed in the Sequences folder. To
add sequences to a folder, select the folder, then right-click it and choose Import. Select the desired
sequence files, and press Open. Next, select a single sequence, or use Shift+click or Ctrl/
Cmd+click to select multiple sequences.

3. The Options tab varies in appearance, depending on which subcommand was chosen. The number of
sequences selected in the Project tab appears in the message: “n’ sequences will be sampled.”
4. Change settings in the Options tab as applicable for the chosen subcommand.

5’ and 3’ End Tags:

Tools > Sample By > 5" and 3’ End Tags samples only those sequences beginning and/or ending
with a specified sequence fragment or “index tag” on the 3’ or 5’ end. For sequences of DNA or
unknown type, matches can occur at the ends of either strand.

SquuiIdel Pro - [Untitled Project 2] : --IEI :
g File Edit Features Enzymes Sequence Cloning Priming Format View MNetSearch Tools Window Help - [ =] =
ml— Options Script |Hi§tor_'f
(] Sequences =

...... [} GerzasssLCF |£] || sample Sequences by 5' and 3" Index

...... |l|_ GEKZABI08JOQFT [V] Starts with: ~ ATG

...... [1§ GEKZAJ08/WMOM

...... (L} GerzasisiPwk [CEndswith: | TAG

...... (I} Gekzasiosiqo

______ |I GEKZABINEILS0 130 sequences will be sampled

...... (T} Gekzasi08IQ0PY

...... |I GEKZABJOBIMSIA

...... |I GEKZARIOBJIEPS

...... (I GEkzABI08ISIPG

------ |l‘ GEKZABI0BIRIC)

. IZT'P = Run ] ’ Cancel

Check the Starts with and/or Ends with boxes, then enter the search strand(s) to the right of the
checked box(es).
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Contains Sequence:

Tools > Sample By > Contains Sequence samples only those sequences containing a specified
sequence fragment. This provides a way to sample a set of sequences that contain the same
subsequence. For sequences of DNA or unknown type, matches can occur on either strand.

SeqBuilder Pro - [Untitled Project 2] EI@

g File Edit Features Enzymes Sequence Clening Priming Format View MNetSearch Tools Window Help =S

Project m
4[] Sequences
GEKZARI08JS1CF
GEKZARI08)OQFT
GEKZAZIOEJWMOM Paste sequence below or |oad a file...

Sample Sequences by Subsequence

[ »

GEKZABJ08JPIWK Contains sequence: GTFCAACTCl -
GEKZAZ108)LIQ0
GEKZARI08)U549
GEKZARI08)Q0PY
GEKZAZI08IMSJA
GEKZARI08JIBPS

GEKZARI08JSIPE =
GEKZARI0BIRIC)

GEKZARI0BVDGF
GFEKT AR INA WHETY

EEEEEEEEEEEE

Either type the subsequence or paste copied sequence into the text field, or use the “load a file” link
to navigate to a sequence or text file.

Probability or Skipping:

Tools > Sample By > Probability or Skipping samples a random subset of sequences.

SeqBuilder Pro - [Untitled Project 3] = EER =T

g File Edit Features Enzymes Sequence Clening Priming Format View MNetSearch Tools Window Help =S
Project Options | Script | History
4[] Sequences
Sample Sequences

GEKZABJOBJS1CF
GEKZABJOBJOQFT e 1 = sequences

GEKZAZJ0B/WMOM
GEKZABIOBIPIWK (2 Random sample containing: | 1 . sequences

[am] »

GEKZASRJ08JLIQO
GEKZARI08JU549 124 sequences will be sampled
GEKZARI0BJQOPY
GEKZARI08IMSIA
GEKZABIOBJIBPS
GEKZABIOBJSIPE
GEKZABIOBIRIC)
GEKZARIOBIVDGF
GRFK7ARINR WVHK N

S EEEEEEEEEEER

To choose every nth sequence from the file, select Sample every and type the ‘n’ value (an integer)
at the right. To sample a certain number of random sequences instead, select Random sample
containing and type the number of sequences at the right.

Length:

Tools > Sample By > Length samples only those sequences with a length greater and/or less than a
specified length.
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Squuildele—[Unﬁlledeject3] : --IEI :
g File Edit Features Enzymes Sequence Clening Priming Format View MNetSearch Tools Window Help — (=] =
m‘ Options | Script | History
Pl D Sequences ol
|1 cexzasisssice |z| Sample Sequences by Length
lI GEKZABJ08JOQFT @ Minimum length: 0 > bp
- [1§ GExzAsI0BWMOM
lI GEKZASJOBIPIWK (Z) Maximum length: 0 = bp
-[1¥ GExzAsIBILIQO ) Range: 0 — to |0 o bp
~[1¥ GExzasie)us4d
-[T§ Gexzasiosiqopy 124 sequences will be sampled
~[1§ GexzasisimsiA
[ 1§ GEKZABI08IEPS
-[T§ GExzasio8IsIPe
~[1¥ GExzasi8IRIC)
-1} cekzasievDGF Fun | [ Cancel
'T GEE7ARING WVHE D S

To specify a length threshold for sampled sequences, choose between Minimum length, Maximum
length and Range. Then type the cutoff value(s) into the box at right.

Name:

Tools > Sample By > Name samples only sequences with the specified name.

SeqBuilder Pro - [Untitled Project 3] EI@

g File Edit Features Enzymes Sequence Cloning Priming Format View MNetSearch Tools Window Help —[|=] =

m‘ Options | Script | History

4[] Sequences
GEKZARI08JS1CF
GEKZARIOB)OQFT
GEKZAZI08/WMOM
GEKZAZJ08JPIWK () Contains in feature name:

GEKZARI0BILIQO
GEKZABJ08JU549 124 sequences will be sampled

[ »

Sample Sequences by Name

@ Contains in sequence name:

GEKZAZJOBIQOPY
GEKZASZJOBIMSE)A
GEKZAZJOBJIBPS
GEKZABJOE)SIPE
GEKZABJOEIRIC)
GEKZAZJOBIVDGF
GEKZARINA WVHKD

S EEEEEEEEEE

Choose whether sampled sequences need to have the specified text in the sequence name or a
feature name. Type in the text to the right of the selected option.

5. In the Options tab, press the Run button.

The resulting sequence(s) appear in the Project tab’s Results folder. The results file has the same
name as first sequence file that was sampled, followed by “_sampled.”

6. (optional) If you wish to see the script that was used to run this process, press the Script tab.

7. (optional) If you want to see the history of the run, including the location of the output file(s), press the
History tab.
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Windows, Views, Panels and Tools

The Document window opens when you open a nucleotide or protein sequence or a SeqBuilder (.sbd)
document. This is the window where you can edit the sequence or add/edit features, restriction enzymes,
ORFs, translations and/or rulers to the sequence.

* On the left of the window is a group of shared button tools.

« The main/center portion of the window contains two view panes, each showing a different view.
Depending on the active sequence, views may include: Circular, Linear, Sequence, and Primer
Design, Features, Primers, Comment, Minimap, Site Summary or History.

» The right side of the window consists of four panels: Style, Enzymes, Settings and Details.
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The following video is a general overview of the SeqBuilder Pro windows and panels:
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Document window views

The following video contains a short tour of each of the Document window views:

To change from one view to another:

Click the tab with the name of the desired view.

ﬁ Linear % Sequence [ g Primer Design I

By default, the upper portion of the window lets you choose any of 1-4 views, depending whether the
sequence is nucleotide or protein. Views may include: Circular, Linear, Sequence, and Primer Design. The
default view is Circular or Linear, depending on the sequence type. The lower portion of the window lets you
choose any of 2-6 views, also depending on the sequence type. Views may include: Features, Primers,
Comment, Minimap, Site Summary and History.

To display a “lower pane” view on the upper pane, or vice versa:

Use the mouse to drag and drop the view tab at the new location.

To toggle between displaying one or two views:

Use View > Split or View > Remove Split.
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~ Format | View | Met Search Window Help
Show/Hide Side Panels

Show/Hide Toolbar
Remowve Split

FaVaw oV
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Circular view

The Circular view is one of the ten views available in the Document window, and shares a sub-set of button
tools with the other views. To make it the active view (or one of two active views), click on the Circular tab (

@ Circular )

The Circular view is only available for nucleotide sequences, and displays a circular map of the current
sequence. The default view shows any restriction enzymes on the outside of the circular map and features
on the inside, with title and sequence length in the center.

Foe
s

phr322 seq 2

A 4361 bp

* Note: When attempting to scroll left/right in this view, some Mac users may experience
issues with the scroll bar. To easily correct the issue, see Fix issue with scrolling in the

views.
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Linear view

The Linear view is one of the ten views available in the Document window, and shares a sub-set of button
tools with the other views. To make it the active view (or one of two active views), click on the Linear tab (
Limear

).

|

The Linear view is only available for nucleotide sequences, and displays a linear map of the current
sequence. The default view shows restriction sites above and feature graphics below the linear map. If you
attempt to view a circular sequence in the Linear view, note that ORFs and restriction sites that cross the
origin will be impacted.

ol Mhel  Eatphal BepEl BemETEHIIT Fed EralBecEl
Bl EoNmtl |TEeT  SplsmdmEchal EffraEcmal EopEestc]  BrEREERE] FrEin] | BorEey AT Al AhHo] AceFol Fral Seal Sspl LAaciEpol

— e— |} > s

[ | 500 [ 1000 [ 1500 | 2000 | 2500 3000 [ 2500 | 2000

| et > I | .

* Note: When attempting to scroll left/right in this view, some Mac users may experience
issues with the scroll bar. To easily correct the issue, see Fix issue with scrolling in the
views.
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Sequence view

The Sequence view is one of the ten is one of the ten views available in the Document window, and shares
a sub-set of button tools with the other views. To make it the active view (or one of two active views), click

on the Sequence tab ( T Sea ).

The Sequence view displays the detailed, residue-level sequence display. By default, the display contains:
* For protein sequences — The protein sequence and a ruler.

* For nucleotide sequences — The top strand DNA sequence, a ruler, and any annotations except

“Source.”
10 20 30 40 50 60 70 80 90
o e L v b b b bty bt L b b b b 1 |
il Fendiy

=]
5 ttctcatgtttgacagecttatcatocgataagectttaatgecggtagtttatcacagttaaattgectaacgecagtcaggcacegtgtatgaa
° I e B e B R L L A A B o e B e
. ‘ec.n -‘ ‘ec.n ‘ec.n ec.n [NEEN

Cpro.P1 e

* Note: When attempting to scroll left/right in this view, some Mac users may experience
issues with the scroll bar. To easily correct the issue, see Fix issue with scrolling in the
views.
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Primer Design view

The Primer Design view is one of the ten is one of the ten views available in the Document window, and
shares a sub-set of button tools with the other views. It also has its own set of tools.

ACGT - =
To make it the active view (or one of two active views), click on the Primer Design tab ( &@ FrimerDesign

).

The Primer Design view lets you design and analyze primers for a nucleotide sequence. Data in the Primer
Design view appears in a header (featuring tools and details about the primers) and three distinct panes
below that header. See Work with Primers for detailed information about performing tasks within this view.

I k ATC . . Paosition: 25 4351 bp
l\ Working Pair "Pair 17 Top: Length=23 bp, Tm=49.5°C, Bottom: Length=23 bp, Tm=560.5°C
10 20 ) 40 50 60 T0 0 80
Tl o Tzl
o =T e | EnANT s 21 TapmosT
5 ttctcatgtttgacagecttatcatcgataagetttaatgoggtagtttatocacagttaaattgetaacgoagtcaggecacegtgtatgaaate
o e
E
T P TTCTCATGTTTGACAGCTTATCLY
[ AR RN AR RN AR RN
3 aagagtacaaactgtcgaatagtagctattcgaaattacgeccatcaaatagtgtcaatttaacgattgegtcagtcogtggocacatactttag
1 Phe Ser Cys Leu Thr Als Tyr Hs Amg . Al Leu Met Arg . Phe lle Thr Wal Lys Leu Leu Thr Gl Ser Gl Thr Val Tyr Gl e
2 Ser His WVal . Gin Leu lle lle A&sp Lys Leu . OCys Gl Ser Leu Ser Gln Leu Asn Cys . Arg Ser Gln Al P Cys Met Lys Ser
3 lle Leu Met Phe Asp Ser Leu Ser Ser lle Ser Phe Asn Az Val Val Tyr His Ser . lle Az Asn Az Val Armg His Arg Val . Asn
4 Arg Met Asn Ser Leu Lys Asp Asp e Leu Lys Leu Alz Thr Thr . . Leuw . lle Al Leu Al Thr Leu Cys Armg Thr His Phe Arg
5 Azn Glu Hs Lys Val Ak . . Arg Tyr Al Lys lle Arg Tyr Asn lle Wal Thr Leu Asn Ser Val Cys A&sp P Val Thr Tyr Ser e
6 Glu . Thr Gin Cys Ser lle Mst Ser Leu Ser . Hie Pro Leu Lys Asp Cys Aszn Phe Gln . Arg Leu . Ala Gl Hi lle Phe Asp
[ ST P Forward N eon po.P2 eon jeen ecn ST
pro.P1 | T
o
| p2 Pair 1
Reading Frame
Primer l
gir: ing 500 1000 1500 2000 2500 2000 3500 4000
ites ]
Mest stable dimer 4 bp, -6.3 ke/m (BAD!) Mast stable pair dimer 3 bp, -3.5 ke/m Hairpin 3 bp, 1.0 keim
F OTT.. G’F&CTCTT[TATCA ¥ F T .GI'I'T&CAGFI"{ATCA ¥ 5 TICTCATG
| I j
¥ ACTATTCGACAGTTTG. .TT & 3 GOTCOGGEAAACCAGA. . TT & ¥ AL TOGACATTTT
1000 2000 3000 4000 Pair Name Score Prod Tm Pri dTm Ta OPT Prod dTm Length
[ 2 -4l Fair 1 1.000 1 1.0 5T.2 32.3 4361 |

Sequence details in the header:

Details about the primers, if any, are displayed in the header of the Primer Design view, just to the right of
the tools.

Selection/ The current position of the cursor. If a range is selected, the length of the range and strand
Position (forward or reverse) is specified, along with the sequence coordinates.

Working _ _
Pair The name of the currently selected primer pair.
Forward The length and melting temperature of the forward primer. This value is updated automatically if

settings are changed.
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The length and melting temperature of the reverse primer. This value is updated automatically if

Reverse i
settings are changed.
Sequence _ _ _ .
Length The total length of the sequence. This value is shown in the top right corner of the header.

Residue pane:

Displays the base level nucleotide sequence, restriction sites, translations, and features, as well as the
currently selected primer sequence. This pane can be used to modify your primers.

Once you have done this, a green arrow represents the forward strand primer; red indicates the reverse

strand primer. Primer sequences are displayed in 5’ to 3’ orientation, and include modifications that you
have made. Edited nucleotides appear in lowercase.

Mispriming pane:

Shows primer binding sites, and the most stable conformation of dimers, pair dimers, and hairpins, if they
exist. As the current primer pair is changed, the information displayed in the Mispriming Pane is updated
automatically.

At the top of this pane, Primer Binding Sites displays where the primer binds to the template as well as
any additional sites the primer may bind to on either strand. Any sites on the template matching at least the
12-mer at the 3’ end of the primer are displayed. Primers on the top strand are indicated in green; primers
on the reverse strand are shown in red.

Beneath Primer Binding Sites, the most stable conformation of dimers, pair dimers, and hairpins are
shown, if they exist. To calculate this, SeqBuilder Pro locates secondary structure interactions using the
nearest-neighbor model for all three types of duplexing. For self and pair dimer duplexing, oligonucleotide
sequences are compared at every potential overlapping position by aligning sequences and advancing one
residue at a time.

* Most stable dimer - Displays the primer binding to itself in the most stable conformation, if there is
one.

* Most stable pair dimer - Displays the primer binding to the opposite strand primer in the most stable
conformation, if there is one.

* Most stable hairpin - Displays the primer binding to itself by folding in the most stable conformation,
if there is one.
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* Note: If the word BAD! appears in red, it indicates that the final pentamer value of the dimer
exceeds the 3’ pentamer stability threshold defined in the Primer Characteristics section of
the Create Primer Pairs dialog. The Ignore Duplexing n bp from 3’ parameter also affects
duplexing. Avoid using primers with dimers or hairpins labeled “BAD!” unless you have
experimental evidence that they will function as desired, or if you have no other option.

Alternate pairs pane:

Displays the list of primer pairs discovered by your search, along with additional information for each pair,
including product length, melting temperatures, and a quality score. The following information is displayed in
columns for each pair:

Name/Abbrev. Description

Pair Name The name of the primer pair.

Score The quality score assigned to the primer pair.

Prod Tm The melting temperature of the product.

Pri DTm The difference in melting temperature between the primers in the pair.

Ta OPT The optimal annealing temperature for the primer pair.

Prod dTm The difference in melting temperature between the product and the lower primer Tm*.*
Length The length of the product.

* Note: When attempting to scroll left/right in this view, some Mac users may experience
issues with the scroll bar. To easily correct the issue, see Fix issue with scrolling in the
views.
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Primer Design tools

The following tools are located in the upper right of the Primer Design view:

Tool

Selection
Mode

R

Introduce
Restriction
Site

BN

Introduce
Codon
Change/
Mutation

ATC

Show Top
Primer
Strand

=
Show
Bottom

Primer
Strand

=

Description

To enable selection of a region of sequence using the mouse. After selecting this tool, click on a
translated amino acid to select its codon. Click and hold on a restriction enzyme to show the cut
sites, represented by thin blue lines. Click and hold on a restriction enzyme while holding down
the Alt (Win) or Option (Mac) key to show the cut represented by bold black arrows, as well as
the recognition sequence.

To introduce a restriction site into the sequence. After selecting this tool, click between the
residues where the restriction site should be added, and choose an enzyme from the list provided.
The restriction enzymes identified to cleave the sequence at your specified location will be
organized into 3 groups: Silent substitutions, Non-silent substitutions, and Introduce a stop.

To introduce a mutation into your sequence. After selecting this tool, the cursor will highlight each
codon as you hover over the sequence. Click the codon of interest to display a list of alternate
codons available for a silent mutation, as well as a list of alternate amino acids available for non-
silent mutations. Selecting an alternate amino acid will replace the sequence via the least
disruptive alternate codon.

To change the focus of the Residue Pane to the top primer. The Mispriming Pane is updated
automatically to reflect the associated primer.

To change the focus of the Residue Pane to the bottom primer. The Mispriming Pane is updated
automatically to reflect the associated primer.
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Quality score calculation

SeqBuilder Pro assigns a quality score for each primer pair it identifies. These scores are displayed in the
Alternate Pairs pane of the Primer Design view.

The following considerations are made when determining the primer pair quality score:

The distance of each primer from its respective end.
« Each primer’'s melting temperature in relation to the Target Tm.
* The number of false priming sites for each primer.
* Whether or not a primer is located in a repeated region.
* Uniqueness at the 3’ end of the primer.
+ Internal repetitiveness of the primer.
» The stability profile of the primer.
* The length of most stable dimer.
* The length of most stable hairpin.
Each of the above characteristics is assigned a score. The individual scores are then combined and

normalized to a range from 0 to 1, where 1 is the best possible score. The primer pairs are sorted from
highest to lowest by score and displayed in the Alternate Pairs Pane.
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Features view

The Features view is one of the ten views available in the Document window, and shares a sub-set of button
tools with the other views. To make it the active view (or one of two active views), click on the Features tab

(B renee

= == - ROGT ACET
@ Circular F:;‘ Limear A Sequence s

v Type Name Range Strand Length
source Cloning vector pBR322 1.4361 > 4361
source Plasmid p5C101 1.1762 > 1762
4 misc_binding | echinomycin 24,27 > 4
v promoter promoter P1 complemnent (27..33) b 7 promaoter P1 [6]
v misc_binding | echinomycin 39.42 > 4
v promoter promoter P2 43.49 > 7 promoter P2 [6]
v misc_binding | echinomycin 53..56 > 4
1 | m |

Primers

The Features view displays a table of features (annotations) that have previously been identified in the DNA
or protein sequence. Features may be user-defined, or they may be part of the input file from GenBank or
from other Lasergene applications. For information on creating, editing or deleting features, see Features.

The following table describes how to perform various tasks within this view:

Task How to...

Single click on one feature row; or select multiple features using Ctrl/
Cmd+click, Shift+click, or by dragging the mouse across the desired rows.
Selected features are simultaneously selected in the Circular and Linear
views.

To select one or more
features in all graphical
views

To select the feature and its
corresponding sequence,
and to scroll to its location

Double-click on a compacted feature row or select the feature row and
choose Feature > Select Sequence.

Click a plus icon to expand the row and show details about the feature; click a
minus icon to hide feature details. As a shortcut, you can use Ctrl/Cmd+Alt
to toggle between expanding/contracting all rows.

To expand/contract a feature
row

Expand a row, as described above. Insert your cursor in a field and type the

To edit feature information ) ) )
desired information.

To sort data alphabetically

L Click on the column header.
within a column

To see the number of the Look at the footer at the bottom left of the view.
features in total, the number
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il 3 e | 3

51 features (48 Features Visible) 3 Features Selected

visible, and the number
selected

Columns in the Features view are described below:

Column L
Description

name

(v Rows with a checkmark in this column denote a feature that is currently visible in the graphical
views (Circular, Linear, Sequence). To hide a feature, click its checkmark.

'{}'/ =) See “To expand/contract a feature row” in the table above.

Type The feature type.

Name The feature display name.

Range The range of the sequence included in the feature.

Strand The strand where the feature is located (forward  or reverse ).

Length The length of the feature in base pairs.

Description Often the contents of the first /note qualifier.

* Note: When attempting to scroll left/right in this view, some Mac users may experience
issues with the scroll bar. To easily correct the issue, see Fix issue with scrolling in the
views.
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Primers view

The Primers

view is one of the ten views available in the Document window, and shares a sub-set of button

tools with the other views. To make it the active view (or one of two active views), click on the Primers tab (

v A Set Name

Set1
Set1
Set1

Set2
Set2
Set2

The Primers

MName F/R Primer Sequence Length Tm Ta OPT dG Score Current
Fair 1 <TTCTCATGTTTGACAGCTTATCA= <CGAC 4361 Tm=81.8, dTm= TaOPT=57.2 1.000
S1Pair1Forv F TTCTCATGTTTGACAGCTTATCA 23 495 -381
S1Pair1Rev R TTCTTGAAGACGAAAGGGCCTCG 23 60.5 -46.6
Pair 1 <CGAGGCCCTTTCGTCTTCAA> <CGAGG( 23 Tm=51.9, dTm= TaOPT=38.5 1.000 v
52 Pair 1Forv F CGAGGCCCTTTCGTCTTCAA 20 56.6 -41.5 v
S2Pair1Rev R TTCTTGAAGACGAAAGGGCCTCG 23 60.5 -46.6 '

view is available for nucleotide sequence only, and displays tabular results from primer

searches, including the primer sequence and its length, product (for primer pairs), melting temperature, and
free energy (AG). For information on creating, editing or deleting primers and primer pairs, see Work with

Primers.

A checkmark next to a primer pair indicates that it is the currently selected pair. Select a row to also select
that primer pair in the graphical views (Circular, Linear, Sequence). The table supports selection of groups

of primer pai

rs using Ctrl/Cmd+click, Shift+click, or by dragging the mouse across the desired rows.

You can rename a primer by expanding its entry in this view (i.e. by clicking on the plus sign) and then

clicking on a

The table be

Column

Show

Active

Set Name

Pair
Name

FIR

Name cell. Type in any desired name and press Enter.

low describes each of the columns in the Primers view.

Description

A checkmark in this field denotes a feature that is currently visible in the Primer Design view, as
well as the other graphical views (Circular, Linear, Sequence). To hide a feature, click its
checkmark.

A bullet point in this field indicates that the pair is the currently selected pair in the current working
set. The current pair is always displayed in the Primer Design view.

The name of the set. One set is created for each primer search. By default, SeqBuilder Pro assigns
a generic name, like Set 1, Set 2, etc. However, this field is editable so that you can assign a more
descriptive name for the set of primers, if desired.

The name of the primer pair. By default, SeqBuilder Pro assigns a generic name, like Pair 1, Pair
2, etc. However, this field is editable so that you can assign a more descriptive name for your
primer pair, if desired.

An F in this column indicates that the primer is found on the forward (top) strand of the template
sequence; an R indicates that it is on the reverse (bottom) strand.
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For primer pairs, the sequences are shown for both members of the pair, forward strand followed

Primer by reverse strand. For primers, the sequence of the primer is shown in the 5’ to 3’ orientation, and
Sequence is editable. Changes made to the primer sequence are automatically reflected in the Primer Design
view.

For primer pairs, this value indicates the length (in bp) of the PCR product. For primers, it indicates

Length , .
the length (in bp) of the primer.
For primers, the melting temperature of the primer is displayed. For primer pairs, 3 different values
are listed:
* L: The length of the product.
* Tm: The melting temperature of the product.
Tm

* dTm: The melting temperature difference between the product and the lower primer Tm.
* TaOPT: The optimal annealing temperature for the primer pair.
* dG: The delta-G value, free energy, that is computed over of the whole primer. Note that the dG

value is only calculated for individual primers, not primer pairs.

* Note: When attempting to scroll left/right in this view, some Mac users may experience
issues with the scroll bar. To easily correct the issue, see Fix issue with scrolling in the
views.
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Comment view

The Comment view is one of the ten views available in the Document window, and shares a sub-set of
button tools with the other views. To make it the active view (or one of two active views), click on the
Comment tab ( ).

The Comment view displays any descriptive text associated with a sequence; for example, the header text
of a GenBank entry. Comments are optional, and not all sequences have them. To edit a comment, insert
the cursor anywhere and edit as desired. You may type in new text, delete existing text, or paste in text from
the clipboard.

FOCUS SYNPER32Z 4361 bp DHA circular S5YN 1%-JUNM-2002

DEFINITICHN Cloning wvector pBR322, complete genome.

ACCESS5IOH J01749 EOO0O05 LOSE54 M10282 M10283 M10286 MI10356 M10784 MIOTES
H10786 M33694 WO1119

VERSICN J01749,.1 GL:2089%58

KEYWCORDS ampicillin resistance; beta-lactamase; cloning vector; drug
resistance protein; origin of replication:; plasmid; tetracycline
resistance.

SOURCE Cloning wvector pBR322

CRGANISM Cloning wvector pBR322
artificial sequences; vectors.
REFERENCE 1 (bases 1 to 3; 3259 to 436l)
AUTHCRS Sutcliffe,J.G.
TITLE Hucleotide sequence of the ampicillin resistance gene of
Eszcherichia coli plasmid pBR322
JOURNAL Proc. Watl. Acad. Sci. U.5.A. 75 (8), 3737-3741 (1978)
012484

* Note: When attempting to scroll left/right in this view, some Mac users may experience
issues with the scroll bar. To easily correct the issue, see Fix issue with scrolling in the
views.
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Minimap view

The Minimap view is one of the ten views available in the Document window, and shares a sub-set of button
tools with the other views. To make it the active view (or one of two active views), click on the Minimap tab (

).

)

Minimap

The Minimap view is available only for nucleotide sequence and displays a smaller version of the current
sequence. The Minimap is scaled to show the whole sequence in a single line. Each row in this view shows
where a particular restriction site falls along the sequence.

hJ

Selection: Bottom strand 4339..4361, length = 23
Size: 1.0x

| = | }
Hame | Preq] 1500 L1000 (L3500 L2000 12500 L3000 43500 L4000
[ 10 F
|_-_:es:1 [ o | (
2= 1 I N N N D T T O HENININNE §
[ 1] | | | [ @
[ o]
[ To] 1
[ (=] [ [T T1 [OTT T 1 | I | [ ] |
[= -] | | B .
?r- |1 - r. ~ r f

Because the entire sequence is shown in a single line, the font size in this view tends to be quite small. To
enlarge the font size, use the command Format > Size > Larger one or more times.

* Note: When attempting to scroll left/right in this view, some Mac users may experience
issues with the scroll bar. To easily correct the issue, see Fix issue with scrolling in the
views.
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Site Summary view

The Site Summary view is one of the ten views available in the Document window, and shares a sub-set of
button tools with the other views. To make it the active view (or one of two active views), click on the Site

Summarytab( site v ).

The Site Summary view is only available for nucleotide sequences and displays a table of restriction sites
and their locations on the sequence. This view shows any restriction sites that were chosen for display in
this or another pane. The current position of the cursor appears in the upper left corner of the view.

Position: 190 4361 bp ~

Name Freq Position

m

=

Ahbgent Sites Aarl AbsI, AccsST, AT Agel Ajul, Ajul’, Alel, Alol, Alol', Apal, Arsl Arsl', Ascl AsiSI Aved|
Eglll, Elpl, BmgBL, Epll, Epll’, BsaXl, Bsadl, BseRI, BsiWI, BsrGI, BssHIIL, BstEI, BstEI, Bsti
EcolCRI, Fall, Fall', Fsel, Hpal, Kpnl, }\[aL.:.I: hifel, Mlul, Mrel, Mtel, Mool, MNotl, MN=il, Pacl,

PspXl, Psrl, Psri, Bsrdl, Sacl, Sacll, SanDI, Sbfl SexAl SHI, SgrDl, Smal, SmaBI, Spel, SHI, 5t

Aatll 1 4285 (436])

Acll 4 902 (8997, 1800 (1792), 3593 (373), 3966 (1297)

Acul 2 3022 (1012, 4034 (3349)

Afel 4 233 (262), 497 (281), 778 (932), 1730 (2866

Ahdl 1 3367 (436D

AIfT & 1008 (347, 1030 (397), 1447 (34,1481 (187), 1568 (34,1702 (3673)

AT & 1006 (34, 1050 (397), 1447 (34),1481 (187), 1668 (34), 1702 (3673)

AlwNI 1 2890 (43£D)

Apall 3 2290 (498, 2788 (1246), 4034 (2817)

Asel 1 3335 (436D

BamHI 1 376 (43€I)

Ehsl 3 T31(B863),1384 (2731), 4343 (747)

Begl 3 732 (1355), 2087 (1785), 3872 (1111}

Ecgl 3 698 (1355), 2053 (1853), 3906 (1153)

BoiVI 2 2677 (1327), 4204 (2834)

E 8 8368 (34),850 (372), 1062 (34}, 1006 (9220, 2018 (34),2052 (493), 2545 (34), 2579 (2438) -
1| 1] [ 3

L | Primers Comment ﬁ Minimap O History 3

The table contains a row for each restriction enzyme currently applied to the sequence. Enzymes that have
no cut sites all appear in a single row.

Column L.
Description

Name

Name Enzyme name

Frequency Number of cutting sites

Specific cutting locations for the enzyme. Use the Settings panel to specify whether to display or
hide the fragment length in parentheses to the right of the enzyme position.

Position
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The default font size in this view tends to be quite small. To enlarge the font size, use the command Format
> Size > Larger one or more times.

* Note: When attempting to scroll left/right in this view, some Mac users may experience
issues with the scroll bar. To easily correct the issue, see Fix issue with scrolling in the
views.
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History view

User Guide to SeqBuilder Pro - 17.5_en

The History view is one of the ten views available in the Document window, and shares a sub-set of button
tools with the other views. To make it the active view (or one of two active views), click on the History tab (

O

The History view is empty until one of the following happens:

Histary )

* You accept suggested annotation matches in the Annotation Results window. In this case, the view
displays a list of the accepted annotations.

* You perform a cloning simulation and open any of the resulting files (i.e., entry clones, inserts,
expression clones) in the SeqBuilder Pro Document window. In this case, the History view displays
the Cloning Summary.

DNASTAR®

Software for life scientists

Cloning Summary

Fragments

pAd/PL-DEST™

polh

pGemMCS

BlueScriptMCS

GFP

pAd/PL-DEST™

Steps

1)

2

3

4

5

[

7

8

9

Amplify polh using primers:
Top: 5 -GEGERCARGTTTGTACARR AR AGCAGECTICAGTITGCIGATATCATGGAGR-3"
Bottom: 5'-GGGGACRACTTITIGTATACRAAGTTGTAATATTTATAGGTTTTITITA-3"

Recombine step 1 with pDCNRZ221-P1P5r
Amplify pGemMCS using primers:

Top: 5'-GGEGEACAACTTTGTATACAARAGTTGECT TAGRATTCGAGCTCGGTACCC -3
Bottom: 5'- LACTTTGTATAR GCTTGGETGAAGCTTGCATGCCTGCAGGTC-3"

Recombine step 3 with pDONR221-PSP4
Amplify BlueScriptMC5 using primers:
Top: 5 -GGGGACAACTTTGTATAGARARCTTGEGT TAGGTACCGGECCCCCCCTC-3
Bottom: 5'-GGGGACARACTITGIATARTARAGTIGGGTIGAGCTCCACCGCGEIGEC-3"
Recombine step 5 with pDONR221-P4rP3r
kmplify GFP u=sing primers:
Top: 5'-GGEGGACAACTTTGTATRAATARAGTTGGGT TAATGAGTARLAGGAGRAAGRACTT-3"
Bottom: 5'-GGGGACCACTITGIACARGARAGCTGGGTICTATTIGIATAGITCATCCA-3"
Recombine step 7 with pDCONR221-P3P2

Recombine steps 2, 4, 6, and & with pad/PL-DEST™

Fragment Junctions

pAd/PL-DEST™-polh

5 Q VCTZ RTEKTGHEZTSV A X
E K F V QXS RLOEQLL
T S L Y K KA G F 5 C
TCACAAGTTTGTACRRARAAGCAGECTTCAGTTGCTGA
vV LXYULTFU ZPETLGQQ
C T QVFFOCH&aAZETR® ZS

L N T CVFILILJS . N 5 X

polh-pGemMCS

I L Q L C I @ KL L E F E
K ¥ ¥ N F Vv ¥ K 5 C . N 5 X

I N I T T L ¥ T K V Vv R I R X
ATARATATtACAACTITGTATACRRRAGTTGTTAgaattogag
F I v v K ¥ v F T TUL IR X
¥y I ¥ Cs5 Qg I CFHNUMNUSU NS X
L ¥ . L KTZ¢YULILGQ® . F E L
pGenMC5-BlueScriptMCS
c KL . Q L F 5 I Q 5 CUR Y R X
A 5 F N N F FL Y EV VWV G TG

Q A L T T F F Y T K L 53 V P X
tgcaagecttTAACAACTTITITICTATACARAGTIGICogtace
C 2 K V V K K
L 5 . C 5 KZETIOTCTLUOGQZ ERTYZRKX
R L K L L K KR YL TTUPV P X

BlueS5criptMC5-GFP

G &4 g P N C I I XK L G . . V X
v EL N P TV . . 5 WV NE . X
L M 3 K
GTTAATGAGT
I L L X
. H T F
L 5 ¥ X

GFP-pAd/PL-DEST™

T W R T Q L 5 CTZ XKW Y HEK
Q I E P 5 F L V @ 5 6 I T s
¥ K N P A F L Y KV V 5 g ¥
TACRRATAGARACCCAGCTTTCTTIGTACARAAGTGGTATCACAAG
L ¥ F 6 A K XK Y L TTUDOCT
v F L vV W S E @ VvV FHY . L N
C I 5 6 L KRTOCTILUPTIVTL

In the event that both of the above apply, the History view shows both cloning and annotation results. Newer

Copyright DNASTAR, Inc. 2022

Page 77 of 313



User Guide to SeqBuilder Pro - 17.5_en
results are appended underneath earlier results.
If you would like to remove all information from this view, choose View > Clear History. You will be

prompted to confirm your decision.

* Note: When attempting to scroll left/right in this view, some Mac users may experience
issues with the scroll bar. To easily correct the issue, see Fix issue with scrolling in the
views.
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Gel Simulation view

The Gel Simulation view is available in the Document window after using the File > New Agarose Gel

command. By default, the view contains eight empty lanes and has a 10 cm width and 7 cm height., but
these parameters can be changed as desired. The following image shows how the view appears before
setting up a gel simulation. The view contains a ruler on the left, and lane numbers at the top of each empty
lane and in the status bar (i.e., the header).

| i GelSimulation =

After setting up the gel simulation, the header shows the marker(s), enzyme(s) and/or primer(s) that have
been applied to each lane. A ladder icon is used to represent a marker, a “gel” icon to represent an enzyme,
and green/red primer arrows to represent a primer pair.

The following table shows tasks pertaining to the Gel Simulation view.

Task How to...

Specify the number of
lanes, size of the gel,
percent agarose and
run time

Use the Settings panel.

Apply markers,

) See Agarose Gel Simulation.
enzymes, and primer




pairs
Select a lane

View information about
what has been applied
to the lane

View information about
a band or fragment size
notation

Select a fragment and
its range on the
sequence

Copyright DNASTAR, Inc. 2022
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Click on the lane number header, or click anywhere in the lane.

Hover the mouse over the status bar above that lane to reveal a tooltip.

Hover the mouse over it to reveal a tooltip.

Click on a band. The fragment is shown in red, and the footer is populated with
information about the selection. Any fragment from the same sequence as the
selected fragment, and which overlaps the selected fragment in any way, will appear
in blue.
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Fragment Sizes view

The Fragment Sizes view is available in the Document window after using the File > New Agarose Gel
command. The view initially appears empty, or may contain one or more faintly outlined boxes.

After setting up an agarose gel simulation, the view is populated with columns, each representing a lane in
the Gel Simulation view. Fragment lengths are shown in base pair (bp) units. The column headers show the
marker(s), enzyme(s) and/or primer(s) that have been applied to each lane.

2 3 4 5 g 7 &

[
100 bp PCR N.thermopilus _his M. themmopiles_his N.themopilus_his N.thermopilus _his M. themopiles_his M_themopilus_his N themopilus_his
Maolecular Ruler Acil HinF1l Syl Xeml CacBl BstXl 51 Pair 1 Forward
51 Pair 1 Reverse
2588 4432 41 ETE0 3127 17260 1284
1873 2750 3174 5628 2521 i7sz
1343 2736 2443 31 2284 243
1285 2103 Iz 1078 2218
558 1987 1803 EED 1613
=74 1763 1732 402 1312
82 1615 1444 163 1458
45 1225 1373 1278
208 1134 813 1220
855 118 581 433
830 3 z2 413
718 280 403
514 k] i78 34z
szz 143 282
414 80 131
284 144
254 104
382 e
M7 31
45 12
304
288
248
205
154
168
127
0 -]
200 a1
100 88
T8
TE
=]
45
41
3z
34
20
15
14
7
(3
(g
Fragment Sizes ﬁ

The following table shows tasks pertaining to the Fragment Sizes view.

Task How to...
Select a lane Click anywhere in the lane.

View information
about what has
been applied to
the lane

Hover the mouse over the lane to reveal a tooltip.

Select a fragment  Click on a fragment size notation. The fragment is shown in red, and the footer is
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populated with information about the selection. Any fragment from the same sequence as
the selected fragment, and which overlaps the selected fragment in any way, will appear in
blue.

and its range on
the sequence

* Note: When attempting to scroll left/right in this view, some Mac users may experience
issues with the scroll bar. To easily correct the issue, see Fix issue with scrolling in the
views.
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Fix issue with scrolling in the views (macOS

only)

When using Lasergene applications, users of some macOS releases have reported issues when trying to
scroll horizontally in application views. No matter which macOS version you use, we highly recommend that
you change your system settings to always show scroll bars.

Change system settings on macOS Ventura:

1. Open System Settings on your Mac computer.
2. Click the Appearance tab on the left.

3. In the section Show scroll bars, choose Always.

Change system settings on macOS Catalina, BigSur and Monterey:

1. Open System Preferences on your Mac computer.
2. Select General.

3. In the section Show scroll bars, choose Always.
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Document window panels

The right side of the Document window consists of four panels: Style, Enzymes, Settings and Details.

To display/hide the panels:

Choose View > Show/Hide Side Panels or use the Show/Hide Settings tool (E]) on the left of the
Document window.

To move a panel from the upper part to the lower part of the window. or vice versa:

Each panel has an tab labeled with its name. Drag the tab up or down using the mouse. When you see a
“shadow,” drop the tab and the panel will snap into the new position.

To undock and redock the panels:

To undock, use the mouse to hover at the top of the associated frame. When the cursor changes to a
4-pointed arrow, drag the frame to the desired position. To redock, follow the same procedure, moving the
frame near its original position. When a “shadow” appears, as shown in the image below, drop the frame
and it will snap into position

=B = |

iphl

Ferhi
sall
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Style panel

The Style panel, represented by a paint roller icon ( i ), provides the ability to change the appearance of a
currently selected item in the Document window.

i Style :gEnz}rmes
[¥] Line: (W] Weight:

(] Fill: ]
[] Shadow: |:|
Feature
Shape
| Filled Arrow - |
Linkage:
| Solid - |

Label Position:

[Inside v]

[] Label Attached

Font

[SElected Itermn v] |§|

A o

Open the Style panel using any of these methods:

» Click on the Style tab to bring that panel to the front. If the tab is hidden, reveal it by clicking the

Show/Hide Settings Panel tool ( E ) on the left of the Document window.
* Right-click on a feature and choose Edit Feature Style from the context menu.

+ Select a feature and choose Features > Edit Feature Style.

To learn about functions that can be performed in this panel, see Change the rendering style or font.
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Enzymes panel

The Enzymes panel varies depending on which views are active. For detailed information, see:

* Enzymes panel for agarose gel simulations

 Enzymes panel for other situations
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Enzymes panel for gels

A specialized version of the Enzymes panel becomes available after you use File > New Agarose Gel to
initiate an agarose gel simulation. It can be opened by clicking on the Enzymes tab, represented by a

scissors icon (:g) and located to the right of the Gel Simulation view.

{;} Sequences :g Enzymes l:i Primers

[ClAad g [[]Aatl "q [[JAbaSI 5q *

[absl %g  [Actsl fg  [JAcd 5 |5
[ Acl =g ] Acll R [Acul g
[Clafel 5q  [C1AfD 5 [C]Af 5q
[Agel 5q  [Agsl fg  [[]Ahdl R
Majud 5 DA g [DAd 5

(] AoerT il [] Baedl | [ Bael o
1 | 1] [ 3

Use Shlft cl.i-:-:k to sél ect a d dItIDﬂ E;I eniym es

This version of the panel differs from the standard Enzymes panel in three ways:

* A Clear button appears at the top right of the panel.
* A“drag & drop” icon is added to the right of each enzyme.
* There is no Enzyme cuts checkbox under the enzyme list.

For detailed information about using the specialized Enzymes panel to apply and remove enzymes from
lanes in the Gel Simulation view, see Apply or remove enzymes in the Gel Simulation view.

Copyright DNASTAR, Inc. 2022 Page 87 of 313



User Guide to SeqBuilder Pro - 17.5_en

Enzymes panel for other situations

The Enzymes panel, represented by a scissors icon ( :g ), lets you choose which enzymes to display/hide
in the following Document window views : Circular, Linear, Sequence, Primer Design, Minimap and Site

Summary. This panel is one of two ways to display/hide restriction enzymes. See Enzymes for in-depth
information.

The Enzymes panel opens automatically when you click on the Enzymes tool ( :g ) and choose Pick
Specific Enzymes. It can also be opened manually by clicking on the Enzymes tab, located by default in
the top right portion of the Document window. If the tab is hidden, reveal it by clicking the Show/Hide

Settings tool ( ﬁ ) on the left of the Document window.

‘%} Style :g Enzymes

Q Filter [x]
[ Aad [] Aatl [] AbaSI &=

(] Absl [T] AcchSI ] Accd -
[ Acil ] Acl ] Acul

[T Afel [C] Afm (] Afim

[] Agel [C] Agsl ["] Ahdl

] Ajul [] Ajur [ Alel

[C] AK [C] AKT [C] Alol L

Enzyme Cuts

[ Show Potential Cuts at Ambiguous Bases

For detailed information about using the Enzymes panel to apply and remove enzymes from the views, see
Show or hide enzymes in other views.
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Settings panel

The Settings panel varies depending on which views are active. For detailed information, see:

» Settings panel for agarose gel simulations

» Settings panel for other situations
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Settings panel for gels

* Note: When not performing an agarose gel simulation, the Settings panel has different
options, which are described in Settings panel for other situations.

£
When performing an agarose gel simulation, the Settings panel, represented by a gear icon ( % ), is
located on the lower right of the Document window. This panel lets you change properties of the simulated
agarose gel displayed in the Gel Simulation view.

The Settings panel is only available after using the File > New Agarose Gel command, and can then be
accessed by clicking on the Settings tab.

G settings | o Markers

Gel
Brand ’Custcrm el *]
Type ’Custum Gel v]
Lanes 4 -
Combs 1

Area

Width 10.00 em Length 7.00 cm

% Agarose 100 -

Run Time
&0 Minutes G
[¥] Blur [¥] Smile [] Reticle at mouse

* Brand - Use this drop-down menu to choose the gel manufacturer.

* Type — Use this drop-down menu to select the “model” of gel from the Brand manufacturer. The
choice made here affects the lane layout, which includes the next three settings below.

* Lanes — By default, the number of lanes is determined by the selections made in Brand and Type.
However, you can type in a different value, if desired.

+ Combs — When using agarose gels, combs are plastic inserts with teeth, each the width of one lane.
The spaces between the teeth are equal to the spaces between the lanes. By default, the number of
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combs in the Settings panel is determined by the selections made in Brand and Type. If desired, you
may type in a different value. Numbers greater than 1 cause duplicate sets of lanes to appear in the
Gel Simulation view.

+ Area — By default, the area of the gel is determined by the selections made in Brand and Type.
However, you can type in any desired Width and Length, in cm.

* % Agarose — The concentration of agarose controls the distance that fragments propagate in a given
time. A higher concentration causes fragments to slow down. Therefore, to resolve larger DNA
fragments, use a lower % Agarose, and vice versa. By default, % Agarose is set to “1.00.” If desired,
make another selection from the drop-down menu.

* Run Time — Use the slider to select a run time between 1-180 minutes. Or type in a number to define
a run time of any length.

» Blur — Check this box to slightly blur the bars in the Gel Simulation view, more closely approximating
the look of a lab-produced gel. This option is checked by default.

+ Smile — Check this box to make the bars in the Gel Simulation view take on a slight “smile” shape,
more closely approximating the look of a lab-produced gel. This option is checked by default.

* Reticle at mouse — Check this box to add a blue line that travels vertically with the mouse as it
hovers over lanes in the Gel Simulation view. This option is unchecked by default.
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Settings panel for other situations

* Note: When performing an agarose gel simulation, the Settings panel has different options,
which are described in Settings panel for gels.

4
The Settings panel, represented by a gear icon ( o2 ), is located on the right of the Document window and
lets you display or hide various components of some of the views on the left.

ﬂﬁ,iettings o Details

Circular Map
Title: pbr322.seq
Length: 4361 bp

Primer Design
Priming Sites
[/] Alternate Pairs
Most Stable:

[V] Dirmer [¥] Pair Dimer
[V] Hairpin

Enzyme Cuts

[] Show Predicted

Site Summary
Show Fragment Size
Special Translations

v’ Mame Start  Skip 0
W Translation & 1 M

B k| e

The Settings panel can be opened by clicking on the Settings tab. If the tab is hidden, reveal it by clicking

the Show/Hide Settings tool (E) on the left of the Document window.
Circular Map - Use the checkboxes to choose whether to show/hide the Title and Length of the sequence
in the center of the Circular view. To change the title text, type new text into the box provided. An alternate

way

Primer Design - Use the checkboxes to specify whether to show/hide Priming Sites, Alternate Pairs, and
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the most stable Dimer, Hairpin and/or Pair Dimer in the Primer Design view.

Site Summary - Use the checkbox to show/hide the Fragment Size in the Site Summary view table. When
shown, the size appears in parentheses to the right of the enzyme position.

Translations — The table lists any translations created in the Sequence view using the Create Translation
command.

Task How to...

To show/
hide a
partial
translation

Add/remove the checkmark from its row

To
change
the name
of the
partial
translation

Type the desired text in the Name column

To specify
the
starting
number
for the
partial
translation
ruler

Type a number into the Start column.

Click the cell in the Skip 0 column. When numbering a partial translation from the negatives into
To toggle the positive values, the Skip 0 functionality lets you specify whether to include or exclude the zero
between  coordinate. Protein chemists often number the mature peptide starting with one. In cases where a
including/  signal peptide precedes the mature peptide and the signal peptide gets cleaved in the final product,
excluding a common convention is to number those residues negatively, counting back from the mature
the zero peptide. Since this is an arbitrary convention, and the coordinates do not actually go from left to
coordinate right, the zero coordinate is usually skipped. In combination, Start and Skip 0 give you the ability to

create such a numbering.
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Details panel

The Details panel, represented by a blue “information” icon ( o ) displays information about an active view
or selection in the Document window. The Details panel can be opened by clicking on the Details tab. If the

tab is hidden, reveal it by clicking the Show/Hide Settings tool ( E ) on the left of the Document window.

+ If nothing is selected, the panel displays links to help you get started in SeqBuilder Pro. Click on the
links to watch a training video or open a recent document.

¢o7 settings| () Details

Getting Started in
SeqBuilder Pro

Watch a training video

Recent Documents:

deag sbd
Human Calmodulin.pro

pucis.seq

* When a sequence range is selected, including the entire sequence, the panel shows the following
information:

o Selection — Whether the selection is on the forward or reverse strand and the endpoints of the
selection.

o Length — The length of the selected region in base pairs.

If you specifically select the range between two enzymes, the Details panel will show the information
above plus the enzyme names and their cut sites.
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l{ﬁ}!ﬁeﬁings o Details

Region selection

Selection: Forward 2793
(BsaAl)..2920 (Psil), length = 128

BsaAl
1
YAC GIR
RTG CAY
t
Psil
'
TTA TAA
BAT ATT
t

» If a single feature is selected and represents a gene or CDS, the panel displays an analysis of the
protein. In other situations, it displays the base composition. Among other dinucleotides, the analysis
table may include the %CG dinucleotide. This dinucleotide is relevant to mammalian biology, as it is
methylated in cells and clusters of CG are associated with certain types of promoters.
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—
Feature selection
Feature Information:
Feature Type: CcD5
Location: 1659 2353
Orientation: Forward
citation: [2]
codon_start: 1
db_xref: Gl-405969
. aminoglycoside-3-0-
R s phusgﬁciransferase
experimental evidence,
experiment: no additional details !
recorded
e neqmycinfkanamycin
resistance
aminoglycoside-3-0-
Ll phus:ﬁg’;ranafarase
protein_id: AAATIZ901
transl_table: 11
translation: MIEQDGLHAGSPAAWNY
Statistics:
%o A 1811 [144]
% A+T 40.38 [321]
% Ambiguous 0.00 [0]
% C 28.30 [225]
%G 31.32 [249]
% G+C 59.62 [474]
% T 2226 [177]
% diCG 9.32 [74]
Total number of bases 795
Amino Acids 264
Charge at PH 7.0 -18.026153
Hydrophobic Amino Acids (A, 1,.L,F, VW ) 109
lsolectric Point 4 6502942
Polar Amino Acids (N,C,Q,5,T.Y) 43
Strongly Acidic(-) Amino Acids (D,E) |43
Strongly Basic(+) Amino Acids (KR} |24
%o AL 3.27 [26]
N 5% AC 4 .28 [34]

o The Feature Information section is compiled from annotations included in the sequence when
it was opened (e.g., a Genbank file); or added later using SeqBuilder Pro’s Features view).
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o The Statistics table contains mathematical calculations performed by SeqBuilder Pro.

« If multiple features are selected, the panel contains information about how many features are selected
and how many are currently visible in the view.

Feature selection

Selection:

Mumber of features 192
Selected 3
Visible 191
CDSs 1
mat_peptide All(1)
sig_peptide All[1)

The Selection table contains information calculated by SeqBuilder Pro:

o Number of features — The total number in the project.

o Selected — The number of features currently selected.

> Visible — The number of features in the selection that have a checkmark in the Show column

o CDS — The number of CDS features in the current selection.

o mat_peptide — The coding sequence for the mature protein product following post-translational
modification. Does not include a stop codon. “All (#)” means that all Features of that type are
selected. This information is useful when making global changes by Feature type.

o sig_peptide — The signal peptide coding sequence. “All (#)” means that all Features of that

type are selected. This information is useful when making global changes by Feature type.

* When one or more enzymes are individually selected, the panel displays the name of each selected
enzyme, along with a portion of sequence showing its cut sites on the top and bottom strands.
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Enzyme Cut

SgrDI

1)
CG TCGA CG
EC AGCT GC

t
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Sequences panel

The Sequences panel, represented by a circular sequence icon, lets you choose which sequence to use
when performing an agarose gel simulation.

This panel is enabled only after you use the File > New Agarose Gel command. Sequences that were open
in the Document window or selected in a Project window prior to using this command will appear in the
panel.

{:} Sequences :g Enzymes D- Prirmers

Q. Search {-B-
LAMCG.seq
pbr32l.seq
pucld.seq

Ba

If no sequences were open, the panel will appear empty.

To add sequences to the panel:

Use any of the following methods. Note that multiple sequences can be added to the panel, though only one
can be used for the simulation.

» Click the plus sign in the bottom left of the panel. Select the file of interest and press Open.

» Select a sequence and choose File > Import (Sequences to Project). Select the file of interest and
press Open.

* Right-click anywhere in the panel and choose Import (Sequences to Project). Select the file of
interest and press Open.

» Drag and drop a file from your file explorer onto the panel.

To remove sequences from the panel:

Use any of the following methods:

« Select a sequence by clicking on its name, then press the minus sign in the lower left of the panel.
When prompted to confirm, click OK.

+ Select a sequence by clicking on its name, then choose Edit > Cut.
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» Right-click on the sequence and choose Cut or Delete.

* Note: If you attempt to remove a sequence that is being used in the agarose gel simulation,
you will receive a warning message.

To add a sequence to a lane in the Gel Simulation view:

Do any of the following:

» Drag a sequence from the Sequences panel and drop it in a lane in the Gel Simulation view.

» Select a lane in the Gel Simulation view, then put a checkmark next to a sequence in the Sequences
panel.

» Select an empty lane in the Gel Simulation view, then add a sequence to the Sequences panel, as
above. The first sequence added will be applied to the selected lane.

In each case, the sequence is applied in linear fashion to the gel in the Gel Simulation view, running the full
width of the gel. If you select a different sequence, the previous sequence will become deselected.
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Primers panel

The Primers panel, represented by a green/red arrow icon, lets you choose which primer pairs to apply to a
lane in the Gel Simulation view.

The Primer panel becomes available only after you initiate an agarose gel simulation using the File > New
Agarose Gel command.

If you performed at least one primer pair search prior to beginning the agarose gel simulation, the primer
pair(s) are listed here in an expandable tree.

{:} Sequences :g Enzymes :i Primers

4 - LAMCG.zeq
e Setl

......... Pairl
o Get 2

......... Pairl

If you did not perform a primer pair search this panel is empty, and cannot be populated. Note that unpaired
primers are not supported in agarose gel simulations.

To apply a primer to a lane in the Gel Simulation view, either:

» Select a lane in the Gel Simulation view, then put a checkmark next to one or more primer pairs in the
Primers panel to add them to the selected lane. To check multiple primer pairs, hold down the Shift
key while making selections. If the Shift key is not held down, any new primer pair selection will

replace the previous selection. If you add a primer in error, use Edit > Undo primer choice to revert
the lane to its previous state.

« Use the mouse to grab a primer pair in the Primers panel, then drag it and drop it in the desired lane
in the Gel Simulation view.
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Markers panel

The Markers panel, represented by a ladder icon, lets you choose which molecular weight marker to apply
to a lane in the Gel Simulation view.

The Markers panel becomes available only after you initiate an agarose gel simulation using the File > New

Agarose Gel command.

i&; Settings HMarkers

s o Bic-Rad
E Bicline
A Milliporesigma

s Standard DMNA Markers

........ Wide Range DMNA Marker
- 1 kb DNA Ladder
........ 123 bp Ladder

D e 50 bp Step Ladder

i Digested DMA Markers

p PCR Markers
3 o Mew England Biclabs
yitia Penn State
D o Promega
by Qiagen
i TakaRa
itia Thermo Fisher

Expand the file tree as needed to locate the marker of interest from an extensive list of commercially-
available markers or custom markers. Any custom markers created using the procedure further down this

topic are located in a folder called User.

To apply a marker to a lane in the Gel Simulation view:

The marker is typically applied to the first lane but may be applied to any desired lane.

» Use the mouse to drag the marker from the Markers panel and drop it in a lane in the Gel Simulation

view.

+ Select a lane in the Gel Simulation view and then go to the Markers panel and check the box next to
the marker you wish to add.

If you added a marker in error, use Edit > Undo marker choice to revert the lane to its previous state.
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To create a custom marker:

Common custom markers include digests of Lambda, phiX174, pBR322, and pUC19, but you can add any

custom marker using this procedure.

1. Click the plus sign in the bottom left of the panel.

2. Type in a Title for the marker.

3. Type each Fragment Size on a separate line.

3
Title
1 kb marker

Fragment Sizes

lﬂi

14| m | »

To add a line, click the plus sign icon. To delete a line, select it and click the minus sign icon.

4. When all information has been entered, save and close the marker by clicking on the red ‘X’ in the

corner.

The marker now appears at the bottom of the Markers panel in a folder called User.

L] 1 kb marker

To edit a custom marker at a later time:

1. Select the marker from the User folder.

2. Press the pen & paper icon in the bottom left of the Markers panel.

3. Follow the directions above to change the title or fragment sizes.
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To remove a custom marker from the panel:

Select a custom marker in the Users folder by clicking on its name. Then press the minus sign in the lower
left of the panel. When prompted to confirm, click OK.
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Shared button tools

The Document window features a set of shared button tools. Tools apply to the currently-active view, and

different subsets of the tools are available for different views.

By default, the shared button tools are located on the left side of the window. However, the set of tools can
be repositioned as desired.

Tool

Strand

&

Enzymes

X

Translations
and ORFs

“““

Rulers

&

Vertical
Spacing

3

Show/Hide
Settings
Panel

=l

Open
Agarose Gel

Compact
EditSeq
Layout

Descriptions

To choose whether to show the sequence for the Top Strand, or for Both top & bottom strands.
(Sequence and Primer Design views only)

To choose which group of restriction enzyme cut sites to display on the sequence, if any. Use
None if you don’t wish to display any cut sites.

To choose whether to display translation Reading Frame(s) (Sequence and Primer Design
views only), ORFs (open reading frames; Linear and Sequence views only), or Primer Product
Coding Frames (after choosing primers in the Primer Design view). Each of these options has
a sub-menu for displaying the translation for All or No Frames, only Top or Bottom frames, or
one specific frame. To create a translation for only the selected portion of the sequence, choose
the Create Translation command (called a “partial translation” in SeqBuilder 14.1 and earlier).

To choose whether to have No Rulers, a ruler for the Sequence, Translation, or Both.
Choosing Translation Ruler or Both causes a translation of the sequence to appear, along with
the sequence. (Sequence and Primer Design view only)

To choose the amount of spacing between view components. Use Vertical Spacing spreads to
add some empty space between the components of the view. Choose No Vertical Spacing to
make the view more compact.

To toggle between displaying/hiding the panels on the right of the Document window.

Launches a window where you can run an agarose gel simulation. The button is the same as
using the command File > New Agarose Gel.

To display the Sequence view in the upper half of the Document window, without spacers or
rulers, and the Features view in the lower half.
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s
Full
Sequence To display the Sequence view in the upper half of the Document window, with both strands, all
Layout features, translations for all frames, and both rulers displayed. The Features view appears in the

E lower half of the window.

Primer

Design To display the Primer Design view in the upper half of the Document window, and the Primers

Layout view in the lower half.

Default To display the Circular, Linear, or Sequence view (depending on the sequence type and length)

Layout in the upper half of the Document window, and the Features view on the lower half. SeqBuilder

— respects the detected sequence type (linear vs. circular) unless the sequence is over 100 kbp,
in which case the default is to display the Sequence view.

Range

To activate the Range utility. Once the tool is active, use your mouse to select a sequence
K range in the view.

Zoom In To activate the Zoom In utility. Once the tool is active, click one or more times on the view to

= zoom in.

Zoom Out To activate the Zoom Out utility. Once the tool is active, click one or more times on the view to

< zoom out.

To undock/redock the tools from the Document window:

To undock the tools, hover the mouse near the top of the tool column. When the cursor changes to a
4-pointed arrow, drag the tools to the desired position

ool N B

]I:I =
(] I
(5] (3]

To re-dock the tools, follow the same procedure, moving the tools near their original position. When a
“shadow” appears, as shown in the image below, drop the tools and they will snap into position
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Proiect window

The Project window is a single- or multi-tabbed window that launches in the following situations:

) Untitled Project 10 =8 (EcR=)
Project Options | Seript
|j Mew Folder
' Reverse Complement Sequences

5 ] Sequences
: |IE TrSwPCR 0 sequences will be reverse completed

D Results

Run

» Choosing File > New Project
The window opens with an unpopulated folder named New Folder in the Project tab.

» Choosing File > New Cloning Project
The window opens with two unpopulated folders named Inserts and Vectors in the Project tab.

* Choosing one of many Cloning menu commands
The window opens with two unpopulated folders named Inserts and Vectors in the Project tab. The
Clone and Summary tabs are visible on the right.

» Making any selection from the Tools menu (available in version 15.1 and later)
The window opens with three folders named New Folder, Sequences and Results in the Project tab.

The Options and Script tabs are visible on the right.

+ Saving and reopening a project that utilized the Project window.

Each Project window tab is described below. Note that only 1-3 tabs will be visible in a given workflow.

Project tab:

Project

Task How to...
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contents of each folder

To add a file to a folder

To rename a sequence or
folder

To export a sequence

To open a file in the
Document window

User Guide to SeqBuilder Pro - 17.5_en

Click the plus/minus signs on the left.

Select the folder, then right-click on it and choose Import

Select the sequence or folder, then right-click on it and choose Rename.

Select the sequence, then right-click on it and choose Export

Double-click on any sequence. Linear sequences open in the Linear view, while
circular sequences open in the Circular view.

Clone tab:
SeqBuilder - [Untitled Cloning Project 1] (=[] = |
Q File Edit Features Enzymes Sequence Cloning Priming Format View Met Search Window Help |;|Ii"i|
[:] Inserts
P (7 Vectors Experiment:  Gibsonl
Method: [GibsonAssemby (LIC,5LIC, CPEC,SLICE)
Choose
Vector: k - a
vector
[]---[:l T-Vectors
[ Gateway Vectors
[]---[:l Restriction Vectors
&[] pGEM
- (] pBRI22
[ [ pBlueScript
Fragments: - (O M13
- (] pUCis

[ conced | [ Toit |

When designing a virtual clone, this tab prompts you to select the cloning method, choose a vector; digest

or linearize the vector (if needed); and begin the cloning simulation.

Summary tab:

When designing a virtual clone, this tab displays the Cloning Summary, which can be reviewed prior to

completing the simulation.

The Cloning Summary provides details about the components of the cloning

simulation, including fragment inserts, primers, and the steps needed to prepare the vector and amplify
inserts. It also displays the reading frame around all fragment junctions graphically, allowing you to verify
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whether promoters and genes are in synchrony.

Options tab:

When batch editing sequences, this tab lets you select options to use. For instance, when translating a
group of sequences, you can choose which genetic code to use.

Script tab:

When batch editing sequences, this tab lets you see the script (“program”) being used in the procedure.
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Find a sequence in the Project window

To find a sequence in the Project window :

1. Select Edit > Find.

Find in Project e

Search sequence names for: |

Search bases for

Search feature list for:

Search sequences of this shape: [] Circular  [¥] Linear
Search this type of sequence: [V|DNA [V RMNA  [¥] Protein

| FndAl | [ Cancel |

2. Specify the search criteria as follows:

. o Search sequence names for: To search for sequences whose names contain the text input in
this text box.

o Search bases for: To search for sequences containing the sequence string input in this text
box.

o Search feature list for: To search for sequences containing a feature whose name or title tag
matches the text in this text box.

o Search sequences of shape: Check Circular, Linear or both.

o Search sequence of type: Check DNA, RNA, and/or Protein, and only sequences that match
one of the checks will be found.

3. When you are done selecting criteria, click Find All.
Any matching sequences will be displayed in the Search Results tab of the Project window. You may work

with the sequences in this tab as you would with any cloning project. However, while in this view, you may
not rename the sequences or use the File > Import or Edit > Paste commands.

To return to the full view, click on that tab at the top of the project window. Alternatively, right-click on a
sequence and choose Show in Project to switch back to that sequence.

Copyright DNASTAR, Inc. 2022 Page 111 of 313



Customize the Sequence Display

To specify sequence characteristics and how a sequence is displayed:

Task

To add, delete, or
change the letters in
a sequence

To change the font
case

To change the font
color, size or style

To change the way
residues are grouped

in the Sequence
view

To specify whether a
sequence is linear or
circular

To specify whether
the sequence
contains DNA or
RNA

How to...

Open the Sequence view and insert the cursor where desired. Delete letters, type in
new letters, or overwrite existing letters.

Select a portion of the sequence and choose Format > Case.

Use the Style panel.

Choose Format > Residue Grouping. Select from the following options.

* None: (default) The base pairs appear in an unbroken line.
* Group by 3: To visually break up the sequence after every trio of base pairs.
* Group by 10: To visually break up the sequence after every ten base pairs.

Choose Sequence > Linear or Sequence > Circular. Regardless of the selection
made here, SeqBuilder Pro can display any sequence in both the Linear and Circular
views. Specifying Circular impacts ORFs and restriction sites that cross the origin.

Choose Sequence > DNA or Sequence > RNA. If RNA is chosen, the sequence is
displayed with U’s instead of T’s.

Additional topics related to sequence display:

e Change the rendering style or font

* Move an object or row

» Switch to a preset layout

» Handle overlapping graphics

e Zoom in or out
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Change the rendering style or font

To change the rendering style or font of a selected feature, enzyme or range:

Open the Style panel and perform one of the tasks in the table below.

Task

To show/
hide an
outline
around a
selected
item

To show/
hide a
solid fill or
drop
shadow for
a selected
item

To change
the shape
ofa
selected
feature

How to...

To show/hide an outline, check/uncheck the Line box. Choose a line Weight using the drop-down
menu. Change the line color, if desired, by clicking on the colored box and making a selection
from the color chooser.

To show/hide a solid fill or drop shadow, check/uncheck the Fill or Shadow box. Change the fill or
shadow color, if desired, by clicking on the colored box and making a selection from the color
chooser.

By default, a new misc_feature is an brown-bordered box with the feature’s name inside.

| processed B | |

Use the Shape drop-down menu to select the shape of the feature. The following shapes are
available:

[ orf20Eh

Box

orf20Eb
Filled Arrow <

206
Filled Double Arrow <: g >

orf206h
Triangle Glyph ' e I (may be disabled for some very long features)
orf206b
Stroked Arrow +
orf206h

Stroked Goalpost
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To choose
how to link
multi-
segment
features

To change
the
position of
a feature
label

To include
a label
inside or
adjacent to
the feature
in the
Circular
view

To change
the font
style, color
or size

Copyright DNASTAR, Inc. 2022
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Make a selection from the Linkage drop-down menu. Choices are Solid, Dashed and None.

A feature’s label is the topmost note as seen in the Features view. If you are working with a multi-
segment feature, Inside will display segment names inside each segment box, while Above and
Below will instead display only the corresponding feature name above or below the segment box.

Check Label Attached and use the Label Position drop-down menu to specify the location. For
instance, you may wish to move a long feature name above or below the feature shape. If the
Label Attached box is unchecked, the label appears outside the circular map with a line
connecting it to the feature.

Choose the items to which changes should apply using the Font drop-down menu. Choices
include the Selected Item, All Features, All Enzymes, the Sequence, a Circular (Map) Title, or
the Ruler. To select a different font color, click on the colored box to open the color chooser. The
current font name is shown as a button. Click on the button to open a dialog where you can
change the font, font style or size. Alternatively, the font size can be changed within the Style
panel by typing a new font size into the text box or using the up/down arrows.

Note: To increase/decrease the font for a single selected feature, choose Format > Size > Larger
or Smaller.
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Move an object or row

To move an object in the Circular, Linear, or Sequence views:

Double-click on an object and then drag it in the desired direction.

To move a row:

Change the order of rows in a tabular view by dragging the identifying character at the left of the row up or
down with the mouse.
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Use preset layouts or create new ones

The following table discusses use of menu commands that affect the layout of a sequence in the Document
window.

Task How to...

To choose a template and

. ! Choose View > Apply Layout.
apply it to the current file

To save the current layout
as a template to be applied Choose View > Save Layout as Template.
to other projects

To save the current layout as the default layout for all SeqBuilder Pro files that
do not already have layout information included (e.g., .seq, .pro, or .gbk files),
choose View > Save Layout as Default Template.

To save the current layout
as the default layout

Choose View > Restore DNASTAR Default Layout. This minimizes white
space and places objects in the following order (from top to bottom): enzyme cut
sites, features, ORFs. Note that the position of the ruler does not change after
using this command.

To reformat the Linear or
Circular views to the default
layout

To rerun the dynamic/force-directed graph for enzyme display, and to refresh the

To recalculate the displa
Py feature display, choose View > Recalculate Display.

To resize the current view
so that the printed portion of
the view appears as large
as possible

To resize the current view so that the printed portion of the view appears as
large as possible while showing the entire printed portion of the page, choose
View > Fit to View. This option is not available in all views.

To resize the current view
so that the whole printed
page appears in the
selected pane

Choose View > Fit to Page. This view is smaller than when using View > Fit to
View as it includes the margins of the page as well as the printed portion of the

page.

* Installed templates can also be applied using any of the three Layout button tools on the
left of the Document window.
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Handle overlapping graphics

If there are overlapping items in a view (e.g., restriction enzyme labels), right-click on one of the items and
choose Move to Back.



Zoom in or out

In the Circular, Linear and Minimap views, you can use the zoom slider ( LY )') at the top of
a view to increase or decrease the size of the view.




Select an Object or Range

When you select an object or range in one SeqBuilder Pro view, the selection is made in all other applicable
views simultaneously.

To select an object in any SeqBuilder Pro view:

Click the object (e.g., a feature, translation, enzyme, ruler, etc.).

To select a range in the Circular, Linear. or Sequence views:

Click and drag the mouse across the portion of the sequence you want to select. To instead select the
inverse range, hold down the Ctrl (Win) or Cmd (Mac) key while dragging the mouse over the portion you
do not wish to select.

To select the range between two enzymes in the Circular, Linear, or Sequence views:

Do either of the following:
+ Click the first enzyme label, then Shift+click on the second label.

+ Click the first enzyme label to select it, then drag your mouse until the second enzyme of interest is
selected.

When you select the range between two enzymes, the Details panel will show the Region selection
information, including the enzyme names and their cut sites.
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E:é}lﬂettings o Details

Region selection

Selection: Forward 2793
(Bsadl). 2920 (Psil), length = 128

BsaAl
1
YAC GTR
RTG CAY
t
Psil
}
TTA TAR
BAAT ATT
t

Copyright DNASTAR, Inc. 2022 Page 120 of 313



Enzymes

For information on working with enzymes, see the following topics:

* Create and manage individual enzymes or sets of enzymes

* Apply or remove enzymes in the Gel Simulation view

* Show or hide enzymes in other views

 Change the way enzymes are displayed

* View cut sites and recognition sequence
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Create and manage individual enzymes

The Enzyme Manager allows you to create, modify or delete enzymes for use in SeqBuilder Pro or other
Lasergene applications. If you want to create a new enzyme, open the manager using Enzymes > New
Enzyme. To edit an existing enzyme, select the enzyme in a view and choose Enzymes > Enzyme

Manager.

-

Enzyme Manager

===

Aatll
Abasl
Absl
AcchSl
Accl
Acil
Acll
Acul
Afel
AfiT
AFITT
Agel
Agsl
Ahdl
Ajul
Ajul'
Alel
AN

e

Aad

Enzyme name  Aarl

Recognition sequence

B
CACCTGCNNNNNNNN
T

Site complexity: 7 Class: | Precise

[soschizomers Vendor list

INY

[ 9n hand
Procurable

Revert | | Delete | | New | | | Mege.. | | savess. || | ok

| | concel

The list on the left contains all of the defined restriction enzymes in use by Lasergene.

In the main portion of the dialog:

+ Enzyme name displays the name of the enzyme currently selected in a view, or chosen from the list
in the Enzyme Manager dialog.

* Recognition sequence is the pair string that identifies where the restriction enzyme will cut the
strand. (Note that Bgh | and Taq I/ have unusual cleavage properties.)

» Class: There are three classes of enzymes: Precise, Random, or Unknown. If the class is Precise,
you can set the forward and reverse strand cut sites. Drag the arrows above and below the
recognition sequence to the appropriate positions. The upper arrow indicates the top strand cut site
and the lower arrow indicates the reverse strand cut site.

* Isoschizomers lists any commercially available isoschizomers.

 Vendor list contains one or more three letter vendor codes.
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» On Hand*/*Procurable defines the availability of the enzyme.

The buttons at the bottom of the window are used as follows:

Revert

Delete

New

OK

Cancel

Merge

Save
As

To return a modified enzyme to its original (default) configuration. Note that Revert will not bring back
a recently deleted enzyme. Instead, click Cancel before closing the Enzyme Manager to prevent the
enzyme’s deletion.

To remove an enzyme from Lasergene. Use caution, as Enzyme deletion cannot be undone by
selecting Edit > Undo. If you delete an enzyme from the Enzyme Manager dialog, you will have to
recreate it manually if you need it later.

To create a new restriction enzyme. In this case, you will enter data into the Enzyme Manager dialog’s
fields.

to accept any changes (modifications to enzymes, deleted enzymes, or new enzymes) made since
opening the Enzyme Manager and return to SeqBuilder Pro.

To reject changes made since opening the Enzyme Manager and return to SeqBuilder Pro.

To import enzymes from another SeqBuilder Pro enzyme file (Enzymes.ezd). This function does not
overwrite any existing enzymes, but rather only imports enzymes from the selected file that do not
exist in the current file. If you want to update an existing enzyme using the Merge feature, you should
first delete that enzyme and then merge the file containing the updated enzyme.

To save a copy of your current enzyme file. This can be useful if you wish to share your enzyme file
with others.
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Enzymes with unusual cleavage properties
(Bgh | and Taq ll)

Most restriction enzymes follow a simple cutting pattern, with one forward and one reverse cut site. Several
enzymes have two forward and two reverse cut sites. For these enzymes, two restriction sites need to be
entered into the database rather than one. For example, Bgh [:

\

+nnnnnnnnnnGEAnnnnnnTEEnnnnnnnnnnnn
nnnnnnnnnnnnEETnnnnnnAEEnnnnnnnnnn+

+
would be listed as Bghl:

\

GCAnnnnnnTCGnnnnnnnnnnnn
EGTnnnnnnAGEnnnnnnnnnn+

and Bghl’:

4rnnnnnnnnnn[;[I.&nnnnnnT[Z[;
nnnnnnnnnnnnCGTnnnnnnAGC

+

Taq Il has two distinct recognition sequences which may be represented as Taq |l and Taq II’, respectively:

¥

GACCGAnNnnnnnnnnnnn CACCCAnnnnnnnnnnn

i i
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Create and manage sets of enzymes

Enzyme selectors provide a way to define a group of restriction enzymes based on specific criteria. Once
created, the selector will appear in the list of preset enzyme categories that appears when you click the

Enzymes tool ( :g ).Once defined, enzyme selectors are available for use in SeqBuilder Pro or
GeneQuest.

« To create a new selector, open the manager using Enzymes > New Selector.

» To create a new selector for enzymes that do/don’t cut a selected region, select a region of sequence
and choose Enzymes > Show Enzymes That Cut the Selection or Enzymes > Show Enzymes
That Don’t Cut the Selection. Note that if you apply multiple selectors to the sequence, only the
enzymes that meet the criteria for all applied selectors will be displayed. For example, if the Unique
Sites selector is already applied to your sequence, and you then select a region and choose
Enzymes > Show Enzymes That (Don’t) Cut the Selection, the resulting enzymes will be those that
are both unique and cut (or don’t cut) within the selected range.

» To create a new selector for enzymes compatible with a selected enzyme, double-click on an enzyme
to select it. Then choose Enzymes > Show Enzymes Compatible With. The new selector is named
after the enzyme you chose.

» To edit an existing selector, choose Enzymes > Enzyme Selector Manager.
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Enzyme Selector Manager

The Enzyme Selector Manager is opened by choosing Enzymes > New Selector or Enzymes > Selector
Manager.

Ernzyme Selector Manager ﬁ

Selector Definition Result
Absent Sites - Afel -
Unique or Absent Si—| MName: Blunt Type: Alel ¥
Unique Sites Alul
3' Overhang ) ] BmgBI -
5! Overhan |:| Owverhang compatible with: | <Any Enzyme=> - BsaAl =
EITE— asas1
Sixt cutters = . i BsrBI
American Allied Bioch Overhang Iength._ 0 Min 0 Max Range BetUl
Bangalore Genei 1@ 5" overhang [ ) 3" overhang BstZ171
CinnaGen Inc. Cacsl
EURx Ltd. | Overhang degeneracy: (@) Specific only Cvill
Fermentas Internatio () Degenerate only DpnI
Invitrogen Corporatiol (I Bath Dral
Minotech Biotechnalo EcolCRI
Molecular Biology Res EcoRV
MP Biomedicals 47 enzymes selected | Fail
Mewr England Biolabs FspAl
Nippon Gene Co., Ltd. ™ Evaluate eyel Fspl -
Mew ] [ Delete [ 0K ] ’ Cancel

This topic describes the layout of the Manager. Additional information about using the Manager is in the
topic Create and manage sets of enzymes.

« The Selector list on the left contains a list of all the selectors available for use. Choose a selector to
modify by clicking it. The selector’s criteria will then appear in the Definition section of the dialog, and
the enzymes that are included in this selector group appear in the Results section of the dialog (if this
selector chooses any enzymes).

» The Definition portion of the dialog contains the criteria that the selector uses for displaying specific

enzymes using the Enzymes button tool ( :g ). This portion of the dialog contains the following
items:

. o Name contains the name of the current selector. You can enter a name for a new selector here
when you wish to create a new selector.

o Type sets the type of selector and changes the options offered in this dialog. See the table
below for details:
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Type Description

To create a selector that uses class, complexity, availability (or some combination of these) as its
criteria.

* Only precise — Check to select class Il sites.

* Only random — Check to select class | sites.

Check both boxes to select enzymes from either class.
Class . . . o -
» Site complexity — Check to limit the enzymes in this selector by the minimum length of
the recognition sequence. Enter the minimum length in the Min box. Check the Range
box if you wish to set a maximum length for the enzyme as well as a minimum length.

« Commercial — Check to limit the enzymes in this selector to those that are
commercially available.

* On hand - Check to limit the enzymes in this selector to those that are currently
available in the laboratory. To use this, each enzyme that is on hand should be so
marked.

To create a selector based on a set of overhang criteria.

* Overhang compatible with — Check to enable a drop-down menu that lets you specify
whether the overhang be compatible with any enzyme or with one specific enzyme.

Overhan * Overhang length — To set a minimum length in base pairs for the overhang for either
\'
s 3’ or 5’ overhangs. Set a range of base pairs by checking Range:
The previous two options (Overhang compatible with and Overhang length) are
mutually exclusive.

» Overhang degeneracy — Choose whether this selector should use only specific, only
degenerate, or both types of enzymes.

To create a selector based on criteria that specifies the frequency in which cutting sites appear
within a specified range in the sequence. Use this also to find unique cloning sites or fragment
exclusion sites.

Frequency

+ Cut frequency: To specify the frequency of cutting sites within a range. Check Range
if you wish to specify a Min imum and Max imum number of cuts that fall within the
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range.

* Target sequence: To select a sequence other than the current sequence; either
another open sequence, or another sequence stored on your computer. Click Browse
to select another sequence from the hard drive Or use the drop-down menu to select a
currently open sequence from the list. Generally, frequency filters should not have a
specific target. To apply the filter to any sequence, do not browse to a specific
sequence, but instead select <Set when applied> from the drop-down menu. The
program will not evaluate the Result and display it on the right side of the window.
Instead, the results will be evaluated when the selector is applied to the sequence.

+ Sequence range: Check to specify the Begin ning and End of a sequence segment
where this enzyme must cut the strand the number of times specified in Cut frequency.

To create a selector that only displays specific enzymes. To add an enzyme to the selector, click
Pick its name in Remaining Enzymes and click the left arrow. To remove an enzyme from the
selector, click its name in Selected Enzymes and then click the right arrow.

To create a selector that is a combination of other selectors. Choose a selector in the center

column list and then select a logical connector in the first column. You can choose not for the first

selector to choose enzymes that are not in that selector. You can choose not, or, and, or not, or
Combine and not for the second and subsequent selectors.

Click + to add another selector and another row to the selector list. Click — to remove a selector
and a row from the selector list along with any associated logical connector.

* The Results list on the right displays the enzymes that this selector will display on the sequence
when chosen. Results cannot always be evaluated, so this section could potentially remain blank. In a
case where the results cannot be evaluated, red text appears on the dialog explaining why the results
can’t be evaluated. The buttons in this dialog are used as follows:

Type Description

To apply new criteria to the selector. Enzymes that will be selected by this selector appear in the
Results list on the right of the dialog. If the selector displays the desired set of enzymes in the
Result box, click OK to save the Selector. There are some cases when the selector cannot be
Evaluate evaluated. You can create a Frequency filter where the Target Sequence is set to <Set When
Applied>. In this case, the filter is not evaluated until the filter is actually applied to a specific
sequence. This allows you to create a generic “unique” filter that will show only enzymes that cut a
specific sequence one time. The set of enzymes will vary from sequence to sequence. Such
selectors are not evaluated until applied to a sequence.
To remove all changes made to the current selector and revert to the original criteria. This option

Revert
does not apply to changes made to the selector name or type.

New To create a new selector.
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Delete To remove the selector.

To accept any changes made since opening the Enzyme Selector Manager and return to SeqBuilder
Pro. The new or modified selector will appear in the Restriction Enzymes > Selectors folder.

OK

To reject changes made since opening the Enzyme Selector Manager and return to SeqBuilder Pro.
Cancel If you click Cancel when creating a new selector, the new selector will not be added to the
Restriction Enzymes > Selectors folder.
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Try it! — Find restriction sites on either side of
a feature

In this tutorial, you will look for a single enzyme capable of excising a histone coding feature from a
sequence named X05543.1.

1. To open the sequence, follow the tutorial Try it! — Open an Entrez sequence by accession number.

You'll need an enzyme that cuts in just two places. So you’'ll start by creating and applying a
frequency selector that displays enzymes that cuts the sequence in a maximum of two places:

2. Select Enzymes > New Selector. The Enzyme Selector Manager appears. New Selector is
highlighted in the Selector list and the Name is Untitled 1.

3. Inthe Name box, type Two cuts max.
4. From the Type drop-down menu, select Frequency.

5. Overwrite the number 1 in the Max box with the number 2. Leave all other parameters at their default
settings.

Selector Definition Result

Unigue or Absent Sites &
w Marme: | Two cuts max | Type: |Frequency

Unique Sites
3' Overhang
5 Overhang Cut frequency | 1 | Min |2 | Max [] Range
Blunt

Six+ cutters
Unique Six+ cutters
Agilent Technologies ‘
EUR:x Ltd. []Sequence range:

Life Technologies i ) .
Minotech Biotechnolog: Mote: This selector is used by all sequences; resulting

Molecular Biology Resol enzymes cannot be determined at this time. |

Target sequence: | <5et when applic ~ Browse...

Mew England Biclabs
Mippon Gene Co., Ltd.
Promega Corporation
Roche Applied Science Selector not evaluated yet.
SibEnzyme Ltd.
Sigma Chemical Corpor v Evaluate Revert

Mew Delete QK Cancel

6. Click OK to create the new selector and return to the main view.
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7. Click on the Enzymes tool ( :g ) on the upper left of the window, then choose the new selector Two
cuts max to display only the restriction enzymes that will cut this sequence one or two times.

* Even if you were to exit now without saving the project, the Enzyme Selector “Two cuts
max” would be saved automatically and available through the Enzymes tool.

Many restriction sites remain, so you can now use the Minimap view to find the best restriction
enzyme for the job:

8. In the Circular view (top) or Features view (bottom), single-click on the feature Histone H2B-1 to
select the feature in all views. Histone H2B-1 is a CDS feature that was included in the original
Genbank-formatted sequence.

9. At the bottom of the window, click the Minimap tab to move to that view. The Minimap is scaled to
show the whole sequence in a single line. In this view, restrictions enzyme names appear as
individual rows in the left-hand column. Their corresponding cut sites are shown in the same row on

the right.
i} SeqBuilder Pro - [X05543.1.5eq] — O >
q q
¢'| File Edit Features Enzymes Sequence Clonin Primin Format View MNetSearch Tools Window Hel -8 x
& zy q g g p
Size: 0.7x Selection: Forward 231..599, length = 369 905 bp ~
I = N
x P
".r’ Bhvl Lanl
- Al Ehvl
Faul Sy
.
J Her e
HpyCHay / 5‘::::' Ecodf 1081
gl [
N BepCNI Sal3AL
E MacIIH“"_HIH‘*“! SN, T
Tepati ;;.-.xl'
.
— L T
can” " .
Mgl m,nqu e o peyl |\ Jmnl
m
SyDa| 51 v
< >
(ML = | 25 sevee| E3 rimroo =
— | Selection: Forward 231..599, length = 369 905 bp ~
K Size: 1.0x
I = N
Q—‘ Name |Fruﬂ (100 1200 300 (400 500 | 600 | 700 |00
— [acesn [ 1] |
<
hosl | 2] | |
A 2] | |
poxt | 2] | |
apol [ 2] | |
T T T N
< >
[g Fealures][ Primers][@ Commenl]W[ SileSumnury][@ Hislnry]
Region selection
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10. At the top of the Minimap view, click on the ruler to sort the enzymes by which cut closest to the
selection

l 1 LK 1200 3k R PRl ik 1700 | BIKR l

The restriction sites are sorted so that those cutting closest to and outside the feature appear near
the top, those cutting further away from the outside appear further down, and those cutting inside the
feature’s range appear at the bottom. Note that the Apol restriction site cuts just to the left and right of
the histone gene, and thus may be used for excising the gene.

Name Freq (200 (400 (600 (800

Swal 1

-
L

HpyCH4V

Bsrl 1
Psil 1
HpyCHAIII

-

?¥¥¥¥¥J¥J¥¥

11. To remove all of the currently-applied enzymes from the sequence, click the Enzymes tool ( :g )
and choose None.

12. To apply only the Apol enzyme, click the tool again and choose Pick Specific Enzymes. This opens
the Enzymes panel on the right. Check the box next to Apol.

This is the end of this tutorial topic.
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Apply or remove enzymes in the Gel
Simulation view

After using File > New Agarose Gel to initiate an agarose gel simulation, a specialized version of the
Enzymes panel can be used to apply or remove enzymes from a lane in the Gel Simulation view.

To apply enzymes to an agarose gel lane:

First select a non-empty gel lane. If the gel lane of interest is empty, first add a sequence to it by clicking on
the Sequences tab and checking the box next to a sequence. If no sequences appear in the Sequences
panel, right-click in the white area and choose Import .

Next, either:

+ Use the mouse to grab the icon to the right of an enzyme in the Enzymes panel, then drag it and drop
it in the desired lane.

[ aard m [ AatD = [ AabaST n
| | |
] Acd ] Acil & ] Acll &
] i ]
[CAfD % [T A [ Agel *
| ] gel i
Fajd &5  Faw 5 FA 5
j y

+ Select a lane in the Gel Simulation view, then put a checkmark next to one or more enzymes in the
Enzymes panel to add them to the selected lane. To check multiple enzymes, hold down the Shift key
while making selections. If the Shift key is not held down, any new enzyme selection will replace the
previous selection.

To clear enzymes from a lane:

Select the lane, then press the Clear button at the top right of the Enzymes panel.

To remove an enzyme added in error:

Use Edit > Undo enzyme choice to revert the lane to its previous state.
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Show or hide enzymes in other views

To show/hide sets of enzymes using the Enzymes tool:

To apply groups of enzymes to the sequence based on the frequency of cuts, type or class, site complexity,

or overhang compatibility, click the Enzymes tool (:g ) and make a selection from the list. Choosing None
hides all enzymes from the display. The image below shows some of the categories included with the
software installation. If you have created sets of enzymes using the Enzyme Selector Manager, these will
appear at the bottom of the list.

Position: 238
Size: T4dx

ﬁ Mone
£

Abzent Sites

“““

Unique or Absent Sites
Unique Sites
3' Overhang
5' Overhang
Blunt
Soe+ cutters
Agilent Technologies
Apol selector
EURx Ltd,

F"\Entaﬂ)n ati-c?c.

If desired, additional sets of enzymes can be applied to intersect with those in the first selector. When
selecting subsequent sets of enzymes, hold down the Ctrl, Alt, or Shift keys (Windows) or Cmd, Ctrl,
Option, or Shift (Macintosh.

N o B T

Once restriction enzyme(s) have been applied to the Sequence view, click and hold on a restriction enzyme
label in this view to show the cut sites, represented by thin blue lines. Or do the same while pressing the Alt
(Win) or Option (Mac) key to show the cut represented by bold black arrows, and to display the recognition

sequence.

Aol |

geggtagt
e

lcgoocatoa
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* Note: Use of the Enzymes tool to display a preselected set of enzymes overrides and
selections made manually in the Enzymes panel (described below).

To hide an individual enzyme:

Right-click on the enzyme and choose whichever command is available: Hide Enzyme or Hide Selected
Enzyme. Alternatively, use the procedure below.

To show/hide individual enzymes using the Enzymes panel:

1. Open the Enzymes panel by clicking on its tab or by clicking the Enzymes tool (ﬁ ) and choosing
Pick Specific Enzymes.

2. In the Enzymes panel, search for enzymes of interest using the responsive search bar at the top.

. o To filter the selection to enzymes beginning with particular letters, start typing the enzyme
name.

X

[ Hpal [C] Hphl [IHpyl8a1 [|Hpyl&sm
[C] Hpy#l [ Hpy391 [T HpyaY [ HpyCHAII
[C|HpyCHAV ] HpyCHAV

o To remove a filter, click the ‘x’ at the right side of the search bar.

3. Check the boxes next to enzymes you wish to display and remove check marks from enzymes you
wish to hide.
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?Sh_,rle :ﬁ Enzymes
| Q Fiter_ 0
[¥#] Aarl ] Aatl [ AbaSI *
[T] Absl [] Acch5I ] Acd |E|
[ Aci Acll Acul
[] Afel [C] Afi (] Afil
[T Agel [C] Agsl [C] Ahdl
(7] Ajul 7] Ajur [T Alel
A A AR A 4

The Details panel will list any restriction enzymes that are suppressed due to very high cut frequency.

4. (optional) To predict enzyme cuts for a sequence with ambiguous bases, check the Show Potential
Cuts at Ambiguous Bases box under the enzyme list. This box is unchecked by default.

Potential cuts occur when the enzyme recognition sequence and the template sequence are both
ambiguous, as can happen when examining a back-translated protein. If the ambiguous residues
have a non-empty intersection, then a cut is possible. However, if the intersection does not cover the
whole ambiguous set, the cut is not certain. With a fully characterized sequence, all cuts are certain,
so there will be no potential cuts.

When Show Potential Cuts at Ambiguous Bases is checked, any restriction enzymes so detected
will appear in gray, rather than in blue (Minimap) or black (other views). If you edit the sequence to
remove some of the unmatched ambiguity, some of these gray sites will turn black to reflect that the

recognition sequence pattern now matches the sequence pattern. Click here to see an example of
how this option is used.

* Note: Back-translations of serine and arginine are overly degenerate and will cause the
prediction of sites that cannot possibly exist. Caution should be used for sites matching
those codons.
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Try it! — Apply a restriction enzyme to the
sequence

In this short tutorial, you’ll remove the restriction enzymes displayed on the sequence by default, and
instead display only the Dral enzyme cut sites:

1. If you have not already done so, follow the tutorial Try it! — Create and modify primers for TA cloning.
If you closed the project since following that tutorial, use File > Open to open the file saved at the end
of that tutorial.

2. In SeqBuilder Pro, use File > Open to open demo file COX2.gbk.

SeqBuilder Pro - [COX2.gbk] o= ]
_a File Edit Features Enzymes Sequence Clening Priming Format View MNetSearch Tools Window Help = :_E‘-._xg
Position: 1 696 bp ~ || x
Size: 0.8x Page 1of 1 o
g lE‘ ‘C?/Style :gEnzyms
® . ] Bne 0 weign
BstiN]
[} Sau ill
&a a3 AT [ Fill: @
HpyEHAMRT Dpnl
@ Tstl Dl M4 BstKTI Fatl [C] Shadow: M|
BeaXl HpyAV PEIEI  Hpysl Cvisll Hpyl1381 5
BsaXl CriJl Badlil | HpyCH4IV | Nlalll Lmnl ETE
Tstl Mmel TspGWI |ScHffl | Tail EcoP13I SfaNI  Bsll Mifel Shape:
I e A ’Box v]
E \ |200 l 400 [e00 binkoge
€

3

' Lo > _ ||| 455 settings| @ Details

O I | » A
== || @ Circular.:.?r?m_ A%  Sequence | 'g Primer Design | = . i
[ : - Getting Started in L
— | Show Type Name Range Strand Length Description it Squuilder Pro
% &/ gene COX2  1.696 » 696 ‘E‘
— W CDs CoxX2  1.696 > 696
% source |COX2 |1.696 » 5[96 ; 1| | Watch a training video
| Bl M Site Summa,y':_ ® Histe [] J Recent Documents: o

35 enzymes displayed, 35 total cuts, 0 do not cut

3. Remove all enzymes from the view by clicking the Enzymes tool ( :g ) on the left of the window and
selecting None.

==
£

Absent Sites

Unique or Absent Sites
v | Unigue Sites

3' Overhang

5' Overhang

4. To search for the Dral enzyme, click on the Enzymes tab near the top right of the window. In the
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Filter search area, type ‘dr,’ the first two letters of Dral. Add a checkmark next to Dral.

‘% Style :g Enzymes

Qo o
Drral Drralll Drrdl

5. Observe that two Dral cut sites now appear in the view.

| | 200 | 400 | 500

This completes the “Try it!” for displaying restriction enzyme sites.
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Example of showing potential cuts at
ambiguous bases

The following example shows the use of the Show Potential Cuts at Ambiguous Bases option, located in
the Enzymes panel:

1. Create a new DNA project and paste in the following sequence, which contains many ambiguous
bases:

ATGWSNGCNAARGCNGARAGGATCCARAARCCNGCNWSNAARGCNCCNGCNGARAARAARCCNGCN
Several enzymes are applied to the sequence automatically and are visible in the Sequence view.
2. From the Enzymes panel, check the box next to Alul, which has the recognition sequence AGCT.

There are two possible outcomes, depending on whether Show Potential Cuts at Ambiguous
Bases is checked or unchecked in that panel:

. o Unchecked (default): Since the literal sequence AGCT is not present in the DNA sequence, no
Alul enzymes appear on the sequence.

o Checked: Even though AGCT is not present, RGCN and NGCN are both recognized as
potential sites, and the enzyme Alul appears in six locations on the sequence.




Change the way enzymes are displayed

To change the way that enzymes appear on a particular view:

Description Command

To position the label parallel to the sequence (default).

Alul Format > Horizontal
Labels
gotoe
e

To position the label perpendicular to the sequence.

Format > Vertical/
Radial Labels

To set the lead lines above the enzyme label when the enzyme display has been
moved to be under or inside of the sequence.

ALt Enzymes > Lead Lines
gctcoa Above Label
e

Note: This command is only enabled in the Sequence and Primer Design views.

To set the lead lines for the enzymes beneath the label.

Alul
Enzymes > Lead Lines

gotes Below Label

e

Note: This command is only enabled in the Sequence and Primer Design views.



View cut sites and recognition sequence

In the Sequence and Primer Design views:

+ To show cut sites, click and hold on a restriction enzyme label. Cut sites are represented by thin blue
lines.

+ To display the recognition sequence, press the Alt (Win) or Option (Mac) key while clicking and
holding on an enzyme label. Cut sites are represented by thick black arrows.

Aei |

googgtagt
3 =

zgooatoa

In the Sequence, Linear, or Circular views:

To choose whether to display enzyme names or both names and positions, use Enzymes > Show Name/
Position. Make the desired selection and press Apply.

-

[ Enzyme Label @

Enzyme Labels

@ Show name

() Show name and position

OK || Cancel || Apply

The following image shows the result of choosing Show name and position.

CspClI'(3845)
Aarl {3829

EcoNI (3696)

Amnl {3484 BsiBl (2370)

PshAl (3380) :
Blpl (3170) Mial (3228} Smal (2527)

BspEl {3106) Dralll (2785}
BamHI {3065} BsaXIéBO:{?}mgag
saXl’ '

Ppubdl (3018)
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ORFs

To display open reading frames (ORFs) in the Linear or Sequence views:

Displayed ORFs appear as color-coded boxes and lines. Multiple ORFs can be displayed on the same line,
and stops and starts appear within the color-coded boxes for each ORF. ORFs will change as you edit the
sequence. When ORFs wrap across a line break or, in the case of a circular sequence, across the “end” of
the sequence, there is no end marker at the end of the frame. Symbols within ORFs have the following
meanings:

®  Start codon in top frames
4 Start codon in bottom frames
> Terminator as start in top frames
<l Terminator as start in bottom frames

| Terminator (stop codon, end of ORF)
Il Sequence start (linear sequences only)
Il Sequence end (linear sequences only)

»_ Invalid base (non IUB code) in ORF

To hide a single ORF strand, right-click on the strand and choose Hide ORF Strand.

To specify search criteria for ORFs and designate which ORFs should appear in the views, choose
Sequence > ORF Detection Options. The selection criteria specified in this dialog are used by the Edit >
Find and Find Again when searching for an ORF. Use Minimum ORF size to set the smallest number of
amino acids that make up the ORF. Choose whether to show ORFs with or without a start codon, or both.
Click OK.
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i '
ORF Detection Options S

Minimurm ORF size 5] Ab's

(7) Show only ORFs with start codon
() Show only ORFs without start codon
i@ Show both ORF with and without start codon

Ok ] ’ Cancel

To change the display style for an ORF:

User Guide to SeqBuilder Pro - 17.5_en

Right-click on it and choose Edit ORF Style. Or double-click on the ORF to select it and choose Sequence

> Edit ORF Style.

( ORE style = |
[F Line Weight: |1
Fill ]

Shadow

Feature

Shape:
Stroked Goalpost

Linkage: Label position:
Solid Above

Label Attached

| ok || Cancel || Apply

In the ensuing dialog:

» Check Line to turn on the outline for the ORF. Change the line color by clicking on the corresponding

color box.

+ Use the Weight drop-down menu to set the thickness of the line.

» Check Fill to have the ORF use a fill color, if the shape permits one. Set the fill color by clicking the

color box to the right of the Fill option.

* Check Shadow to have the ORF use a shadow. Set the shadow color by clicking the color to the right

of the Shadow option.
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«¥s Note: The other options on this dialog are not available for ORFs.

Click Apply to apply the changes before closing the dialog.
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Translations

SeqBuilder Pro lets you view the translation for part or all of an open nucleotide sequence or create a new
protein sequence based on the translation of a nucleotide sequence.
To display translations for an open nucleotide sequence:

from the Reading Frame sub-menu.

Reading Frame k| v MoFrames

Primer Product Coding Frame k Top Frames

ORFs L Top Framel
Top Frame 2

Create Translation...

Top Frame 3

Bottom Frames
Bottom Frame 4
Bottorn Frame 5
Bottorn Frame 6

All

After displaying a translation, you can modify it as follows:

» To hide a translation strand, right-click on it and choose Hide Translation Strand.

+ To create a translation for only the selected portion of the sequence, in the Sequence view, click on

* To control the display and numbering of the translation, use the Translations table located in the
Settings panel.

» To toggle between displaying amino acids as 1- or 3-letter codes, choose Sequence > Translation
Display > Three Letter Code or Sequence > Translation Display > One Letter Code.

To save the translation of a DNA/RNA sequence as a new protein sequence:

» To create a new protein sequence from one nucleotide sequence, see Create a New Sequence.

* To create new protein sequences from multiple nucleotide sequences simultaneously, see Create
translations of multiple sequences
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To change or modify the genetic code used for translations:

See the topics Choose the genetic code and Modify the genetic code.

The following video provides a brief walkthrough of translation in SeqBuilder Pro.
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Choose the genetic code

To select a genetic code to use in translations:

1. Select Sequence > Select Genetic Codes. The active genetic code is preceded by a check mark.

2. Click on a code to select it. The default genetic code used is the Standard Genetic Code.

3. If prompted, navigate to the location of the genetic code file. By default, this location is:

* Windows 7 & Windows 8: C:\Users\Public\Public Documents\DNASTAR\Lasergene x Data\
GeneticCodes

» Macintosh: Hard Drive:Applications:DNASTAR:Lasergene x:GeneticCodes



Modify the genetic code
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To modify and rename a genetic code:

1. Open a sequence or SeqBuilder Pro project.

2. Select Sequence > Edit Genetic Code. The two-tabbed Genetic Code Editor appears.

-

Genetic Code Editor

==

Starts: AUG

e T Wl Standard Genetic Code

Genetic Code | Start Codons

RMA -

A Ala  GCH
C Cys UGY
O Azp  GAY
E Glu GAR
F Phe UUY
G Gly GGN
H His  CAY
I e AUH
K Lys AAR
L Leu YUN
M M=t AUG
M Azn  ARY
P Pre CCHN
Q Gin CAR
R Arg MGH
5 S=r  WSN
T Thr  ACH
WoWal  GUN
W Trp UGG
X T
N Tyr LAY
ter URR

GCA
uGC
GAC
GAL
uuc
GGEA
CAC
AUA
ARG
CUA
AUG
AL
CCA
CAR
AGA
AGC
ACH
GLUA
UGG

UAC
UAR

GCG GCC GCU

uGu
Gau
GAG
uuu
GGG
CAU
auc
ARG

CUG

Anu

CCG
CAG
AGG
AGU
ACG
GUG

LAl
UAG

GGC

AUU

cuc

CCC

CGa
uCa
ACC
GuUC

UGA

GGU

CUU UUA oG

CCu

CGG CGC CoU
UCG ucCcC ucu
ACU
Guu

L

Edit Genetic Code: drag codons to desired Al
Edit Back Translation: At/ Option-click the codons.

0K l ’ Cancel
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Genetic Code Editor

Description  Standard Genetic Code R -
Starts: AUG
Genetic Code | Start Codons
2nd
3 U C A & 3
Phe Sar Tyt Cys | U
Phe Ser Tyt Cys G
U Leu Sar ter ter A
Leu Sar ter Trp G
Leu Pro Hiz Airg U
15t L=y Pro Hiz Airg C3 ’
st C Leu Fro En ag &’
Leu Pra Gin Ang G
lle Thr Asn Sar u
lie Thr Asn Ser C
A lie Thir Lys Arg A
> Meat Thir Ly= Arg &
Wal Alz Asp Ghy u
Wal Als Asp Ghy C
G Wal Alz Gilu Ghy A
Wal Alz Gilu Ghy G

Edit 5tart Codonis): Click {un)desired codons,

OK

| |

Cancel

Task

How to...

Type a name into the Description field.

To assign a
name for the

code
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Warning: If you do not make changes to this field, the original genetic code will be

overwritten with any changes made below.

To specify
whether the

code is for RNA

or DNA

To modify

codon

assignments,

Copyright DNASTAR, Inc. 2022

Select RNA or DNA from the drop-down menu in the upper right of the dialog.

In the Genetic Code tab, use the mouse to drag a codon to the appropriate amino acid row.

The color of the codon will change from red to black to show it has been moved. SeqBuilder

Pro only considers red codons when it calculates the aggregate codon for the set.
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including stop
codons

To include the
newly moved
codon when
calculating the
aggregate
codon

To change the
codons that will
be used for
back translation
without
changing the
forward
translation

To edit start
codons

To remove a
start codon from
the list at the
top of the page
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In the Genetic Code tab, Alt+click (Win) or Option+click (Mac) on the codon to change it
back to red. The sum of all codons in the row is recalculated to give the revised reverse
translation codon. The same recalculation occurs instantly when a codon is removed from a
row. Reverse translation codons, shown in the third column from the left, are the codons
used in reverse translating a protein sequence.

In the Genetic Code tab, Alt+click (Win) or Option+click (Mac) on codons to exclude. For
example, in the Standard Genetic Code, there are two codons for Cysteine (UGU and UGC)
and the default reverse translation codon is UGY (Y means pyrimidine, i.e. C or U). To
reverse translate Cysteine residues as UGC, Alt+click (Win) or Option+click (Mac) on the
UGU codon to change its color to black so it is not considered for reverse translation. The
reverse translation codon for Cysteine will now read UGC instead of UGY.

In the Start Codons tab, select the desired start codons visually by finding the row
containing the first base (on the left), following that over to the column belonging to the
second base (in the center) and selecting the row in the table that aligns with the third base
(on the right). Click an amino acid to turn it green, and cause > to appear beside it. The
codon representing the amino acid now appears at the top of the screen to the right of the
word Starts.

In the Start Codons tab, click on the corresponding amino acid in the body of the table.

3. Click OK. If you have changed the description, SeqBuilder Pro requests confirmation.

Task

To refuse the changes and return to using the

Save As Mew Genetic Code?

Save as a new genetic code? Your changes will be lost if you do not save.

-

(30

Save As.., ] ’ Cancel ]

How to...

Select Discard.

original configuration of the genetic code

To save the genetic code under a new name
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Select Save As. In the Save dialog, type a name for the
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modified code. Do not change the save location. Press Save.

To return to the Genetic Code Editor and
continue modifying the genetic code

Select Cancel.

! Caution: Changes made to a genetic code in SeqBuilder Pro will affect the same genetic
code in all other Lasergene applications.
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Rulers

To display or hide rulers:

Use the Rulers tool ( @ )- You can also hide a specific ruler by right-clicking on it and choosing whichever
command is available: Hide Ruler or Hide Translation Ruler.

Rulers can only be edited in the circumstances described below:

To change the line weight of the ruler in the Linear view :

Right-click on the ruler and choose Edit Ruler Style to open the Edit Feature Style dialog. Select the
desired weight from the Weight drop-down menu. All other options are disabled.

Feature Style @
Line Iil Weight:
s 0.25
Fill
' L] 0.50
Shadow |:| _
2
Feature a
: 8
Shape:
Box
Linkage: Label position:
Solid Inzide
Label Attached
OK ] [ Cancel ] [ Apply

To edit the header ruler in the Sequence view :

Right-click on the ruler and choose Ruler Settings.
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r ™
Wiew Ruler Settings M

Ticrnarks frequency

Major: 10 bases Minor: 1 bases
Spacing frequency

(1 Mone @ 3 bases (7110 bases () Other | 3
Appearance

Avial

» Enter values for Major and Minor tick marks. Major must be a larger number than Minor or else a
warning will be displayed.

+ To display the sequence without grouping, keep the default selection of None. To display it in groups
of 3 bases or 10 bases, select the corresponding radio button. To display the sequence in any other

grouping, choose Other and type a number into the text box.

» The font style is shown in the Appearance section. To change the font, click Change and choose from
available font, style and size options.

After making any desired changes, click OK.

To edit the translation ruler in the Sequence view :

After following the steps in Create a translation for only the selected portion of the sequence, a partial
translation ruler is displayed. There are two ways to edit this ruler. One way is described in the topic
Settings panel. Another way is described below:

Choose Format > Translation Ruler or right-click on a selected ruler, and choose Edit Ruler.

Edit Special Ruler =
Ruler
Mumber from: 1 [T Skip 0

| ok || Cancel || Appy |

+ To specify that the ruler start with a number other than one (including negative numbers), enter it in
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Number from.

* To skip the number zero when a translation ruler numbers amino acids from a negative number to a
positive number, check Skip 0.

Example:
If Skip 0 was unchecked, the sequence would be -3, -2,-1,0, 1,2, 3

If Skip 0 was checked, the sequence would be -3, -2,-1,1, 2, 3, 4
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Features are annotations made to a specified range on a sequence. They can be imported as part of a
sequence file (e.g., Genbank, EMBL, etc.), or they can be created within SeqBuilder Pro. See the following

topics to learn how to:

» Create or delete features

Edit information about a feature

« Show or hide features

« Join feature segments

o TUTORIAL: Try it! — Create and modify a feature.

| ) SeqBuilder Pro - [TnSwPCR.sbd]

@ File Edit Features Enzymes Sequence \Clonlng‘\ Priming Format View NetSearch Window Help

= E

Size: 0.8x Position: 4293

=

Selected
feature

!

Tn5wPCR \
5834 bp

Edit feature
display here

4

/‘j( Shape:

‘{?j style | 5 Enzymes

[ =]x]

[ Line: W] Weight:
[¥] Fill:
[¥] Shadow:

Feature

Filled Double Arrow .
CrR—

[¥] Label Attached

Linkage:

Label Position:

\ﬁﬁﬂ@ﬂﬁ@l

repeat_region

Istandard_name

EI 4203.5826

1550R

Inote

evidence, no additional details recorded
1S50R is functional in transposition

Edit feature

SKY enzyme L
1 | i 5 Font

r;,'“ Linear ][ AEE  Sequence ][ £a Primer Dmgl] Selected ltem ~ | [H]

- [i=]
Show ) Type Name Range Strand » Length  Description = Arial i

conflict A 1692.1692 > 1 A missing 'C' in the sequence published =

v CcDs bleomycin resistance 2374..2154 > 381
& |cos streptomycin phosphotransterase 2793.3593 » (301 This protein confers streptomycin resiste

5y settings| (@ Details

Feature selection

Icitation = m \ information here T —
Ifunction = insertion sequence IS50R : -
_ Feature Type: repeat_region T
Irpt_type = inverted !
Irpt_unit_range = 1.1534 Location: 42935826
T - Orientation: Forward
irpt_unit_range = 4285.5818 citation: o
i feature putative IHF binding site 4294.4317 » 24 putative IHF binding site experimental evidence,
5828..5834 » 7 Apal primer with clamp experiment: no additional details L
Control "show/hide y 5811.5819 » 9 putative Dna box e
" complement (4305.5735) « 1431 function: insertion sequence
feature” here complement (3055570 | 4 1266 IS50R _
complement (4308..5826) « 1519 ok It?aﬁnﬂsiéz ‘:Jéw:t\nnal in
¥ rpt_type: inverted
[ Primers ][ @ Cummenl] ﬁ Minimap ][ SileSummry][ (D] Hsmry] rpt_unit_range: 42855818 S|

24 features (12 Features Visible) 1 Features Selected
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Create or delete features

To create a new feature:

1. Within any Document window view that permits range selection, select a range of the sequence. To
select a range that wraps the origin, position the cursor at one end of the feature, and then use Ctrl/
Cmd+Shift+Click to select the other end of the feature.

2. Create the new feature as follows:

. o To create a new misc_feature using the currently highlighted range of sequence as the first
segment, select Features > New Feature or use the keyboard shortcut Ctrl/Cmd+K.

o To create a new CDS feature using the currently highlighted range of sequence as the first
segment, select Features > New Feature with Translation. The new feature will also have a

Itranslation qualifier attached to it. If no sequence is selected, this command is inactive.

The new feature is selected in all views, and appears, by default, in graphical views as a brown box.

* If you are in the Minimap or Site Summary views, you will not be able to see the new feature
until you view the sequence in Circular, Linear, or Sequence views.

3. (optional) Change the appearance of a feature (e.g., color, rendering style, text placement, etc.) using
options in the Style panel.

4. (optional) For a multi-segment feature, add the next feature segment.

To delete a feature:

right-click or Ctrl+click on the feature and select Delete. A confirmation dialog appears. Click Yes to delete
the feature.

Deletion is permanent, and thus differs from hiding a feature. However, if you change your mind
immediately, you may undo the deletion by selecting Edit > Undo Feature Delete.
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Edit information about a feature

To edit information about a feature:

1. Open the Features view.
2. Expand the row(s) for the feature(s) of interest:
. o Expand a single row by clicking on the plus sign on the left of the row.

o Expand all rows by right-clicking anywhere in the view and choosing Expand All from the
context menu.

3. Do any of the tasks described in the table below.

Task How to...

Place your cursor in any text field and edit or overwrite the existing entry for that field.

@ CcDs _protein # 265..1452 > 1188
cDs :I 100..1452
. —
To edit
Lo fdnas_title = expernimental evidence, no additional details recorded
existing text ffunction = nonfunctional /
o Tt ) Sl = penmental evidence, no additional details recorded
Inote = A Thymidine at position 1442 causes an ochre stop codon which prematurs
Ochre suppressing strains allow readthrough and express a functional pro
Icitation = [

To reverse the direction of the feature so that it references the opposite strand (top or bottom),
Reverse the

direction of
the feature

click the direction tool (E‘) or select the feature and choose Edit > Reverse Strand. If the
feature has previously been translated, it will initially appear in red text. If this happens, you will
need to choose Features > Update All Translations to update the translation for the feature.

Click the numbered range next to the direction tool (E‘). Overwrite one or both numbers to
redefine the area included in the feature. Leave two periods between the numbers. To extend
To extend or the feature by adding a segment to it, type in a comma and then the new segment coordinates.

shrink the Alternatively, follow the instructions in Joining Features.
length or to
change the & repeat_region I550L 9.1542

-
segment = misc_feature E‘ &

Inote = Apal primer with clamp

To select The text following the /dnas_title field is used as the feature label throughout SeqBuilder Pro’s
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text to use
as the
feature label

Toadd a
new /note or
other
qualifier

To delete a
selected
qualifier field

To rename a
feature

To
permanently
remove a
feature

To add a
Itranslation
qualifier to
the feature

To
automatically
update the
translation
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views. To select text from another qualifier for this purpose, right-click on that qualifier and
choose Use as Feature Label or select it and choose Features > Use As Feature Label.

Right-click on the feature and choose New Note. A /note qualifier field appears and you may
type or paste text into it. To change the /note to another type of qualifier, click on the text
Inote. A menu appears containing several qualifiers. Select a new qualifier type, or click All to
see a complete list of available qualifiers.

Right-click on the feature and choose Delete Note; or select the feature and choose Features
> Delete Qualifier Field. Translations that have not been updated after a modification has
been made appear in red.

Right-click on the feature and choose Rename Feature or Edit Feature Description; or select
the feature and choose Features > Rename Feature or Features > Edit Feature
Description. The following conventions apply to feature names: a) Using the punctuation
symbols left parenthesis, left square bracket, semi-colon or slash in the name will cause the
feature name to be truncated just before the symbol, even if more text follows. b) If the feature
description is < 40 characters in length, the entire description is accepted, including spaces. c)
If the feature description is = 41 characters and does not contain spaces, the entire description
is accepted. d) If the feature description is =2 41 characters and contains spaces, the entire
description will be truncated just to the left of the first space.

Right-click on the feature and choose Delete Feature, or select the feature and choose
Features > Delete Feature. If you only want to hide the feature from view, turn display of that
feature ‘off instead.

Right-click on the feature and choose New Translation or select the feature and choose
Features > New Translation. SeqBuilder Pro automatically calculates the translated protein
sequence for the selected feature. A /translation qualifier appears in the feature in the

Features view. If you later use the direction tool (;]) to change the selected strand, you must
select Features > Update All Translations to update the /translation qualifier.

Right-click on the feature and choose Update Feature’s Translation. Translations should be

updated if you have used Features> Join to Feature, or if you have modified a segment
within a feature. To update all translations, use Features > Update All Translations.
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Try it! — Create and modify a feature

In the following tutorial, you’ll locate open reading frames (ORFs), create a feature at the location of a pair
of ORFs, and then change the way the feature is displayed.

1. If you have not yet download and extracted the tutorial data, click here to download it. Then
decompress (unzip) the file archive using the method of your choice.

2. Use File > Open to open the demo file Tn5w.sbd.

SeqBuilder Pro - [TnSw.sbd] (=R EcR x|
@ File Edit Features Enzymes Sequence Cloning Priming Format View MNetSearch Tools Window Help B ﬁ' x|
Position: 1 5834 bp ~ =
Size: 1.0x Page 1 of1|* E
/ tyle ?Eﬂzy‘mej
‘= [ Line: li‘ Weight:
e [T il m
@ [7] Shadow: li‘
HindlBvull Pvull Pvull BamHI Pvull Hindill Feature
{ fransposon 1n5 > Shape:
= E =
I \ pron s > [aminog ferasi> (L 5> Linkage:
l . l l Label Position:
:
4 L | ’ [ Label Attached
@ Circular m A Sequence g Primer Design | F
= | ont
_. Show Type Name Range Strand Length Description | Selected tem = | = —
% mRNA 9.1558 > 1550 -
mRNA 1468.3658 > 291 @ oetoits
% mRNA complement (4308..5826) - 1519 %
conflict A missing 'C' in the sequence published 1692.1652 > 1 A missing 'C' in =
J |variation A single base pair difference exists as 1450.1450 > Bl A single base pa ™ T i
- : gettanqlgtar;ed in
" = = = eqeullaer Fro
m =3 Primers | L—IJ Comment ﬁ Minimap Site Summary || @ History | q
3 enzymes displayed, 7 total cuts, 0 do not cut

The upper pane of the window displays the Linear view, while the lower pane shows the Features
view.

3. To locate ORFs, use the Translations and ORFs tool on the left and select ORFs > Top Frame 1.

— 1o 1 wuu !
@l -

Reading Frame 3 :§ m

Primer Product Coding Frame »

ORFs k Mo Frames

Create Translation... Fop Femcs

v | TopFramel
Er Top Frame 2
lﬁl Top Frame 3
Bottomn Frames

—
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4. Hold down the Shift key and select each of the adjacent ORFs around position 3700.

BamHI

3000 13200 | 2400 | 2800 | 2200 4000 4200 | 4200

streptomycin phe nsferase > <

In the header, check that the current Selection is “Forward 3649..3867, length = 219.”

5. Select Features > New Feature. A feature appears in the Linear view as an orange-brown box.

| 2200 | 2400 | 2500 | 2800 | 2000 | 4200 l4
phosphotransferase > . L
| | |
| | 2 | ) | & | P i3

6. In the bottom pane of the screen, note the flashing cursor to the right of the word /note. Type ORFs

of interest and press Enter/Return; this notation now appears as the label for the feature in the
Linear view.

Name

misc_feature El 3649..3867

note = ORFs of interest

A missing 'C' in thv.;__sequence published
A single base pair difference exi

7. To make this the permanent label for the feature, right-click on /note and choose Use As Feature
Label.

8. Near the top-right of the SeqBuilder Pro window, click on the Style tab to make the Style panel active.
In the Style panel:

a. Click the orange-brown box to the right of Line and pick any shade of purple from the color
chooser. Press OK.

Change the Line Weight to 2.
c. Add a shadow by checking the box next to Shadow.
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d. Use the Shape drop-down menu to select Filled Arrow.

9. (optional) If desired, move the green zoom slider ( ¢ =Y )') to the right to zoom in on the
feature.

The feature now appears as below.

100 | 2600 | 3800 4010

: [ oRFs ufinhare51>

— 1 b 2 1
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Show or hide features

To choose which features to show/hide:

In the Show column of Features view, rows with check marks represent the features currently displayed in
the graphical views. Rows without check marks are not displayed in the views Click the Show column for a
particular row to add/remove a check mark.

* To facilitate (un)checking multiple features at once (e.g., CDS features, features starting
with a particular word, etc.) you may wish to click on the heading for the relevant column to
sort it before adding/removing check marks.

To hide a feature:

An alternate method for hiding a feature is to right-click on the feature in a graphical view and choose Hide
Feature.
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Join feature segments

To join a new segment to an existing feature:

1. (optional) If an initial feature segment doesn’t exist, create one.
2. Select a region of a sequence to join to the existing feature.

3. Select Features > Join to Feature. The Join to Feature dialog appears. This dialog contains a list of
all the features in the current sequence.

Join to Featurs @

Selection: 16244..18903

Before join: 18482,,35582
After join: 16244..35582

Select the feature to which to join.

H (tail compeonent (10542-13103):C05 -
M (tail component (13100=13420):CD5 M
L (tail component (13429=-14127):CD5

K (tail component (14276=14875):C05

I {tail component (14773=15444):C05%
J{tailhost specificity (15505-18903):C05
mRMA-pl (alt. (35582 <18482):mRMNA
mBMA-nl (alt. (35582 < 18547 1:mRMNA i

oK ] ’ Cancel

4. Select a feature from the list to which you will join the currently selected region. The dialog displays
that feature’s segment(s) both before and after joining the highlighted region.

5. Click OK to join the highlighted region to the selected feature.

6. In the Features view, the feature name for the multisegment feature will appear in the /dnas_title
qualifier field in the following format:

feature name;segment 1+segment 2+segment 3+segment 4...

For example:
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variation EI 45352.45352, 45493, 46427
Inote = ain strain cl857s7 ([25]); g in wild-type
Ireplace = a

Jdnas_title ={ain strain cl35757;b in strain cl857s7+unknown segment

To change the name of the entire feature and/or each individual segment name, click in the
/dnas_title qualifier field to open the Multisegment Name Editor.

i '
Multisegment Name Editor u

Name |
Feature |a in strain cI857=7

Segment 45352, 45352 b in strain cI857s7
Segment 45493, 46427 | unknown segment

4| 1 | b

ok || canca |

7. In the Circular view, you may move the feature name entirely outside the circular map, where it may
be easier to read. To do this, right-click on the feature and select Detach Feature Label.

\n st c1857s7
a

=

[

-

The outcome of this procedure is different from simply modifying the length of a feature. The updated
feature will include two orange boxes (or other shapes, as set up in the Style panel) when displayed in the
Sequence, Linear, or Circular views. One is for the original feature and the other is for the newly joined
segment. If the two segments are not adjacent, the default style in the Sequence view is to show them
connected by a line.
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Primers

SeqBuilder Pro lets you design primers for regions of interest on your sequence. The following video is a
brief overview of SeqBuilder Pro’s primer design workflow.

To learn more about working with primers, see:

» Create primer pairs automatically

» Create a primer based on a selected region of sequence

* Import primers

e Pair primers manually

» Edit primers

e Choose, show or hide primers

« Export primers

* Delete primers

* Methods used in primer design




Create primer pairs automatically

To design primer pairs:

Open the Sequence, Linear, Circular or Minimap view and use the mouse to select the region you wish to
amplify. If none of the sequence is selected, the entire sequence will be amplified. Choose Priming >

Create Primer Pairs.

Create Primer Pairs @

Locations

-

@ Primers end exactly at selection

(7) Choose optimal primer location

1
Amplify5' - 1 to 43561 -3
F Conditicns
P Primer Characteristics
Ok l ’ Cancel ] ’ Defaults ] ’ Help

In the Create Primer Pairs dialog, define the required conditions for identifying primer candidates.

Locations settings:

The Locations section of the Create Primer Pairs dialog is expanded by default and allows you to specify
parameters that define where SeqBuilder Pro will search for primers on your sequence.

Locations

() Primers end exactly at selection

(@ Choose optimal primer location

Stay within 0 bp of selecticn
Display at most 1 primer pairs
Amplify 5 - 1 to 4361 -3

Specify allowable primer locations by selecting one of the two radio buttons:

* Primers end exactly at selection searches for primers that lie exactly within the selected region.
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+ Choose optimal primer location searches for a specified maximum number of primers that begin
and end within the distance specified outside of the selected region. When this option is selected, two
additional options are enabled. The defaults are to Stay within 0 bp of the selection and Display at
most 1 primer pair. If desired, you may type different numbers in these boxes.

The region selected for amplification can be changed by editing the coordinates in the Amplify 5’ to 3’
fields. If you wish to create a product that wraps the origin, enter a 3’ coordinate that is less than the 5’
coordinate. Alternately, you can select a feature that wraps the origin prior to opening the dialog. To create
product on the reverse strand, select the region you wish to amplify as a feature on the reverse strand
before opening the dialog.

Conditions settings:

The Conditions section of the Create Primer Pairs dialog allows you to specify the initial salt concentration,
which affects the calculation of predicted melting temperature. This section is minimized by default and can
be expanded by clicking on the small arrow to the left of Conditions.

¥ (Conditions

Salt concentration  50.0 mhl

By default, the Salt concentration is 50.0 mM. This value may be adjusted to correspond to actual
experimental conditions.

Primer Characteristics settings:

The Primer Characteristics section of the Create Primer Pairs dialog enables you to limit your search for
primers based on primer length, target melting temperature, and primer interactions at the 3’ end. You also
have the option to avoid known repetitive sequences that are likely to cause mispriming. This section is
minimized by default and can be expanded by clicking on the small arrow to the left of Primer
Characteristics.

* Primer Characteristics

Primer length:  minimum 17 maximum 24|
Target Tm 600 Cc 3' pentarner stability 8.5 -kc/M
Unique at3'for 12  bp Ignering duplexing 2 bp from 3'

[ Avoid repeats in catalog:

* Primer length minimum defines the minimum acceptable primer length. Primers must be at least this
length (in bp) in order to be considered for selection.
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* Primer length maximum defines the maximum acceptable primer length. Primers must not exceed
this length (in bp) in order to be considered for selection.

« Target Tm defines the target primer melting temperature. SeqBuilder Pro will attempt to locate
primers as close to this value as possible.

+ 3’ pentamer stability defines the threshold for pentamer stability at the 3’ end of the primer.
Pentamer dG values at the 3’ end exceeding this value will not be considered for selection. See The
Pentamer Profile for additional information.

* Unique at 3’ for n bp defines the number of base pairs at the 3’ end of the primer that must be
unique in order to be considered for selection. Uniqueness of at least 12 or more bases reduces the
likelihood of mispriming at another site.

* Ignore duplexing n bp from 3’ defines the number of base pairs from the 3’ end of the primer where
duplexing can be ignored.

» Check the box next to Avoid repeats in catalog if you have known repetitive sequences that you
wish for SeqBuilder Pro to ignore when selecting primer locations. Click Choose to locate and select
your file containing the repetitive sequences. The file must be a tab-delimited .ixt file created
manually through a text editor. If a .txt file is used, each line should include, from left to right, the
sequence fragment, then a tab, then the name or notation.

After making changes, you can return to the original settings, if desired, by clicking the Defaults button.
Once the settings are as you wish, click OK to begin the search.

After attempting to create primer pairs automatically, there are two possible outcomes:

+ If primer pairs were not located, a dialog appears saying that “No primer pairs were found.” In most
cases, this issue can be resolved by changing the settings in the Primer Characteristics dialog. This
time, allow SeqBuilder Pro to choose the primer locations by using or relaxing the Choose optimal
primer location parameter. Alternatively, you can create primers using Priming > Create Primer
from Selection and then manually pair them together.

 If primer pairs were located, SeqBuilder Pro creates and displays a PCR_product feature, two
PCR_primer features, and a PCR_frame feature for each located primer pair. Just like any other
feature, these are visible in the Primer Design view and the graphical views.
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Create a primer based on a selected region of
sequence

To create a primer based on a selected region of sequence:

1. Open the Primer Design view.
2. Select some or all of the sequence.

3. Select Priming > Create Forward Primer to create the primer on the forward strand, or Priming >
Create Reverse Primer to create the primer on the reverse strand.

A new primer feature is added automatically and is visible in all graphical views. The forward/reverse primer
is also added as an row in the Primers view.
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Import primers

To import primers from an external primer catalog:

1. Select File > Import Primers from a Catalog.

2. Choose a primer catalog (.pri).

SeqBuilder Pro attempts to locate each primer in the catalog on the current sequence by searching
for sites on the template that match at least the 12-mer at the 3’ end of the primer. Those that are
found are annotated as PCR_primer features and added to the Primers view. If primers were located,
a message confirming the new primers will appear:

a ™y
Import Primers E

) There were 2 priming sites discovered and
annotated.

The result is reversible with undo.

Each PCR_primer feature added as a result of importing primers will have three qualifiers:

. o [primer - the primer sequence
> [note - any notes for the primer that were contained in the catalog

o Iset - the set number SeqBuilder Pro assigns to the group of imported primers. The Primers
view uses set numbers to organize primers into groups.

* Note: After designing primers, a feature of the amplified segment is created. When you
import the primers from a primer catalog, however, the amplification features are lost.This is
by design, as primers can be imported onto an unrelated sequence. However, if you import
primers from a catalog, the PCR_primer features appear in both the Features and Primers
views. If you then select a pair of primers from the Primers view and choose Priming > Pair
Selected Primers, a new PCR_product feature will be added to the Features view
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Pair primers manually

To manually create a new primer pair from two existing primers (as an alternative to creating primer pairs

automatically ):

1. Select the primers you wish to pair using either of these methods:

. o From within the Primers view, click on the row of the first primer, and then Ctrl/Cmd+click on
the row for the second primer.

o From within the Primer Design view, click on the first primer feature, and then Shift+click on

the second primer feature.
2. Select Priming > Pair Selected Primers.

A new primer pair is created from the two selected primers, and becomes the active pair.



Edit primers

There are several ways to edit a primer in the Primers view or the Primer Design view:

* Modify a base in the primer

* Modify the primer length

e |Introduce a codon change or mutation

e |Introduce restriction sites




Change the name of a primer

Once you have created primers, you can change the name of the primer as follows.
1. Open the Primer Design view.
2. Expand the primer row by clicking on the plus sign.
3. In the Name column, click on the cell for the name you wish to change.

4. Type a new name into the field and press Enter.
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Modify a base in the primer

To modify a base in the primer:

1. Create or import primers or primer pairs.

2. Modify bases using either of these methods:

. o For single primers only (i.e., the primer cannot be part of a primer pair) — From within the
Primers view, click inside the Primer Sequence column and edit the existing nucleotide

sequence.

o For single or paired primers — From within the Primer Design view, click on the Selection Mode
tool ( (3 ) at the top left of the window. Overwrite the nucleotide character with the desired
character. The edited nucleotide and the resulting changes in translation are shown in magenta.
Restriction enzymes whose recognition sites are eliminated by the edit are shown in blue; sites
that are introduced by the edit are shown in magenta.

Alul Alul Bzl

tgatctcagectgtcaagecgtocagocttcocgtattcgtacocgtttacgagaa

B T I I e e I R RURCRCRCN B8

P CRAGCGTCAGETTCGTATTCGTAYA
tnrprnnnnn rrppnnnnnnl
actagagtcgacagttcgecagtocgaagecataagocatggocaaatgetett

W K R o | R | R T
5 5 W R F W F W
a A 5 D 5 Y 5 b
A D 3 E b E b
L R . | R | R W
D L T L M T N T G
[ 51 Pair 1 Forward )
1 Fair 1 b
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Modify the primer length

To modify the primer length:

1. Create or import primers or primer pairs.

2. From the Primer Design view, click on the Selection Mode tool ( 3 ) at the top left of the window.

3. Do any of the following:

. o Use the mouse to drag one or both handles at the ends of each primer in either direction.

tcgcatgattgaacaagatggattgcacgca

i jiTEATTGAACAAGATGGATTGg:)
(NN RN R RN

agcgtactaacttgttectacctaacgtgeogt

3 H D . T R W I A R
H D . T R W | A
R M | E 04 D G L H A
M | E Q@ D G L H
F A L M K M o Cc 1T Q
A L H K M D C

o Select a base at either end of the primer and press the Delete key.

o Select a base at either end of the primer and press the Ctrl/Cmd key while pressing the left or
right arrow keys on the keyboard.

aa
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Introduce a codon change or mutation
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To introduce a codon change or mutation:

1.

Create or import primers or primer pairs.

Open the Primer Design view.

ATC
Select the Introduce Codon Change/Mutation tool (
Priming > Introduce Codon Change/Mutation.

) at the top left of the window; or choose

Click on the codon of interest to open a codon menu showing the current codon checked. The menu
lists synonymous codons and other amino acids for introducing non-synonymous changes.

Select an alternate codon (for silent mutations), or an alternate amino acid (for non-silent mutations).
Selecting an alternate amino acid will replace the sequence via the least disruptive alternate codon.
Codons which have been changed cause an edit to the primer, with changes appearing in magenta.

:aatgdttaatcagtgaggca

—

CLATGCT
NEENNE
Httacga

Silent
K - Lysine
AAR
AAG

Meon-silent
A - Alanine
C - Cysteine
D-A ic Aci
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Try it! — Create and modify primers for TA
cloning

To create a primer pair for a region of interest on the sequence to use in TA cloning:

1. If you have not yet download and extracted the tutorial data, click here to download it. Then
decompress (unzip) the file archive using the method of your choice.

2. Use File > Open to open the demo file Tn5w.sbd. The file opens in the Linear view.

3. Click on the neomycin/kanamycin resistance feature labeled aminoglycoside-3’-O-
phosphotransferase to select that range of sequence.

vull Prull Prull SamHI
{ Transposon Tns
| |2'J'J I‘!'JEI |5'JEI 200 1000 1200 | 1400 I15'J‘J |1B{]Cl ‘ZCI'JD ‘ZZ‘JEI IZQ'JEI ‘ZE'JD ‘ZE'JEI |3D'JEI |32'JEI |34'J'J ‘35'.]'.]
[ protein #3 > [emi ide3-0 > [Bleomyet.. ismr@ = >
| > 0

4. Select Priming > Create Primer Pairs. The Create Primer Pairs dialog appears.

5. Click the triangles next to Conditions and Primer Characteristics to expand those sections.


https://star-deploy.s3.amazonaws.com/SupportingDataFiles/LG16/SeqBuilder+Pro+Data.zip
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-

Create Primer Pairs

Locations

i@ Primners end exactly at selection

i) Choose optimal primer location

Stay within | 0 bp of selection
Display at rmost | 1 primer pairs
Amplify 5'- 1559 to 2353 -3
¥ Conditions
Salt concentration  50.0 mhd
¥ Primer Characteristics
Primer length:  minimum 17 maximum 24|
Target Tm 600 C 3' pentamer stability 8.0 -kec/M
Uniqueat3'for 12  bp Ignering duplexing 2 bp from 3'
[ Avoid repeats in catalog:
| ok || Cancdl || Defauts || Hep |

In most cases, you will not need to change the settings in this dialog. For the purposes of this tutorial,
however, you are going to deliberately make a change such that the default Primer length values will

not yield optimal results.

6.

Adjust the Target Tm to 55.0 C. Leave the rest of the values as they are, and then click OK.

SeqBuilder Pro will choose the best primer pair with the characteristics specified that lies within the
selected region. The upper view of the SeqBuilder document is now the Primer Design view, focused
on the forward strand of the primer. The lower view is the Primers view.

all three sections of the Primer Design View: Residue, Mi
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If necessary, drag the dividing bar between the Primer Design and Primers views so that you can see

spriming and Alternate Pairs.
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I ATcl I | Position: 1 5-33;!;;/
k M . .E Werking Pair "Pair 1"Forward: Length=22 bp, Tm=50.8C, Reverse: Length=23 bp, Tm=54 4°C
1540 1550 1560 1570 1580 1550 1800 1810 1820
=]
5 caggatgaggatcgtttcgcatgattgaacaagatggattgcacgocaggttctcocggecgettgggtggagaggectattocgge
° M B ot o o o s s e e L e L e e
B
T P ATGATTGRACRAGATGGATTGCA
rrrpnpnnnnnnnnnnnnnnnl
3 gtcctactcoctagcaaagcocgtactaacttgttctacctaacgtgcgtoccaagaggocggogaacccacctoctococgataageog
1 w1 € S P I, SR ([T 5
2 Mo E O 0 G 1. H
3 A L N K M D C
4 He SN B Gl L S0 o
5 ¢ s 9 Vv L H | A
6 M | S5 € 5 P N C
| transposon Tni
o I | aminoglycoside-3'-0-phosphotransferase
Frimer I .
Binging 1000 2000 3000 4000 L]
Sites I
Most stable dimer 2 bp, -2.9ke/m (BAD!) Mest stable pair dimer 2 bp, -2.9 ke/m (2AD!) Hairpin 2 bp, 0.4 keim
5 AT. %T@Teah‘lrlrlx ¥ 5 AT .MIC-.!«Tw‘lrlTSC ) 5 AT.. &ti}rrﬁ
I | | a:]
¥ OCTTAGGTAGAMIAAG . TA § 3 COGMAGAALTGE  ACT § ¥ OGTTA
e ——— i 2D 000 FoinName__score i _sRrod sk dlim: 2. 06 __dFiod.dTm;__Lengi:
- @ @ = - Fair 1 1,000 5 36 5B.8 bl 795 |

In the Primer Design view (upper pane), notice that, in the Mispriming section, the Most stable dimer
and Most stable pair dimer are both labeled “BAD!” This indicates that the final pentamer value of
the dimer exceeds the 3’ pentamer stability threshold defined in the Primer Characteristics section
of the Create Primer Pairs dialog. In general, you should avoid using primers with dimers or hairpins
labeled “BAD!” unless you have experimental evidence that they will function as desired, or unless
you have no other option.

8. In the Primers view (lower pane) the single primer pair located by your search is displayed. Click the
plus sign next to Set 1 to expand the primer pair and view each individual primer within the pair.
Notice that the melting temperature for the Forward primer is lower than the Target Tm of 55°C.

|Show ~ Active (@ SetMame Name F/R Primer Sequence Score length Tm dTm TaOPT dG
v - Set1  Pair1 <ATGATTGAACAAGATGGATTGC=<GCCTTC 1.000 795 835 327 588
Set1  S1Pair1Forward F  ATGATTGAACAAGATGGATTGC 22 50.8 |36 -38.6
Set1  S1Pair1Reverse R TCAGAAGAACTCGTCAAGAAGGC 2y 544 |36 -41.4

9. In the Primer Design view (upper pane), select the codon change mode by clicking on the Introduce

ATE
Codon Change/Mutation button ( _l ) near the top left of the view. Notice that the cursor changes
to an arrow, and that each codon is highlighted as you hover over the primer sequence.

10. Introduce a codon change by clicking on the TTG ftriplet in the primer, located at 1577-1579 of your
sequence. From the list of codons given, select CTA.
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B B B T I R LI I S

b ATCGATTGARCRAGATGEATTCCA
(NN RN R RN

gcgtactaacttgttoctacctaac Silent Bai
er Hs Asp . Thr Ag Tp le A . Lau
His Asp . Thr A Tp lle & L - Leucine
Arg Met lle Glu Gln Asp Gly Leu CTA T
Met lle Gl Gin Asp Gl Lsu
+ Al . Leu Asn Lys Met Asp G CTG EU
Al . Leu Asn Lys Mat Asp Oy
e e |—|—|
Al Hs Asn Phe Leu lle Ser Ghn CTT P
Hi= Asn Phe Leu Il Ser Gin
Cyz= Ser Gl Val Leu Hiz e A TTA =
Cy= Ser GIn Val Leu Hes lle A
rg Met lle Ser Cyz Ser Pro Asn v TIG Gin

In the sequence area, the two changes to the primer sequence, and the corresponding changes to the
translation, are shown in magenta in lower case.

LRAGATGGA-TaCH
rnrnnnnn 11
ttctacctaacgtgeoy

R W T

(In the Primers view, these edits appear in lower case, but without any color change).

In the mispriming section, note the good news that the dimers/hairpins have either disappeared or are
no longer marked “BAD!.” The bad news is that the header shows the Tm has now dropped further
from the target temperature of 55.0°C, moving from 50.8°C to 44.1°C.

11. Click the Selection mode tool (Ir) to exit from the current “codon change” mode.

12. Referring to both the Tm in the header, and the Mispriming section at the bottom of the view, drag the
triangle on the 3’ (right) end of the primer sequence to the right. Increase the length of the currently
22 bp primer, stopping when these two conditions are met: 1) the Tm is close to 55.0°C, 2)
Mispriming contains no items labeled “BAD!.” This occurs when the primer is 31 bp in length and the
Tm is 55.3°C.

13. In the Primers view, name the modified pair by clicking on Pair 1 in the Name column and typing 55
degree pair.

14. Save the project with any name and in any desired location using File > Save As.

The saved project is used in the tutorial Try it! — Use a PCR insert in TA cloning.
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Introduce restriction sites

To introduce restriction sites for primers:

1. Create or import primers or primer pairs.

2. From the Primer Design view, either click on the Introduce Restriction Site tool ( }"' ) at the top left
of the window, or choose Priming > Introduce Restriction Site.

3. Click between the residues where the restriction site should be added. This opens a top level menu
with the restriction enzymes identified to cleave the sequence at a specific location:

. o <Specific enzymes by name>
> Non-silent substitutions

o Any enzyme — Select this option to choose an enzyme from a submenu. If you are looking for a
particular enzyme, click on the top-level menu, then type the first 1-2 letters of that enzyme.
This will automatically navigate to the part of the submenu list where the enzyme is located.

o Enzymes that don’t cut product — See note for Any enzyme, above.

> Introduce a stop

New restriction sites are displayed in magenta, as well as nucleotides in the primer sequence and
their translations that differ from the template. Restriction enzymes whose recognition sites are
eliminated by the edit are shown in blue.

Taqll' Afel

iacacctacatctgbtattaacgaagogetggoattgacoe

B B R B R SRR

PCACCEACATCTGTATTAACGAAGCGCTGGCATTGA Y
TR rpppnpnpppnnnnRRRRnnRRRR
ctgtggatgtagacataattgettogegacogtaactgogg
T P T & ¥ L T K R W H . F

T P T & ¥ L T K R w H

H L H L f R = A 3 | ] P
H P H L f R S A 6] | D
I T ' | i | M E A L A L T l
M T H | [ | M E A L A L T
B B R B R SRR
; W . I Q | L = A 5 A ] W R
Voot oM ] | L = A = A M W
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Choose, show or hide primers

To choose a selected primer pair (i.e. make it the active pair):

Within the Primers view, select a primer pair and choose Priming > Set as Active Primer. The selected
primer pair will be opened in the Primer Design view, where it can be edited or analyzed.

To display the forward/reverse (i.e., top/bottom) strand primer of the current primer pair in the center of the
Primer Design view, choose Priming > Show Forward Primer or Priming > Show Reverse Primer.

To show or hide primer pairs:

Open the Primers view. In In the Show column, checked rows represent primers currently displayed in the
graphical views. If you wish to sort the rows before selecting the primer pairs to show/hide, click on the
column header of interest. In the Show column, add check marks in rows you wish to display and remove
them from rows you wish to hide.

To show or hide alternate pairs:

In the Alternate Pairs section (lowermost pane) of the Primer Design view, right-click on a primer pair and
choose an item from the context menu:

Context menu option Function

Hide Pair To hide a selected pair.

Delete Pair To delete a selected pair.
Show Only This Pair To hide all but the selected pair.

Show All Pairs To show all found pairs.
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Export primers

To export primers:

1. Create or import primers.

2. Open the Primers view.
3. Choose File > Save Primer Catalog.
4. Select one of the following three formats:
. o Tab-delimited text (.txt) — Values from the Set Name, Pair Name, T/B, and Primer Sequence

columns are exported from the Primers, as well as the sequence range of the primer, and saved
as a tab-delimited text file.

o FASTA (.fas) * — * The primer sequences are exported as a single FASTA file. A name for each
sequence is derived from the sequence range, the pair and set names, and whether the primer
is on the top (T) or bottom (B) strand. For example: T_1712..1731_Pair_1,Set_1

o Primer catalog (.pri) * — * The primers in the Primers are exported as a primer catalog for
future use in SeqBuilder Pro.



Delete primers
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To delete a primer or PCR product:

1. Open the Primers or Primer Design view.

2. Select the corresponding feature and select Features > Delete or Edit > Delete Feature. Or right-

click on the feature and choose Delete or Delete Feature from the context menu.

3. Confirm the deletion as directed in the table below.

Feature . . .

Confirmation dialog
type

“Are you sure you want to delete the feature...?”

Confirm Feature Delete
General I Are you sure you want to delete the feature 'blaisig_peptide' at (4085-<4153)F
feature .
Yes ] [ Mo ]
Confirm the deletion by pressing Yes.
“Delete the primer?”
Delete Primer
Delete the prirmer?
Pair name: Pairl

Primer [] Also delete the associated primer
that is part [¥] Also delete the associated product
of a primer
pair ’ Delete ] ’ Cancel

To delete both primers from a pair, not only the selected primer, check Also delete the

associated primer. To also delete the PCR product associated with the selected primer, check

Also delete the associated product. After checking or unchecking the boxes, press Delete.
PCR “Delete the PCR product?”
product
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-
Delete PCR Product

Delete the PCR product?
Pair name: Pairl

Also delete the associated primer pair

’ Delete ] ’ Cancel

To delete both of the primers associated with the selected PCR product, check Also delete the
associated primer pair. After checking or unchecking the box, press Delete.
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Methods used in primer design

To learn about considerations for calculating primers and primer pairs, see the following topics:

« Thermodynamic models

* Pentamer profile

* Annealing temperature

* Melting temperature
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Thermodynamic models

The stability of a particular double stranded sequence is related to the number of hydrogen bonds formed.
GC rich sequences pair with greater stability than AT rich sequences, but sequence ordering is also a
component of stability. For example, the duplex AA/TT forms a more stable pair than the duplex AC/GT due
to the more favorable interaction of neighboring bases in the duplex. SeqBuilder Pro uses the nearest
neighbor model to measure the stability of a given duplex. It is based upon the free energy of adjacent
dinucleotides and calculated from dinucleotide entropy and enthalpy data presented in Bresslauer et al. for
DNA, and Freier et al. for RNA.

The calculation of free energy (AG) is AG = AH - TAS, where AH is enthalpy, AS is entropy and T is
temperature. The value of T is 25°C.

The calculation of AH and AS is where the dinucleotide data come in. For a given sequence, S(abcde): AH
is the sum of dinucleotide AH values [AH(abcde) = AH(ab) + AH(bc) + AH(cd) + AH(de) + AH ini], where AH
ini is a helix formation constant.

AS is the sum of dinucleotide AS values [AS(abcde) = AS(ab) + AS(bc) + AS(cd) + AS(de) + AS ini], where
AS ini is a helix formation constant.

SeqBuilder Pro uses AG values computed over the entire template sequence and AG values computed in
pentamer windows to evaluate the stability of a given primer. Selected primers will have AG values near the
mean AG computed over the entire template, pentamer AG values lower than the mean at the 3’ end, and
for pair scoring, a stability profile of pentamer AG values above the mean near 5’ and descending toward 3’.

Wherever possible SeqBuilder Pro uses the nearest neighbor method for computing the AG and the Tm of
primers. These models are valid for sequences of less than 50 bases. For long primers, probes and
products a less accurate method of computing free energy is used, which is based upon the GC content of
the sequence.
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Pentamer profile

Pentamer free energy is one of the most important considerations in designing good primers. To perform
well a primer needs to have low stability at the 3’ end (usually higher than -8.5 kCal/mol) and higher stability
toward the 5’ end. This will help to eliminate false priming, as stability is low at the 3’ end (where
thermostable DNA polymerase binds), and higher upstream. This means that if a primer hybridizes at all (3’
first), it will bind even more strongly with a good 5’ upstream match. This is why a descending 5’ -3’ free
energy profile is important.

For example, the primers below performed poorly due to their low pentamer AG values at the 3’ end. Their
high 3’ stability makes it easy to bind in many template locations.

mlre AAGARGTARATATGCARG GACCTGGCTTGCCGGGACT
a0 124
N S-mer AG
Stahilty 6.5 at 3 end 45
(kCalimal)

less

l 0.0 0.0

By contrast, the following primers performed well, due to their higher pentamer AG values at the 3’ end.
Pentamers with higher AG value (less negative!) are less stable. They would not hybridize in as many
template locations due to the low 3’ stability, but would bind more strongly upstream.

maore CCCGCGARATTAATACGACTCACTA CAGGGACTTCAATAATTT
-13.4 = Ll—l_‘ 47 H-LI
S-tner AG
0 ma
Stakility g 5 atJend 9 b ]

s \"—L,J_’L—n.‘ (kCalimol)
l 0.0 0.0




Annealing temperature

To amplify products with high fidelity it is important to choose an annealing temperature that is optimal for
the specific combination of primers and template sequence. A carefully chosen annealing temperature (Ta)
will significantly affect product yield and reduce the amplification of partially polymerized products. Ta
calculations used by SeqBuilder Pro are as presented in Rychlik et al. :

Ta =0.3 Tm Primer + 0.7 Tm Product — 14.9

Where Tm Primer is the minimum Tm of the two primers using the appropriate method and Tm Product is
the product Tm using the appropriate GC content formula.



Melting temperature

Melting temperature is an important factor in primer design. After the template sequence has been
evaluated for free energy, SeqBuilder Pro can then determine melting temperatures for the template and
subsequently located primers. PCR primer pairs which perform well have closely matched melting
temperatures to promote amplification of both strands in equal amounts. The Tm of primers is calculated
using entropy and enthalpy data from the nearest neighbor models:

273.13 + sH

Tm = 16.6log[salt] - =
[ﬁs + H.In[T]]

...where salt is the concentration of Na+ in moles, R is the molar gas constant 1.987 cal/mol°C, and c is the
initial concentration of the primer.

For long primers and probes (greater than 50 bases) and for products, a formula based upon GC content
(Baldino et al. 1989) is used to calculate Tm.

For DNA:

Tm = 81.5+16.6log[salt] +

AM{GC%) _ 65(%formamide) _ 675
100 100 length

For RNA:

56.4(%GC) , 11.8(GC%)® _ 35(%formamide) _ 820

Tm =79.8 +18.5log[salt] +
100 100 100 length

For DNA-RNA:

Replace 0.35 (%formamide) with 0.50 (%formamide), as presented in Wabhl et al..



Plasmid Auto-Annotation

SeqBuilder Pro’s built-in plasmid Feature Library contains over 150 curated features, and allows you to add

your own features, as well.

If your vector sequences lack some annotations, or contain incomplete or obsolete versions of annotations,
you can effortlessly annotate them from the curated versions. Conversely, if you prefer your vector
sequence annotations to the curated versions, you can automatically update the Feature Library with the

new information.

Watch this video to see how easy it is to update vector file annotations:

While the actual auto-annotation takes only a few seconds, there are several optional procedures you may

wish to do before auto-annotating:

» Create a custom feature database for auto-annotation searches

» Specify the features to use in auto-annotation

» Specify the appearance of features in the Annotation Results window
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Create a custom feature database for auto-
annotation searches

When you auto-annotate vector sequences, SeqBuilder Pro searches for potential matches in the installed
Feature Library, and in a custom database of features named “User” features. Creating a custom “User”

database is optional.

To create a “User” database and add features to it:

1. Move sequences to the Feature Library by doing either of the following:

» From the Circular, Linear, or Sequence views, click on a feature or select a range containing
the desired feature(s). The selection must be at least 15 bp in length. Then choose Features >
Send to Feature Library; or select the feature and use Features > Send to Feature Library.

+ Use Features > Feature Library Manager to open the Feature Library Manager. Then drag a
sequence at least 15 bp in length from your computer’s file explorer and drop it on the library
window.

If you send a sequence range or an entire sequence to the database, any features are stripped out of
the sequence and saved as separate entries in the database.

2. Repeat the above step until you have added all the desired features. Note that if you add the same
feature multiple times, all of them will be saved in the database. However, during auto-annotation,
only one will be selected as the “best” match to the query sequence.

3. Select File > Save Project and save the file.

* Note: The default Feature Library is located in C:\Program Files (x86) \DNASTAR\
Lasergene x (Win) or /Applications/DNASTAR/Lasergene x (Mac), where ‘X’ represents the

Lasergene version number.

By default, the modified feature library is stored in C:\Users\\AppData\Loca\DNASTAR
(Win) or ~/Library/Preferences (Mac).
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Feature Library Manager
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The Feature Library Manager is a browser for the over 150 entries in SeqBuilder Pro’s built-in plasmid
Feature Library, and allows you to add your own features to the database. This window also lets you specify
the appearance of features in the Annotation Results window.

SeqBuilder - [Feature Library Manager] EI@
g File Edit Features Enzymes Sequence Cloning Priming Format View MNetSearch Window Help - & =
Q, Eearch @ :X i ACE xfx L

- v [l - TAC - M13 genel =
Enzymes Strand Ruler Translation Features
e W M13 gene = & atggctgtttattttgtaactggocaaattaggectctggaaagacgectegt 50 ol [¥] Line li‘ Weight:
M Mi3gene|_| ° [ M13 gene | E| ]
™ Mi3gene| | T M & VvV Y F ¥V T & K L &€ 8 6 K T L Vv | &F ]
= Bsel 100 Shadow l:‘
M M13 gene ° Gsal
Feature
e M MI3 gene 5 tagcgttggtaagattcaggataaaattgtagectgggtgcaaaatageaa
e M MI3 gene ° W15 gene | Shape:
e M M13 gene 1 5 v G K | Q@ D K I ¥ A G C K | A [Fi”Ed Arrow ‘]
e M M13 gene 5 ctaatcttgatttaaggecttcaaaacctoccogocaagtegggaggttceget 150 Linkage: Label position:
M13 gene |
e 4 M3 gene ° - :
1 T N L DL R L @ N L P @V G R F A [solid | [Inside 7]
o b MI13 gene 5 aaaacgcctcgogttcttagaataccggataageccttctatatectgattt 200 [¥] Label Attached
e b M13 ori a M13 gene | -
e M floni Bpul0l Asel -
. fd oni BseYl ' Pacl N
M fdoi Gsal Peil Peil Neel BsaBl  Béal  Asel
e W TetR =
M AmpR [ 200 [ 400 | o0 500 | 1000
e M BlA(M) [ W% gene | -
e M KanR i
e M NeoR CDS 2 1.1047 =l
o M KanR ldnas_title = W13 genel =
— | rop lgene =1
o M CamR Ilcodon_start = 1 M
o M cedB frans|_table = 11
e A SR Iproduct = Gene 1 protein
o M SpeR - fdb_xref = InterPro:lPRODE900
< m._ | G Idb_xref = UniProtkB/Swiss-ProtP03656
DMNASTAR - franslation = MAVYFVTGKLGSGKTLVSVGKIQDKIVAGCKIATNLDLRLONLPQVGRFAKTPRVLRIPDKPSISDLLAIGRGNDSYDENKNGLLY

The tools at the top of the window control aspects of how the Sequence view, and sometimes the Linear
view, are displayed or formatted in this window. The selected formatting will also be used for any auto-
annotations that originate from the Annotation Results window. Use of these tools is described in Specify
the appearance of features in the Feature Library Manager and the Annotation Results window.

The top pane in the main portion of the window shows the Sequence view for the selected feature. The
display of cut sites, sequence(s), translations, rulers and features in this section depends on choices made
using the tools at the top of the window. When multiple features are selected from the Feature list (see
below), sequences and translations in this view are displayed as a series of n’s, and no cut sites can be

displayed.
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g agacagaataagtcatcagcggttgtttcatttcocctatatttttttttta

1 R QO N K 5 5 A ¥V VW 5 F P | F F F ¥
a Bcivl
5 tttttttattttttaataagggaaaatttaacgtctaaggatacagaaga

o B R B B AR 100

1 F F I F G K I . R L R I Q@ K
a Afll Bpuldl
g ttgttagcacattaaagtaataaaggcttaagtagtaagtgeoccttageat

o 1—|—|—P|—PH—|—|—|—PPP|—PH+|—PPPP|—|+PP|—PPH—|—PPPP|—H+P|—PPPPI- 150

The middle pane of the Feature Library Manager displays the Linear view for the selected plasmid feature.
The display of cut sites and features in this section depends on choices made using the tools at the top of
the window. When multiple features are selected from the Feature list (see below), no cut sites can be
displayed in this view.

Bimrl
Edal’ Fall
Bdal’ Hindlll
Edal Fall
Ecivl Aszel Acul AlwI BsrDl Mfel
AfI Bdal Pcil Psil Estxl EsmBl BssSl Fall Bsgl Asel
Bpulll = Fshdl Acll Psil Asel Diral FfIMI ¥bal Mmedlll Fall Earl Ahdl
-_—

200 400 600 800 1000

—  ew >

The bottom pane of the Feature Library Manager shows the Feature list for the selected plasmid feature.
Items in this section can be edited by clicking on them and typing, just as in SeqBuilder Pro’s main Features
view. If multiple items are selected in the Feature list, this pane is blank.
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Specify the features to use in auto-annotation

To specify the features to use in auto-annotation:

Specifying which features to use in auto-annotation is optional.

Choose Features > Feature Library Manager. This automatically loads the installed database file
named feature.library. The Feature list on the left of the Feature Library Manager is populated with the
name of each feature in the installed database, but the rest of the window is unpopulated.

(optional) To choose a different feature database, use the drop-down menu under the list. DNASTAR
represents the installed library features, while User represents a custom database.

.......... M pCMV

.......... b p_OplEl
1| '?} r qu
‘DNASTAR v'

. To populate the remainder of the window, select a feature from the Feature list by clicking on its
name. You can select multiple features using Ctrl/Cmd+click or Shift+click, but sequence bases,
translations and cut sites will not be displayed in this case. Multiple selection is used primarily to
apply style changes to a number of library items simultaneously (see below).

To find a feature of interest, type its name (or a portion of its name) in the search bar above the list
and press Enter/Return on the keyboard. To clear search results and return to the full list, press the

Q, bla Q
— M bla
......... M bla(M)
......... M p_blaP3
e M p_blaPl

4. To specify which features to include/exclude from an auto-annotation search, check or uncheck the

boxes next to their names. By default, all features on the list are checked. Unchecked features are
grayed out.
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5 8

......... MM fl_ORI
......... B fd_ORI

5. To save changes made in the Feature Library Manager, choose File > Save Project. These are the
two types of changes that are preserved even when you update from one Lasergene version to
another:

. o The presence or absence of check marks in the Feature list on the left. Unchecked items will
not be considered when searching for matches in the Annotation Results window.

o Changes made in the Features pane (for changing the format style) are used in auto-annotation
of features in the Annotation Results window.
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Specify the appearance of features in the
Feature Library Manager and Annotation

Results window

You can use the tools at the top of the Feature Library Manager to control how features are displayed in the
Manager, itself, and in the Annotation Results window after performing the auto-annotation procedure. This

step is entirely optional.

For example, you could specify that all /JacZ features be shown using light blue arrows outlined in purple.
Later, when you looked for query matches in the Annotation Results window, all lacZ features would be
displayed in the specified style. To try a similar workflow, see Try it! — Create a style set for CDS features.

The following table describes how to use the tools to change the appearance of features.

Tool

Enzymes

X .

Enzymes

Strand

& .

Strand

Ruler

ACG
Lo -

Ruler

Menu options

Mone

Unique Sites

Six+ cutters

Blunt

5' Owverhang

3" Owverhang
Two cuts max
Abasl Compatible
FrudHI Compatible
BstKTI Compatible
Abasl Compatible

Top Strand
Both

Mo Rulers
Sequence Ruler
Translation Ruler

Both

Lets you specify...

Whether to display a particular class of enzyme cut sites,
or no cut sites, on both the Sequence and Linear views.
The available selectors are a subset of those available
using the Filter by Selectors check boxes in the upper
pane of the main SeqBuilder Pro Document window.

Note: When multiple features are selected from the
Features view, no cut sites are displayed, regardless of
the selection made here.

Whether to show the sequence for the top strand, or for
both top & bottom strands, on the Sequence view.

In the Sequence view, whether to place a ruler under the
sequence, under the translation, neither, or both.
Choosing Translation Ruler or Both causes a
translation of the sequence to appear, along with the
sequence.



Mo Frames
. @ OneTop Frame
Translation
1 Top Frames
TAC - One Bottomn Frame
Translation
Bottormn Frames
All
[¥] Line || weight
Fill
Shadow
Features Feature
e Shape:
=
Features ’ Filled Arrow - ]
Linkage: Label position:
| Solid v | | Inside v

Label Attached
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Whether to display translations in the Sequence view for
1 or 3 reading frames and for top and/or bottom strands.
The options are similar to the Full Translation
checkboxes in the upper pane of the main SeqBuilder
Pro Document window.

Style options for annotations in the Sequence and Linear
views.

» To display an outline around the feature, check
the Line box and choose a line Weight using
the drop-down menu.

* To select a different line color from the current
color, click on the colored box to open the color
chooser.

* To hide the outline, uncheck the Line box.

* To provide a solid fill color or drop shadow for
the feature, check the Fill or Shadow box. If a
different color is desired, click on the
corresponding colored box to open the color
chooser.

* To remove the fill color or drop shadow,
uncheck the box on the left.

* To choose a different shape for the feature,
select an option from the Shape drop-down
menu.

» To choose what type of line to use in linking
multi-segment features, make a selection from
the Linkage drop-down menu. The “DNASTAR”
(installed) library does not contain multi-
segment features, but such features can be
added as “User” features.

* To include a label for the feature, check Label

Attached. Use the Label Position drop-down
menu to specify a location for the label.
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Try it! — Create a style set for CDS features

The Feature Library Manager can be used to specify how to display particular features or groups of features
when auto-annotating plasmids/vectors in the Annotation Results window. This tutorial shows how to specify
a particular style for displaying all CDS features, but can be adapted to design style sets for any individual
feature or group of features in the Feature Library Manager.

1. Choose Features > Feature Library Manager.

2. In the Search bar on the top left, type in CDS and press Return/Enter on your keyboard. All non-CDS
features will be removed from the Feature list below the search bar.

Q CDs (%]
......... R =
......... B M13D
......... B M13 IO
......... e
......... = R

e s

3. Select all items remaining in the Feature list (i.e., the CDS features) by clicking on the first feature on
the list, and then Shift+clicking on the last feature.

]

ol
4. Click on the Style tool at the top right of the window ( Style ) to open the Style pane.

[¥|Line IE Weight:
[Z]Fill ]

Shadow I:'

Feature
Shape:
| Filled Arrow -|
Linkage: Label position:
| Solid - || Above -|

Label Attached

The feature is currently displayed as:
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nnnnnnnnnn

-|—|—|—|—|—|—|—|—|—|-

All Selected

5. Change the Line and Fill colors to lilac by clicking on the corresponding color boxes. Change the
Weight to 8, and change the Shape to Stroked Arrow. Specify a Label position of Inside.

The feature is now displayed as:

[¥] Line IE Weight:

7] Fill ]
Shadow

Feature

Shape:

IStmked Arrow - ]

Linkage: Label position:

| Solid v | [Inside v
Label Attached

6. Press the ‘X’ in the top corner of the window to close it. When prompted to save, choose Yes.

-

Feature Library @

Save changes to project "Feature Library" before closing?

[ Yes J [ Mo ] [ Cancel

7. Follow the steps in Perform the auto-annotation procedure. CDS features will preserve the style
formatting set up in the steps above.
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Perform the auto-annotation procedure

If your vector sequences lack some annotations, or contain incomplete or obsolete versions of annotations,
the following procedure lets you effortlessly copy features from a curated Feature Library, or from your own
custom features, to the query sequences. Conversely, if you prefer the query annotations to the library
versions, you can automatically update the Feature Library version to match the annotations in the query

sequences.

Before following the steps below, you may wish to create a custom feature database, specify the features to
use in auto-annotation, or specify the appearance of features in the Feature Library Manager and
Annotation Results window. These preliminaries are entirely optional.

To auto-annotate a vector sequence from the installed Feature Library and/or your own custom feature

database:

1. (optional) If you have created multiple “User” databases (e.g. for different organisms), you must
change one of the databases to the default library name before proceeding. To do this, navigate to
C:\Users\UserName\AppData\Local\DNASTAR/UserFeatures.library (Win) or ~/Library/Preferences
(Mac) and temporarily rename the file UserFeatures.library.

2. Use either of the following methods to specify which vector sequence(s) to auto-annotate:

. o Open the desired sequence in the Document window.

> Open a cloning project in the Project window. Expand the Vectors folder and select one or

more files or folders.
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g

g MultisiteExamplesbp @lﬂl&]
Project
[:] Inserts
,_:_|[:| Vectors

...... pDOMR221-P1P4

------ pDOMR221-P3P2

...... pDOMRZ21 -P4rP3r

...... pDOMR221-P5P2

...... pDOMR221-P5P4

------ pDOMR221-P1PSr

...... pid/PL-DEST™

...... pYES-DESTS2

...... pENTR L1-plac-Lacfalpha-L4

3. Choose Features > Annotate Sequence. In the ensuing Annotation Parameters dialog, specify the
thresholds for calling a match, or check Perfect matches only to effectively set each value to 100%.
By default, SeqBuilder Pro calls a match when a feature sequence matches at least 95% of bases in
the query sequence (Minimum match percentage) and overlaps the query sequence by 98%
(Minimum coverage percentage). After making the desired selections, press OK.

Annotation Parameters

["] Perfect matches only

Minimurn match percentage: g5

Minimurn coverage percentage:  gg

Defalts | | ok || Cancel

The Annotation Results window opens. If the query sequence was already up-to-date, a message will
appear: “No new features were found.” In this case, click OK to exit from the annotation procedure.
Otherwise, the Annotation Results window will populate.
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SeqBuilder - [Annotstion Results] (=N E=E ==
File Edit Features Enzymes Sequence Cloning Priming Format View MetSearch Window Help E@E
=

Accept Checked Cancel

8 matching features reported, 5 are unique. Nen-unique features are unchecked initially. 5 checked entries

Matched | 200 I4ﬂl] ISCICI 800 1000

Feature TetR
1200 la00 B la00 11000 11200
Match
Quality
o [s00 Tiooo Tisone™ T2000 T2s00
Matched Feamre{ Tei
Pre-existing > B <4
Features [ -
Matched feature: [not used] - Putative pre-existing duplicate feature: _ -
CDS 86..1276 El CDS 86..1276 =
title=TetR /gene=tet
A fcodon_start=1
codon_start=1 = ftrans|_table=11 =
v Query Type Matched Feature Score Covera.. 5'Position Strand Length  Description
v pbr322.seq regulatory TetR promoter 100.0 100.0 10 « 36 promoter for tetA
v pbr322seq AmpR 1000 1000 5 »> 40 artificially created by the ligation of two different DNA during the constn
| pbr322.seq DS TetR 100.0 100.0 86 b 1191 teth
pbr322.seq CDs rop 100.0 100.0 1915 A 192 rop
pbr322.ceq CDs AmpR 100.0 1000 4153 > 861 bla
v pbr322seq regulatory AmpR promoter 1000 100.0 4223 » 36 natural promoter for the beta-lactamase gene
v pbr322seq rep_origin pMB1 ori 99.7 100.0 3145 > 622 pMEL crigin of replication
v pbr322.seq CDs bla(M) 996 995 4087 »> 795 bla

The sortable table at the bottom of the window will likely contain both checked and unchecked rows.
A row with a checkmark in its leftmost column represents an annotation that is absent in the query
sequence. A row without a checkmark represents an annotation that already exists in the query
sequence. The version from SeqBuilder Pro’s plasmid Feature Library may be more accurate or up-
to-date than the annotation currently in the query sequence, so you may also wish to examine these
entries. See The Annotation Results Window for detailed information about the contents of each pane
of the window.

* Features shorter than 15 bases in length are omitted from searches, even if they exist in the
Feature Library as “User” features.

4. Click on a feature row to make it the active feature and to populate the rest of the window with
information relevant to that feature.

5. Use evidence in this window (e.g., match quality, shared endpoints, etc.) to determine whether or not
to copy a feature to the query sequence. For instance, you may wish to copy the feature if the plasmid
database version is more complete, or if it represents a new feature that does not yet exist in the
query sequence.

Example:

An unchecked row was selected in the annotation match table at the bottom of the window. The
Matched Feature / Putative Duplicate Feature panes (below) reveal that both features cover an
identical range, good evidence that they are duplicates. The feature in the query sequence is named
Km( R ), while the plasmid Feature Library calls it KanR but refers to “Kanamycin kinase” and
“Geneticin®” in the /note and /function fields, hinting further at a possible match.
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Putative pre-existing duplicate feature: _—
CDS 3111..3920

fdnas_title=Km({R)

finvitrogen=1200000

funtifikey=4

flabel=Km(R)

As it happens, Invitrogen/Life Technologies’ Geneticin® is the antibiotic also called G418. It is an
aminoglycoside related to Gentamicin. The enzyme encoded by this gene confers resistance to
Geneticin as well as the related antibiotics Neomycin and Kanamycin. So Km( R ) and KanR are
indeed the same gene. However, the plasmid Feature Library version on the left contains
considerably more detailed information, and you will probably want to use this information to overwrite
the feature currently in the query sequence.

6. To copy checked features from the Feature Library to your query sequence(s) (or vice versa, for rows

"

Accept Checked

Q

Cancel )

in which Replace has been specified), click on the Accept Checked tool ( ).If you

instead wish to exit without copying any features, click the Cancel tool (

7. If you copied any features to the query, we recommend immediately using File > Save Project to
save them. Otherwise, if you later close the project without saving, any changes will be lost.
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Annotation Results Window

The Annotation Results window displays putative matches between SeqBuilder Pro’s plasmid Feature
Library and one or more query sequences, usually vector sequences from a cloning project. If the query
sequence lacks some/all of the located features from the plasmid Feature Library, or contains incomplete or
obsolete versions of certain features, this window allows you to copy features from the database to the
query sequence. To open the window, select one or more sequences from the Project window and then
choose Features > Annotate Sequence.

This topic describes the layout of the window. To learn how to perform a search, evaluate putative feature
matches and add them to the query sequence, refer to Perform the auto-annotation procedure.

SeqBuilder - [Annotation Results] (== E=h ===
File Edit Features Enzymes Sequence Cloning Priming Format View NetSearch Window Help E@E
T
W

Accept Checked Cancel

8 matching features reported, 5 are unique. Mon-unique features are unchecked initially. 5 checked entries

Matched [ | 200 l400 Is00 Is00 [1000
Feature

Tz00 T Ten Tz00 11000 T1200

Match

[ [s00 T1000 Tispn. oo T2000 T2s00
Matched Feature{ TetR B o
Pre-existing 4 B <4
Features —  S—-— -
Matched feature: [not used] - Putative pre-existing duplicate feature: _ -
CDS E‘ CDS 86..1276 |;|
TetR b /gene=tet —

{codon_start=1
> ftrans|_table=11

v Query Type Matched Feature Score Covera.. 5'Position Strand Length  Description
v pbr322.seq regulatory TetR promoter 100.0 100.0 10 - 36 promoter for tetA
v pbr322seq AmpR 1000 100.0 75 » 40 artificially created by the ligation of two different DNA fragments during the constn
 pbr3z2.seq cDs Teth 1000 1000 86 « 191 teth
pbr322.seq CDs rop 100.0 1000 1915 -« 192 rop
pbr322.seq DS AmpR 100.0 100.0 4153 > 861 bla
v pbr322seq AmpR 100.0 100.0 4273 » 36 natural promoter for the beta-lactamase gene
v pbr322.seq rep_origin pMBL ori 9.7 100.0 3145 > 622 pMEL origin of replication
v pbr322seq CDs bla(M) 996 995 4087 » 195 bla

Components of the Annotation Results window are described below from top to bottom. However, note that
the selection made in the lowermost pane determines the contents of all other panes.

After you have examined putative feature matches in the table, use the Accept Checked tool (

I
w

Accept Checked

) at the top of the window to copy all features checked in the table below to the query

Q

sequence. Alternatively, click Cancel ( {:HHCEI) to close the Annotation Results window without copying any

features.

The header area shows how many matching features were found, and how many were unique.
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8 matching features reported, 5 are unique. Mon-unique features are unchecked initially.

The Matched Feature pane near the top of the window shows the full width of the selected feature in the
style specified in the Feature Library Manager. If no style has been specified, it is instead shown in the
default style.

Matched | 200 400 600 ISUU 1000

Feature TetR

The Match Quality pane displays an alignment histogram that uses the query vector’s coordinate system to
show where a plasmid Feature Library feature matches the query sequence. The top bar represents the
feature from the plasmid database, while the bottom bar shows the location of that match on the query.
Gaps appear as empty space, mismatches are displayed in yellow, and matches appear in green.

| ges l&70 le7s lss0 | ges lsso

Match [ ]
Quality — = =

The Matched Feature/Context Features pane uses the query vector’s coordinate system to show features
that overlap or are near to the feature selected in the table. Gray vertical lines at the endpoints of the
feature can be used to find features with identical or near-identical endpoints. Imperfect matches can still
represent duplicates. For corroborating evidence, look for significant overlap in features, as well as text field
matches.

T Py e B T
Matched Feﬂlune{ e LT o T e
-
Pre-existing =
Features L

The Matched feature and Putative feature panes just above the “annotation match table” lets you compare
text information from the feature in the query sequence (on the right) and the putative plasmid Feature
Library match (on the left). If the query sequence does not already contain the putative feature (i.e., the row
in the table below is checked by default), the right pane will say: “No putative duplicate found.”

Matched feature:

regulatory 10..45
/dnas_title=TetR promoter
Iregulatory_class=promoter
Inote=promoter for tetA

| »

Mo pre-existing duplicate found on pbr322.seq

m

1

The Annotation match table in the lower half of the window consists of a list of annotations that match the
query sequence at the specified thresholds for match and coverage percentage. To sort entries
alphanumerically based on a particular column, click on the corresponding column header.
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v Query
phr322.seq
W phr32lseq
phr322.seq
pbr322.seq
pbr322.5eq
v pbr32seq
pbr322.5eq
v pbr322seq

<

<

Type

Matched Feature  Score

regulatory TetR promoter 100.0
qul AmpR 100.0
CDs TetR 100.0
CDs rop 100.0
CDs AmpR 100.0
AmpR 1000

rep_origin pMEL ori 99.7
<Ds bla(M} 99.6

Coverage
100.0
100.0
100.0
100.0
100.0
100.0
100.0

93.5

5' Positien

10

75

86
1915
4153
4223
3145
4087

The table columns are described below:

Column
name

Query
Type
Matched

Feature

Score

Coverage

5’ Position

Strand

Length

Description

Strand

YT Y Y Y A A T A

Length
36
40

1191
192
861

36
622
795

User Guide to SeqBuilder Pro - 17.5_en

Description

promoter for tetA

artificially created by the ligation of two different DMA fragments during ...
teth

rop

bla

natural promoter for the beta-lactamase gene

pME1 erigin of replication

bla

A check mark at the left of a row signifies a unique annotation: it exists in the plasmid Feature
Library, but not in the query sequence. If multiple versions of an annotation match the query, only
the best match is checked, by default. An unchecked row signifies either a non-unique annotation
or a duplicate annotation where one of the other duplicates was a better match. The leftmost
table cell for each row is used to add or remove these check marks manually. When you click on
the cell, a menu opens with the following choices:

v Accept

U Replace

Ignore

Accept — To transfer the Feature Library version of this annotation to the query

sequence.

Replace — To overwrite the pre-existing query sequence version of this feature with
the Feature Library version.
Ignore — To remove an Accept or Replace designation from the row.

The name of the query sequence that the plasmid Feature Library match pertains to.

Feature type (e.g., CDS, regulatory, rep_origin, etc.)

Name of the feature for which a match was found.

Likelihood that the plasmid database feature is a match for the query sequence, based on
calculations made within SeqMan NGen.

(Length of the plasmid database feature / length of the putative match in the query sequence) x
100%

5’ Position of the plasmid database feature on the query sequence’s coordinate system.

Contains an arrow showing the strand direction, left ( < ) or right ( = ).

Length of the plasmid database feature.

Description Description of the plasmid database feature.
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Automated Virtual Cloning

SeqBuilder Pro supports automated virtual cloning using a wide variety of cloning techniques. Simply select
your insert and vector sequences, and SeqBuilder Pro will automatically construct the virtual clone. Choose
vectors from the vector catalog provided, or add your own custom vectors with ease. Once your clone is
made, the Cloning Summary view shows details about the fragment inserts, primers, fragment junctions, as
well as the steps needed to prepare the vector and amplify the insert. The following video is a brief
introduction to virtual cloning in SeqBuilder Pro:

Virtual cloning consists of optional preliminary steps and the main cloning workflow.

Preliminary steps:

These optional steps take about 2-20 minutes each, but can provide benefits for many future cloning
workflows.

+ Add custom vectors to the cloning vector catalog

o Create a custom vector for Gateway cloning

o Create a custom vector for TA cloning

o Create a custom vector for directional TOPO cloning

» Auto-annotate vector sequences
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Main cloning workflow::

The main cloning workflow takes only a few minutes from start to finish. However, for purposes of
explanation, it has been divided into seven steps.

1. Start a cloning project and specify the insert

2. Specify the method and options

3. Specify the vector and entry clone

4. Digest/linearize a circular vector

5. Run the cloning simulation

6. (optional) Verify the clone

7. View and print cloning results
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Preliminary Step (optional): Add custom
vectors to the cloning vector catalog

A comprehensive cloning vector catalog named CloningVectors.sbp is installed with Lasergene. Before you
begin a cloning project, you can create and add custom vectors to this catalog to use with current and future
projects. As you update Lasergene in the future, DNASTAR will update the vector catalog, but will not
overwrite any vectors that you have imported or customized.

To add a vector to the installed catalog:

1. Use File > Open to open the following file:

* Windows: C:\ProgramData\DNASTAR Data\Lasergene ‘x’ Data\CloningVectors.sbp

* Macintosh: Hard Drive:Applications:DNASTAR:Lasergene ‘x’ Data:CloningVectors.sbp

... where ‘X’ represents the version number.

The Project window opens to display folders containing different categories of vectors.

i )

ﬁ CleningVectors.sbp E@
Project

~-[_] Directional TOPO Vectors
(] T-Vectors

.:l Gateway Vectors

,:l Restriction Vectors

|:| pGEM
(] pBR322
.:l pBluescript
~[] M3

-] puCis
-] puc19

2. Click on the plus sign to the left of a folder to expand it and view its contents. Some folders contain
vectors; others contain sub-folders that must also be expanded in order to view the vectors.
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i

O CleningVectors.sbp [E=N| e (5
Project
D Directional TOPO Yectors

[3 T-Vectors

*

=
m
3
3

3
o
Q
3
m
L

[j Destination Vectors
[j Expression Clones
[j Donor Vectors
[j Multisite Pro
-[ ] pHELLSGATE
[0 pHELLSGATE
[OF pHELLSGATE

....... [OF pHELLSGATES

m

....... [OF pHELLSGATE 12
[ [3 Restriction Vectors

[ pGEM i

3. Decide which folder is best for your custom vector. Then right-click on the folder and select Import.

4. Select your custom vector sequence and press Open to add a copy of it to SeqBuilder Pro’s vector
catalog.

5. Choose File > Save Project.

6. Exit from SeqBuilder Pro.
When you next open SeqBuilder Pro and want to add a vector to a cloning project, you should see your
vector in the folder to which you added it.
To learn how to create specialized vectors for different cloning methods, see:

» Create a custom vector for Gateway cloning

* Create a custom vector for TA cloning

* Create a custom vector for directional TOPO cloning

! Important: Be sure to use the formatting described in these subtopics. This includes saving
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the vector in linear or circular format, as required by the cloning method. Only vectors that
have the specified formatting will appear in the Vector list when you do a cloning project.
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Create a custom vector for Gateway cloning

If desired, a Gateway cloning vector may be constructed manually and then added to the Cloning Vector
Catalog prior to beginning the cloning workflow. Prepare the vector as follows and refer to the example at
the bottom of this topic.

« Set the type to circular by selecting Sequence > Circular.

+ Add misc_recomb features to your sequence on the appropriate sub-sequences where
recombination occurs. Note that while it is preferred for the entire recombination site to exist within
your sequence, SeqBuilder Pro at minimum requires the appropriate att core sequence for each of the
five types of recombination sites. SeqBuilder Pro uses these core sequences along with the feature
labels to correctly identify each Gateway plasmid:

. o Type 1: GTACAAA (forward strand)

o Type 2: CTTGTAC (reverse strand)
o Type 3: ATTATAC (reverse strand)
o Type 4: GTATAGA (forward strand)
o Type 5: GTATACA (forward strand)
» Label the features with the following /dnas_title tags:

. o For Expression Clones: attB1, attB2, attB3, attB4, and attB5

o For Donor Vectors: attP1, attP2, attP3, attP4, and attP5

o

For Entry Clones: attL1, attL2, attL3, attL4, and attL5

o For Destination Vectors: attR1, attR2, attR3, attR4, and attR5

* The classic Gateway cloning protocol uses only types 1 and 2 of recombination sites.
MultiSite Gateway Pro cloning utilizes all 5 types of recombination sites, which allows you to
recombine multiple regions at one time.

Example:

The pAd-PL-DEST sequence provided in SeqBuilder Pro’s Vector Catalog is shown below as an example of
how to use these tags:
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misc_recomb 512..636

/dnas_title="attR1”

/note="attR1”

/label=attR1

/note=“recombination site for the Gateway® LR reaction”

misc_recomb complement(2092..2216)

/dnas_title="attR2”

/note="attR2”

/label=attR2

/note=“recombination site for the Gateway® LR reaction”

After creating and saving the vector, add it to the Cloning Vector Catalog so it can be used with future
projects.
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Create a custom vector for TA cloning

If desired, a T-vector for TA cloning may be constructed manually and then added to the Cloning Vector
Catalog prior to beginning the cloning workflow.

To make the vector recognizable for TA cloning, a specific overhang must be created on both strands at the

3’ ends.
1. Use File > Open to open the file or SeqBuilder project containing the vector sequence.
2. Select Cloning > Change Overhangs.

In this dialog, you can use the Trim Blunt or Fill In buttons to simulate modification of overhangs for
incompatible ends, or manually manipulate the overhangs by dragging the arrows located above and
below the two strands. The Revert button lets you return to the default overhangs.

a. Use the arrow sliders to leave one overhanging thymine (T) residue on the bottom left and

another on the top right.

Change Overhangs l (=] |ﬁ,|
Sequence 5' Sequence 3'
4 . 2
taaatctggagcc agatcgctgagataggt
tatttagacctcgg °°° tcoctagegactetatce
T T
Fillln | | Trim Blunt | | Fillln | | TrimBlunt |
’ Change ] ’ Cancel ]

b. Click Change.
3. Choose File > Save.

4. Add the new vector to the Cloning Vector Catalog so it can be used with future projects.




Create a custom vector for directional TOPO
cloning

If desired, a directional TOPO cloning vector may be constructed manually and then added to the Cloning
Vector Catalog prior to beginning the cloning workflow. To make the vector recognizable for directional
TOPO cloning, a specific overhang must be created at the 3’ end of the forward strand.

1. Use File > Open to open the file or SeqBuilder Project containing the vector sequence.
2. To the 3’ (right) end of the vector sequence, add the bases cacc.
3. Choose Cloning > Change Overhangs.
In this dialog, you can use the Trim Blunt or Fill In buttons to simulate modification of overhangs for
incompatible ends, or manually manipulate the overhangs by dragging the arrows located above and
below the two strands. The Revert button lets you return to the default overhangs.
a. On the left, make sure the pair is blunt, i.e. does not contain any overhangs. On the right, drag

the top arrow to the left to “mask” the bases you just added (cacc). This results in a gtgg
overhang on the bottom right.

Change Overhangs l (=] |ﬁ,|
Sequence 5' Sequence 3'
+ N
atgagtattcaacatttc attaagcattggta
tactcataagttgtaaag % taattcgtaaccatgtgg
T T

Fillln | | Trim Blunt | | Fillln | | TrimBlunt |
’ Change ] ’ Cancel ]

b. Click Change.

4. Choose File > Save.

5. Add the new vector to the Cloning Vector Catalog so it can be used with future projects.




Step 1: Start a cloning project and specify the
insert

The first step in performing a cloning simulation is to specify the insert. The following topics describe six
different methods of specifying the insert to use with your cloning project:

* Option A — Use a sequence file on your computer as the insert

* Option B — Copy inserts from another SegBuilder Pro cloning project

* Option C — Use an entire open SeqBuilder Pro sequence as the insert

e Option D — Use part of an open SeqBuilder Pro sequence file as the insert

* Option E — Use the PCR product of the current primer pair as the insert

* Option F — Use restriction enzyme cut sites to create the insert




Option A — Use a sequence file on your
computer as the insert

2.

From the Cloning menu, select one of the following commands: Gibson, LIC Cloning; In-Fusion
Cloning, GeneArt Cloning; MultiSite Gateway Pro Cloning; Gateway Expression Clone; Gateway
Entry Clone; Restriction Enzyme Cloning; TA Cloning; Directional TOPO Cloning.

equence Priming Format View NetSearch Window Help

Copy Restriction Insert

Paste Restrniction Insert... Ctrl+Shift+V

Gibson, LIC Cloning...
In-Fusion® Cloning...

GeneArt® Cloning..

MultiSite Gateway® Pro Cloning...
Gateway® Expression Clone...
Gateway® Entry Clone...

PCR-Directed Restriction Clening...
TA Clening...
Directional TOPO Cloning...

Clone Selected Fragment

Clone Selected Fragment From Bottom Strand

Change Overhangs...

In the Project tab on the left of the Project window, right-click on Inserts and choose Import.




e et e

M3 Untitied Cloning Praject

Project

Ly

1

Clone

Open
Cut
Copy

Paste

Mew Folder

Import...

Export...
Sort by Name
Sort by Size (Ascending)

3. Make a selection in the file chooser and click Open.
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4. Expand the Inserts folder, if necessary, by clicking on the plus sign.

5. Drag the inserts from the Inserts folder and drop them in the Fragments section near the bottom right

of the Project window.

Vector: ’

Fragments:

vector

or...

1. Open your computer’s file explorer and locate the insert sequence(s) of interest.

2. In SeqBuilder Pro, choose File > New Cloning Project.

3. Drag each insert from the file explorer to the Inserts folder of the Project window.

4. Expand the Inserts folder, if necessary, by clicking on the plus sign. Drag the inserts from the Inserts
folder and drop them in the Fragments section near the bottom right of the window.
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Proceed to Step 2: Specify the method and options.
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Option B — Copy inserts from another
SeqBuilder Pro cloning project

1. Open an existing SeqBuilder Pro cloning project that has the desired inserts in its Inserts folder.

2. Press File > New Cloning Project.

3. Drag the inserts from the original project’s Inserts folder into the new project’s Inserts folder.

-

] Untitled Cloning Projectl [ = || @ |[ &2 |
Project

L

.Q] MultiSiteExarnple.sbp @
Project

[ D Vectors

------ D Clones

4. Close the Project window for the older project.

5. Expand the new Inserts folder, if necessary, by clicking on its plus sign.

6. Drag the inserts from the Inserts folder and drop them in the Fragments section near the bottom right
of the Clone tab.
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Vector:

Fragments:
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vector

Proceed to Step 2: Specify the method and options.
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Option C — Use an entire open SeqBuilder Pro
sequence as the insert

1. Use File > Open to open the file or SeqBuilder Project (.sbd) containing the insert.

2. From the Cloning menu, select one of the following commands: Gibson, LIC Cloning; In-Fusion
Cloning, GeneArt Cloning; MultiSite Gateway Pro Cloning; Gateway Expression Clone; Gateway
Entry Clone; Restriction Enzyme Cloning; TA Cloning; Directional TOPO Cloning.

equence Priming Format View Net Search Window Help
Copy Restriction Insert
Paste Restriction Insert... Ctrl+Shift+V

Gibson, LIC Cloning...
In-Fusien® Cloning...

GenelArt® Cloning...

MultiSite Gateway® Pro Cloning...
Gateway® Expression Clone...
Gateway® Entry Clone...

PCR-Directed Restriction Clening...
TA Clening...
Directional TOPO Cloning...

Clone Selected Fragment

Clone Selected Fragment From Bottom Strand

Change Overhangs...

3. Choose File > Add [sequence name] to Untitled Cloning Project ‘n,” where ‘n’ is a number. The
Document window will become active again.

4. Return to the Project window by clicking on it. In the Project tab, drag and drop the sequence into the
Inserts folder.

5. Expand the new Inserts folder, if necessary, by clicking on its plus sign.

6. Drag the inserts from the Inserts folder and drop them in the Fragments section near the bottom right
of the Clone tab.



Vector:

Fragments:
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vector

Proceed to Step 2: Specify the method and options.
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Option D — Use part of an open SeqBuilder
Pro sequence file as the insert

1. Use File > Open to open the file or SeqBuilder Project (.sbd) containing the sequence fragment you
wish to clone.

2. Use any of the following methods to select the sequence fragment to use as the insert:
. o Manually select a portion of sequence by dragging the mouse across it.
o Click on an existing feature to select the corresponding sequence.

o Use the method described in Using a PCR product of the current primer pair as the insert

o Use the method described in Using restriction enzyme cut sites to create the insert. Note that
you do not actually need use a restriction enzyme cut site as the sequence fragment. The
sequence fragment can be anything you want: an open reading frame (ORF), multiple cloning
site (MCS; polylinker), feature, or a random selection.

3. Choose Cloning > Clone Selected Fragment, or Cloning > Clone Selected Fragment From
Opposite Strand, as needed. The latter command selects the opposite orientation of the sequence.

The Project window opens with the Clone tab active. The selection from Steps 1-2 is placed in the Inserts
folder in the Project tab, as well as in the Fragments section near the bottom right of the Clone tab.

Proceed to Step 2: Specify the method and options.




Option E — Use the PCR product of the
current primer pair as the insert

If you will be using the TA cloning method, you can use the PCR product of the current primer pair as an
insert.

1. Use File > Open to open the file or SeqBuilder Pro project (.sbd) containing the sequence of interest.

2. Create primer pairs.

3. With the Primer Design or Primers view active, choose Priming > Create Insert by PCR.

SeqBuilder Pro extracts the sequence of the PCR product, including any modifications you have
made, and simulates its amplification with Taq polymerase including the addition of 3’ A overhangs to
each end. Primer and product features are carried forward with the insert. The Project window opens
with the new Tag-amplified insert in the Inserts folder.

-

| Untitled Cloning Projectl | = || & [[w23]
Project

- (] Inserts

....... 1% deag.sbd PCR amplified insert

...... I:I Vectors

4. Drag the insert from the Inserts folder and drop it in the Fragments section at the bottom of the
Cloning tab.

Proceed to Step 2: Specify the method and options.
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Option F — Use restriction enzyme cut sites to
create the insert

1.

Use File > Open to open the file or SeqBuilder Pro project (.sbd) containing the vector sequence.

Use the Enzymes tool ( :g ) to apply the set of Unique Sites.

. When you find suitable left and right cut sites, select the region between them by clicking on the label

for the restriction site on one end and then Shift+clicking on the label on the other end.

Choose Cloning > Copy Restriction Insert or use the keyboard shortcut Ctrl/Cmd+Shift+V.

Choose Cloning > Paste Restriction Insert.

The two-tabbed Clone Insert dialog opens, with separate tabs for the Left (5’) End and Right (3’)
End. The corresponding ends of the vector sequence are displayed adjacent to insert ends on each

panel.

P

Clone Insert

] LeftEnd (v3'..I5 | []

Right End {I3* ... ¥53')

Vector 3'

N
aatattgggcaagggcga

¥ W A R A
ttataaccegEttccocgetge

T

Fill In ] [ Trim Blunt ]

Insert &'

N2

cgaggtcatgcagaagtcgt
R 5 C R 5 R
cagtacgtcttcagca

T

[ Fill In ] [ Trim Blunt

Save As Copy titled | Untitled Clone

[] Reverse Complement Insert

Translate: ’F‘.E-_ading Frame 1 v]

Cancel

Clane

There are several operations you can perform while in this dialog:

> To simulate modification of overhangs for incompatible ends, use the Trim Blunt or Fill In
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buttons.

o To manipulate the overhangs manually, move the arrows above and below the two strands.
This can be used to simulate partial fill or end protection.

o To return to the default overhangs, click Revert.

o To flip the insert, with respect to the vector, check the Reverse Complement Insert box.

o The translation for the reading frame specified in the Translate field is shown between the top
and bottom strands for both the vector and insert sequences. As the ends of the vector and
insert are adjusted, the translation is updated automatically. To view the translation for a
different reading frame, select the desired reading frame from the Translate drop-down menu.
Reading frames in this list correspond to the reading frames displayed on the Primer Design,
Sequence, and Linear views.

6. Once the vector and insert have been constructed with compatible overhangs, click the Clone button.

7. Choose Cloning >Restriction Enzyme Cloning.

8. The Project window opens with the Clone tab active. The selection from Steps 1-2 is placed in the
Inserts folder in the Project tab, as well as in the Fragments section at the bottom of the Clone tab.

Proceed to Step 2: Specify the method and options.
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Step 2: Specify the method and options

After beginning a cloning project and specifying the insert, the cloning project should appear similar to the

one below. This example shows four inserts, but your project may contain any allowable number for the
cloning method you will be using. The circular cartoon in the upper right corner displays inserts in the same
order in which they appear in the Fragments section. The cartoon text prompts you to “Choose a vector,”

which you will do in the step following this current one.

(@) SeqBuilder - MultSiteExample.sop] [ESREERT)
Q File Edit Features Enzymes Sequence Cloning Priming Format View NetSearch Window Help Hli"ﬂ
Project m
=3 m Inserts
: I}
|I§ BlueScriptMCs Experiment:  Multisite Gateway Pro 1
[I¥ pGemmcs
(IF poln Method: |Multisite Gateway Pro -
-0 Vectors Choose
i (O] Clones a
Vector: [ '] Vector
Fragments:
GFP
BlueScriptMCS
pGemMCS
a4 1 3
1. In the Experiment text box, keep the default name or overwrite it with another name.
2. If the desired cloning method is not already selected in the Method drop-down menu, choose it from
the list.
Method: |Mul‘ti5ite£-atﬁ Pro vl
Gibson Assembly (LIC,SLIC CPEC,SLICE)
In-Fusion
Genehrt
Vector [
Gateway Expression Clone
Clone: Gatewgy Entry Clﬂqe _
PCR-Directed Restriction Clone
TA Clone
Directional TOPQ Clone
3. (optional) SeqBuilder Pro optimizes method settings, but if you wish to change method options for the
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Gibson Assembly, In-Fusion, or GeneArt methods, you can use the Preferences button.

i ™
LI Cloning Preferences ﬁ

Mumber of Fragrments: | 1-2 Fragments

Construct Length: | 10Kb or less -

Minirum COverlap (Bp): 15

Primer Concentration (nbA): 500

Minirnum Primer Length (Bp): 15

Ok ] ’ Cancel
= -
Option Description
Most cloning methods allow just one insert, but Gibson, In-Fusion, and MultiSite Gateway Pro
Number of cloning each allow different numbers of inserts. The default for this menu is optimized for the
Fragments selected cloning method, but you can override this by making another selection. Choices are

1-2 Fragments, 3-4 Fragments, or Adjust Automatically.

Construct The anticipated length of the finished expression clone. Choices are 10Kb or less, More than
Length 10Kb, or Anything.
Minimum Relevant to ligation-independent cloning methods and constrains the length of overlap to the

Overlap (Bp) specified value or higher. The maximum value allowed is 60 Bp; higher values are ignored.

Primer
Concentration (This option is currently disabled, so changing the value has no impact.)
(nM)

Minimum

Primer
Length (Bp)

Desired minimum threshold for the primer length. The maximum value allowed is 60 Bp;
higher values are ignored.

4. In the Fragments section, drag and drop the inserts until they are in the desired order. For instance: a
promoter, one or two cloning sites, and Green Fluorescent Protein (GFP). If there is only one insert,
skip this step.
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Fragments:

polh
pGemMCS

BlueScriptMCS

GFP

Proceed to Step 3: Specify the vector and entry clone.

Copyright DNASTAR, Inc. 2022 Page 231 of 313



User Guide to SeqBuilder Pro - 17.5_en

Available cloning methods

SeqBuilder Pro supports the following cloning methods:

MultiSite Gateway Pro Cloning

MultiSite Gateway Pro technology enhances the classic Gateway cloning protocol by allowing you to clone
up to four regions at one time. In MultiSite Gateway Pro cloning, three additional types of recombination
sites have been engineered to recombine uniquely between the two ends of a source sequence and a host
vector. MultiSite Gateway Pro cloning can be simulated in SeqBuilder Pro using the five-step cloning
workflow.

The recombination features used in MultiSite Gateway cloning are as follows:
» For Expression Clones: attB1, attB2, attB3, attB4, and attB5
* For Donor Vectors: attP1, attP2, attP3, attP4, and attP5
* For Entry Clones: attL1, attL2, attL3, attL4, and attL5

« For Destination Vectors: attR1, attR2, attR3, attR4, and attR5

* Note: When an r is added to any of these feature names, that indicates the reverse of the
specified site. For example, L5r indicates an L5 site in reverse.
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As in classic Gateway cloning, attL and attR sites recombine, and attB and attP sites recombine. The
recombined sites transform by swapping opposite halves into the opposite set, so attL and attR become attB
and attP and vice versa.

Click here for information on the specific 2, 3, and 4 fragment MultiSite Gateway protocol from Invitrogen.

For detailed information on creating a suitable vector, see the section “Preparation of Gateway cloning
vectors” in Add custom vectors to the Cloning Vector Catalog.

* Note: During the cloning simulation, primers are altered to match the donor vector in the
first clone. When creating inserts with attB1-attB2 primers, SeqBuilder Pro automatically
adds four guanines (GGGG) to the 5’ end of the primer, as per the requirement specified in
in Thermofisher’s online Gateway Technology Manual.

Gateway Cloning

Gateway cloning is based upon the site specific recombination of lambda bacteriophage. Two types of
recombination sites have been engineered to recombine uniquely between the two ends of a source
sequence and a host vector. The sites have also been engineered to allow the recombination reactions to
be completely reversible using two sets of catalytic proteins. These two reactions are called LR and BP, so
named because of the recombination sites involved in each; LR recombines attL and attR sites, BP
recombines attB and attP sites. The recombined sites transform by swapping opposite halves into the
opposite set, so attL and attR become attB and attP and vice versa. Vectors engineered to contain these
sites have been given the names: Entry Clone (attB), Expression Clone (attL), Donor Vector (attP), and
Destination Vector (attR).

When you perform a Gateway cloning simulation in SeqBuilder Pro, you first create an Entry Clone for a
specified fragment insert. This Entry Clone (rather than a fragment insert) is then used as input for making
an Expression Clone. Both type of clones are created using the cloning workflow. You will follow the
workflow once to create the Entry Clone, then again to create the Expression Clone.

A special type of Gateway cloning is RNA interference (RNAI) cloning. This procedure uses Gateway
recombination technology and a special vector (PHELLSGATE and its derivatives) containing two pairs of
recombination sites opposing each other on opposite strands. The cloning system is intended to create an
RNA transcript under expression that interferes with the translation of the cloned gene, thereby suppressing
it.

» To construct inverted repeat Entry Clones, use the vectors pHELLSGATE and pHELLSGATE 4.

» To construct inverted repeat Expression Clones from the single site Entry Clones, use the vectors
pHELLSGATE 8 and pHELLSGATE 12.

For detailed information on creating a suitable vector, see the section “Preparation of Gateway cloning
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vectors” in Add custom vectors to the Cloning Vector Catalog.

Gibson (LIC, SLIC, CPEC, SLiCE) Cloning

Gibson assembly and Ligation Independent Cloning (LIC) are techniques offered by New England Biolabs.
Both cloning methods can be simulated in SeqBuilder Pro using the five-step cloning workflow. Note that
Gibson cloning allows up to 6 fragment inserts. When using this cloning method, restriction insert size must
be relatively large in order to prevent primer overlaps that could keep the fragment from being incorporated
into the expression clone.

In-Fusion Cloning

In-Fusion cloning is a technique offered by Clontech/Takara, and allows a maximum of 2 fragment inserts.
This cloning method can be simulated in SeqBuilder Pro using the five-step cloning workflow.

GeneArt Cloning

GeneArt cloning is offered by ThermoFisher Scientific and allows up to 4 inserts. This cloning method can
be simulated in SeqgBuilder Pro using the five-step cloning workflow.

PCR-Directed Restriction Cloning

PCR-directed restriction cloning utilizes the unique activity of site-specific restriction enzymes. First use
restriction enzyme cut sites to create the insert. If no convenient restriction sites are available, you may
instead select the region you want to clone and SeqBuilder Pro will engineer primers to create sites
compatible with the selected sites of the chosen vector. In either case, proceed to follow Steps 2-5 of the
cloning workflow.

Using a cloning vector with compatible restriction sites, the insert and vector can be digested with restriction
enzymes to generate complementary ends, thereby enabling the vector and insert to be efficiently ligated.
SeqBuilder Pro uses the basic idea very similar to the copy/paste of text editing. The primary difference in
SeqBuilder Pro is the way the sequence endpoints are selected and what happens after the paste
command. The cloning workflow simplifies this further by making the selection of restriction sites easier and
by eliminating the need to find matching sites in the cloned region.

TA Cloning

TA Cloning is a cloning method that takes advantage of the terminal transferase activity of some DNA
Polymerases that add a 3’-A overhang to each end of a PCR product. A linearized vector with prepared 3’-T
overhangs facilitates ligation of the PCR product. TA cloning can be simulated in SeqBuilder Pro using the
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five-step cloning workflow. In Step 1, follow the instructions for Option E — Using the PCR product of the
current primer pair as the insert.

Directional TOPO Cloning

Directional TOPO cloning utilizes the binding activity of Topoisomerase |, and can be simulated in
SeqBuilder Pro using the five-step cloning workflow. A sequence of interest is PCR amplified using a
forward strand primer with four additional bases (CACC). Commercial vector sequences have been
engineered with topoisomerase bound at 3’ and a complementary 5° GTGG overhang. The overhang
invades the 5’ end of the PCR product and anneals to the added bases. The 5’ hydroxyl group of the PCR
product attacks the topoisomerase bound to the vector, releasing it and causing the ligation of the
phosphate backbone. Orientation of the insert is determined by the 5’ overhang, allowing the other end to be
blunt.

Copyright DNASTAR, Inc. 2022 Page 235 of 313



User Guide to SeqBuilder Pro - 17.5_en

Step 3: Specify the vector and entry clone

After specifying the cloning method and options, the next step is to choose the vector. In addition, if you are
performing Gateway Expression cloning, you will need to specify which previously-saved Gateway Entry

clone to use.

1. From the Clone tab of the Project window, select a vector from the Vector drop-down menu. (Learn
how to add your own vectors to this list). The menu has been optimized to contain suitable vectors for
the chosen cloning method. The icon next to each vector shows whether it is linear (required for TA &

TOPO cloning) or circular.

_JTT% Jpunisvs-His-ToPO

=Ml Gateway Vectors
|_:_|C Entry Clones

2. If you are doing Gateway Expression cloning, the Clone drop-down menu will also be present. From
this menu, select the entry clone that was created in an earlier Gateway Entry cloning project.
Alternatively, you may select the entry clone by dragging it from its Project tab folder and dropping it
onto the Clone drop-down menu.

Experiment:  Gateway Expression 1|

O

Method: ’Gatmay Expression Clone v]
Vector: | pLenti6.2/C-Lumio/V5-DEST -
Clone: ’ L1-L2 Entry Clone "’]
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The cartoon on the upper right of the tab will update its appearance and text based on your selections.

Proceed to Step 4: Digest/linearize a circular vector.
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Step 4: Digest/linearize a circular vector

After you specify the vector or entry clone, a Digest or Linearize button may appear. This button lets you
specify where in the vector to insert the fragment. The appearance (or not) and name of this button depends
on which method you chose, and whether your vector is linear or circular.

Method Button name
Gibson Assembly
In-Fusion, GeneArt Meed to linearize the vector

Meed to digest the vector

PCR-Directed Restriction Cloning

TA & TOPO No button (linear vectors required)

Gateway methods No button (uses recombination)

To digest/linearize the vector:

1. Press the Digest or Linearize button opens the Document window and displays the vector and its cut
sites. Providing the vector and insert have already been specified, only enzymes that are unique in
the vector and that do not cut the insert are displayed.

* Note: The same window also opens if you use the Cloning > Clone Restriction Insert
from the Document window without first specifying a selection. The procedure described
below also applies to that situation.

2. Select one or two cut sites using any of the following methods:

. o Click on one restriction enzyme in the Circular view, and then Shift+click on the second
enzyme (if any).

o Select one or two enzymes using the Left Cut and/or Right Cut drop-down menus in the gold
area at the bottom of the window. SeqBuilder Pro automatically populates the menus with
enzymes that are unique in the vector being displayed and are blunt or have a non-degenerate
overhang. In addition, if you have ever manually changed the selector to display other enzymes
and chosen a site that does not meet the criteria above, that site will be displayed in the menus
from that point on.
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-

[ SeqBuilder Pro - [pGEM-3Zf(+} - Untitled Cloning Project 1] [E=R IR
@ File Edit Features Enzymes Sequence Cloning Priming Format Wiew MNetSearch Window Help |_ || & || X
Size: 0.9x Pasition: 1 o 2

‘ %Seﬂings| @ Detais

pGEM

Afill
Pl

3Zi(+)

5
3197 bp

Ahdl

N mahﬁfﬁﬁal

i |

BseYl Geal

Awh|

3

m

T Linear 125 Sequence  £3

PrimerDesim][ E®  Feat b

e

Getting Started in
SeqBuilder Pro

Watch a training video

Recent Documents:

pbr322 seq

deag.sbd

Human Calmadulin.pro
puclf.seq

LAMCG. seq

Untitled.sbd
deagPCR401 sbd

Untitled Cloning Project 2.sbp

MultiSiteExample.sbp

Left Cut

Right Cut

v] Mone

MNone

46 enzymes displayed EcoRI (6) - GtAATTLC
Sy S2cl (16) - GLAGCTTC

AceB5] (18) - GTGTACLC
Kpnl (22) - GLGTACTC

BamHI (27) - GTGATCLC
Xbal (33) - TTCTAGLA
5all (39) - GITCGALC
Shfl (49) - CCLTGCATGG
Pstl (49) - CLTGCATG
Sphl (55) - GLCATGTC
HindII (57) - ATAGCTLT
Pcil (446) - ATCATGLT
BseYI (750) - CtCCAGLC
Gsal (754) - CLCCAGTC
Aatll (2261) - GLACGTTC
Ndel (2510) - CATTALTG

NgoMIV (2888) - G1CCGGLC

] Choese the cloning region:

Select Cancel

A

o Select one custom cut location by clicking on that base in the Circular view. Or select two cut
locations by dragging the mouse across the area that should be removed.

> When you have made your selection(s), press the Select button on the bottom right.

3. To return to the cloning window without cutting the vector choose Cancel. Otherwise, press Select to
confirm the cloning region. When prompted to confirm file modification, select Yes.
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;
File Modified [

E The file '"M13mpl8 - Untitled Cloning Project 1' has been modified. Would you like to save it?

Yes I [ Mo ] [ Cancel

If you selected cut sites, information about them now appears below the Linearize or Digest button.

Linearize

Selection: Top strand 2513 (BstAP
to 2564 (Sfol), length = 52

Proceed to Step 5: Run the cloning simulation.
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Step 5: Run the cloning simulation

When you have specified the insert and vector, and set up additional options as desired, you are ready to
begin the cloning simulation:

1. Press the Try It or Clone button in the bottom right corner of the Project window. The view switches
from the Clone tab to the Summary tab.

DNASTAR®

1
]
Software for life scientists 1
1
i
i Fragment Junctions
Cloni i
onin umma i
g ry 1 pAd/PL-DEST™-polh
1
:SQVCTKKQASVAX
| BH K F VvV g ¥ 35 R L gL L
1 T 5 L ¥ K K A G F 5 C
Fragments : TCACRAGTTTGTACARAAAAGCLGECTTCAGTTRCTGE
|l V L K ¥ L FAUPETLGQQ
) :CTQVE‘FCAETAS
pAd/PL-DEST™ H L ¥ TocCcFTULTLS . NS X
i
DOIh : polh-pGenMCs
1
pGemMCS : I L QL CI gQ K LTLTEF E
| ¥ Y YN F V Y X S C . NS5 X
) | I ¥ I T T L1 7Y TZXKJV V R I R X
BlueScriptMCS : ATRAATATCACAACTITGTATACAARAGTTGTTAgaattcgag

F I v v K ¥ vV F T TUL I R X
¥y I ¥ ¢ 5 @ I ¢ F N N 5 N 5 X
L ¥ . L KT YL UL . F E L

GFP

pAd/PL-DEST™

pGenMC5-BlueScriptMCs

Steps C ¥ L . Q L F S I Q 5 CZ R ¥ R X
LS FNNTFT FLTYZERVYVVYVGETG
@ 2L TTFTFTYTZXTLS5 TV P X
1) Amplify polh using primers: tgcaaget tTAACAACTTTTTTCTATACAAAGTTGT Cggtace
Top: 5'-GGGEACAAGTTTGTAL: GCAGGCTTCAGTTGCTGATATCATGGAGA-3' c n ¥V vV EKEK .V FNODTG G P
Bottom: 5'-GGGEACAACTTTTGTATACAAAGTTGTAATATTTATAGETTTTTITA-3" L s c s TR ETcLQRTYGRX

A L K L L K XK R Y L T T P V P X
2

Recombine step 1 with pDCNR221-P1PF5r

3

kmplify pGemMCS using primers:
Top: 5 -GGGEACAACTTTGTATACRARRAGTTGEGT TAGRATTCGAGCTCGGTACCC-3"
Bottom: 5'-GGGGACARACTITGIATAGRARAGTIGGGTGRAGCTIGCATGCCTIGCAGETC-3" G A Q B N C I

BlueScriptMC5-GFP

I ¥ L 6 . . V X
vV ELUNUPTVWV . . 5 WV N E . X

4 W 5 5 T @ L ¥ N KV G L M 5 K

Recombine step 3 with pDONR221-PSP4

ytogagctcAACCCARCTGTATARTARAGTTGGGTTAATGAGT

Amplify BlueScriptMCS using primers: H L EV W S5 ¥ L L T P N I L L X
Top: 51— BACTTTGTATAG GTTGGETTAGGTACCGGECCCOCCCTC-30 P a2 .6LQ1ITITFUNTE.THTTF
Bottom: 5'-GGGGACAACTITGIATAATARAGTTGGGTIGAGCTCCACCGCGETIGGC-3" s s L & Vv T ¥ ¥ L g T L 5 ¥ X

5

[

Recombine step 5 with pDONR221-P4rP3r

GFP-pAd/PL-DEST™
7

Amplify GFP using primers:
Top: 5 -GEGERCARCTITGIATARTARAGTIGECI TARTCGAGTRALGGAGRAGRLCTT-3" T ¥ R T g L. 8 ¢ T KK W ¥ H K
Bottom: 5'-GGGGACCACTTTGTACAAGRAAGCTGGGTTCTATITTIGTATAGTITCATCCA-3! g I E P S5 F L V g 8 G I T §

Yy ¥ . N P A F L Y KV V 3 @ WV

AGCTTTCTTGTACRRAGTGGTATCACARG

L Y F & A KEKEJXYLTTTUDOCT
Recombine steps 2, 4, &, and & with pAd/PL-DEST™ v F L VvVWSESG VT FHTY . L N

C I 5 6 L KRTUOCTLUZPTIUVTL

-]

Recombine step 7 with pDONR221-P3F2

9

2. Review the three Summary sections: Fragments, Steps and Fragment Junctions. If the summary
procedure does not meet your requirements, click Change to switch back to the Clone tab, where you
can make changes. Otherwise, click Make It to proceed with the cloning simulation.

If simulation is successful, a new folder is added to Project tab of the Project window. Depending on
the method used, this folder may contain a copy of each insert and entry clone, as well as the
expected product that will be created after recombination occurs (i.e., the finished expression clone).
Any item can be opened in the SeqBuilder Pro Document window by double-clicking on its name.
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If simulation is unsuccessful, you may receive the error message “The vector is not digested by
restriction enzyme(s).” This message may be seen when performing a cloning simulation where
restriction enzyme cut sites were used to create the insert. Click Change to return to the Clone tab,

then try again using a different insert.

The Setup tab asks whether you wish to verify the clone. You can perform cloning verification at any
time. If you have already prepared the clone in the laboratory and sequenced it, proceed to Step 6

(optional): Verify the clone. Otherwise, continue to the next step.

Save the cloning project using File > Save Project. Then proceed to Step 7: View and print cloning

results.
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Step 6 (optional): Verify the clone

SeqBuilder Pro 15.1 and later offers the ability to verify whether or not a clone produced in the laboratory
matches the version designed in SeqBuilder Pro. To learn how, watch this brief video or follow the written
instructions below:

To verify a clone:

1. Use SeqBuilder Pro to design a virtual clone. After completing Step 5: Run the cloning simulation, you
will be asked if you wish to verify the clone, discussed in this topic. If you have already created and
sequenced the clone in the laboratory, skip to step 5 of the instructions below. Most users, however,
will continue to step 2 of the instructions below.

2. Save the cloning project.
3. Create the clone “in real life” in the laboratory.

4. Sequence the lab clone via Sanger sequencing and put the resulting .abi files on the same computer
used to design the virtual clone.

5. Launch SeqBuilder Pro and use File > Open to open the original cloning project.
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SeqBuilder Pro - [pBR322_FUSION_CONSTRUCT.shd]
g File Edit Features Enzymes Sequence Cloning Priming Format View MetSearch Tools Window Help mmm
Size: 0.7x Position: 1 4332 bp - &

‘@)sme S Enzymes
[ Line: (] weight:

=

| EIFiE =
@ [“|Shadow:  [H]
Feature
Shape:

/ pBR322_FUSION_CONSTRUCT

Primer Design

E = Linkage:
=
4332 bp Label Position:
[=] ———
{5 Settings
L Circular Map
[7|Title:  pBR322_FUSION_C(
% Length: 4332 bp
2

< | | Priming Sites
KOs T e | 155 Soqence | 5 Pimer Do =, |l
Most Stable:
Show (& Type Name Range Strand  Leng * 7] Dimer 7] Pair Dimer
v | @ [Res 1905.1910 > 6 Hairpin

= = Site Summary
I’rimers}[_%r] Cnmment?[ﬁ Iﬁ-‘mq)] Sﬂe&lmmq][e History [ Show Fragment Size

46 enzymes displayed, 46 total cuts, 0 do not cut

6. Choose Cloning > Verify Clone. The Project window opens with the Setup tab active.

SeqBuilder Pro - [Untitled Cloning Project 2] o ===

.Q] File Edit Features Enzymes Sequence Cloning Priming Format View MNetSearch Tools Window Help mmm

Project Setup | Results
C] Vectors

Clone Verification

2899 3122

Clone: l pBR322_FUSIOM_COMSTRUCT hd

Set Insert Location

Reads

To enter reads, drag and drop from the project catalog or select files using the "Browse Files
for Reads..." button.

Browse Files for Reads...

7. Use the Clone drop-down menu to specify the clone of interest, if it is not already specified.

8. If SeqBuilder Pro cannot locate the cloning insert, the Set Insert Location button will be enabled.
Press the button to navigate to the insert.
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9. Press the Browse files for Reads button at the bottom of the Setup tab. Navigate to the Sanger .abi
files obtained from sequencing the laboratory clone.

10. Press the Run button.

Reads

pbr322_F 1.abi

pbr322_R_1.abi

Browse Files for Reads...

Behind the scenes, DNASTAR’s SegMan Pro’s alignment algorithm runs an alignment to verify
whether or not the “real life” clone matches the virtual clone designed in SeqBuilder Pro.

Proceed to the topic Interpret results from clone verification.

Copyright DNASTAR, Inc. 2022 Page 245 of 313



Interpret results from clone verification

After following the steps in Step 6 (optional): Verify the clone, SeqBuilder Pro displays the results in the
Results tab of the Project window. The results consist of up to three sections, and may feature graphics,

messages and links.

Interpreting messages in the Results tab:

Situation Results tab shows...

The actual done appearsto agree with the
com puter Emulation. |

No issues
No significant variations reported. |
The adual done appearsto agree with the
com puter Emulation.
There may be some mismatchesworth examining
liged below
Minor

. Example of a clone with a frameshift:
differences

Notable variations:

Clone Position Location Dist Type Base Call Codon Alignment Position

2697 vector -1k Indel A 3 EGAA =X:GAx 1904

Major Example of a clone with a large mismatch:
differences



1 - pbr322_R_1.abi{1+540)

2 - pbr322_F_1.abi[1>398)
25305 —~a152

Highlighted regions contain conflicts of a density
that suggest that the actual clone differs from the
computer simulation.

CAUTION: Highlighted regions suggest that the
clone iz not in agreement with the computer

Attenﬁﬂn! simulation.

The Clone

Disagrees

Show the reads assembled with the clone.

Notable conflicting regions:

Clone Position Conflicts Location Alignment Position
1870 1976 15.3% vector 1870 1975

Notable variations:

Clone Position Location ze Call Codon Alignment Position
2540 vector -40 k Indel G - GGGGE = GIGGx 1861
2550 vector -39k Indel G - GGGGE = GIGGx 1862
2551 vector 38k Indel G - W.GTC = S TCx 1863
2552 vector 37k Indel T - WGTC = AGCx 1864
2665 insert A T6 Indel G - VGTG = X TGx 1977
2700 insert - 111 SNP T C P:CCT = P.CCc 2012
2774 insert 4185 SNP G C TGA = STeA 2086
2358 insert 4260 SNP G C SAGT » TACT 2170
2360 insert - 271 SNP T A FTTC = L.aTC 272
2034 insert 2Tk SNP C G S:AGC = RAGH F245
3042 insert 109 » SNP T A M-AAT = K.AAS 2354
3093 insert 3k Indel - T CTGT = LTiG 2410
3131 inzert 20k Indel A - KoAAG = X AGH 2444
3150 insert 1k SNP A L:CTA = L.CTt 2483

Using links in the Results tab:

Link

Result
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“Show the reads assembled with the

, Launches SegMan Pro’s Alignment view.
clone

Opens SeqBuilder Pro’s Features view; also opens the Sequence

“Clone Position” link i _ N
view with the position or range selected.

“Alignment Position” link (Notable Launches SeqMan Pro’s Strategy view with the position or range
Conflicting Regions section) selected.

“Alignment Position” link (Notable Launches SegMan Pro’s Alignment view with the position or range
Variations section) selected and the trace data expanded.

If desired, proceed to Step 7: View and print cloning results.
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Step 7: View and print cloning results

The Cloning Summary provides details about the components of the cloning simulation, including fragment
inserts, primers, and the steps needed to prepare the vector and amplify inserts. It also displays the reading
frame around all fragment junctions graphically, allowing you to verify whether promoters and genes are in
synchrony.

The Summary is available once you complete a cloning project and open any of the resulting files (i.e., entry
clones, inserts, expression clones) in the Document window.

To access the Cloning Summary:

1. Design a virtual clone.

2. From the Project window, expand the folder containing the cloning project of interest.

g Multisite project.sbp E @

@[] Inserts
D Yectors

ED Gateway Pro 1
...... |IE pelh AtE Insert
...... @E L1-L5 Entry Clone

...... L% pGemMCS AttB Insert

...... [OF L5-L4 Entry Clone

...... [IE BlueScriptMCS AttB Insert

...... [OF L4-L3 Entry Clone

...... L[¥ GFP AttB Insert

...... |§E L3-L2 Entry Clone

------ |§E Gateway Pro1 4-insert Expression Clone

3. Double-click on the name of any result file to open it in the Document window.

4. Open the History view to see the Cloning Summary.
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DNASTAR®

Software for life scientists

Cloning Summary

Fragments

pAd/PL-DEST™
polh
pGemMCS
BlueScriptMCS

GFP

pAd/PL-DEST™

Steps

1) Amplify polh using primers:

GCAGGCTTCAGTITGCIGATATCATGGAGA-3"

Top: 5'-GGGGACAAGTTTGTAC

Bottom: 5'-GGGGACRACTTTTIGTATACARAGTTCTAATATTTATAGETTTITTITTA-3"

2

Recombine step 1 with pDCNR221-P1PF5r

3

kmplify pGemMCS using primers:

Top: 5 -GGGEACAACTTTGTATACRARRAGTTGEGT TAGRATTCGAGCTCGGTACCC-3"
Bottom: 5'-GGGGACAACTITGIATAGRARAGTTGECTGRAAGCTTIGCATGCCTGCAGETC-3"

L]

Recombine step 3 with pDONR221-PSP4

5

Amplify BlueScriptMCS using primers:
Top: 5"- LACTTTGTATRG

GCTTGGETTAGGTACCGGECCCCCCCTC-3"

Bottom: 5'-GGGGACAACTTTGTATAATARAGTTEGECTTGAGCTCCACCGCGETGEC-3"

&) Recombine step 5 with pDCNR2Z21-P4rP3r

7

Amplify GFP using primers:

Top: 5 -GGEGEACARCTITGIATARTARAGT TGECTIART GAGTARRGEAGRAGRRACTT-3"
Bottom: 5'-GGGGACCACTTTGTACAAGRAAGCTGGGTTCTATITTIGTATAGTITCATCCA-3!

-]

Recombine step 7 with pDONR221-P3F2

9

Recombine steps 2, 4, 6,

. o To print the Cloning Summary, choose File > Print.

and & with paAd/PL-DEST™
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Fragment Junctions

pRd/PL-DEST™-polh

5 @ VCTZE KTE KOG QQHZLZS5 V A X
HE K FV QXK SRTILG GTLL
T S L ¥ K KA G F 5 C
TCACAAGTTTGTACAAARRAGCL TCAG 3
vV L XK Y L F &2 P KL Q Q
C T @V FFOCH& AZETH® aS
L NTCTFEFTLTLS . NS X

polh-pGenMCs

I L Q L C I @ K L L E F E
K ¥ ¥ NN F v Y K 5 ¢C . N 5 X
R X

F I T L I R X
¥ I W ¢ 5 @ I ¢ F N W 5 N 5 X
L ¥ L KT Y L L Q . F E L
pGenMC5-BlueScriptMCs
C K L @ L F 5 I Q 5 C R Y R X

R 5 F N HNF FL Y XKVWVVYV G TG
F F ¥ T K L 5

Q B L T T

tgcaagocttTRARCALCT c
C o K V V K K ¥ F N DT G P

L 5 cC 5 EE I C L Q@ R ¥ R X

A L K L L K K R Y L T T

v P X

P V P X
BlueScriptMC5-GFP
G A Q P N C I I K L G . .V X
¥ EL NPTV . . 5 WV NE . X
W 5 5 T L Y N K V G L M 5 K

vV W S5 ¥ L L T P N I
G L § I I FH P . HTF
s 5 L 6 Vv T ¥ ¥ L @ T L 5 ¥ X

GFP-pAd/PL-DEST™

T N R T g L 3 C T K W ¥ H K
Q I E P 5 F L V Q 5 6 I T s

Y ¥ . N P A F L ¥ KV V 35 @ V¥
TACRRAAT TCTIGTACRARGTGGTATCACARG
L ¥ F 6 AR K K Y L TTUDOCT

vV F L VWS E @V FHY . L N

C I 5 6 L KRTUOCTLUZPTIUVTL

o To copy the entire Cloning Summary to the clipboard, choose Edit > Select All, then select
Edit > Copy. The summary can be pasted from the clipboard into many commonly-used text

editors.
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Try it! — Gateway cloning

Gateway cloning is based upon the site-specific recombination of lambda bacteriophage, and is a two-part
process. In the first part of the tutorial, you will create a Gateway entry clone. In the second part, you will
use the entry clone as input for constructing the final Gateway expression clone.

1. If you have not yet download and extracted the tutorial data, click here to download it. Then
decompress (unzip) the file archive using the method of your choice.

2. Use File > Open to open the demo file Tn5w.sbd. The sequence opens in the Linear view.

3. Click on the neomycin/kanamycin resistance feature labeled aminoglycoside-3’-O-
phosphotransferase to select that range of sequence.

. - -
: E
P | fransposcn Tn5
| | 200 [ 400 ls00 | 500 l1o00  T1200  [1s00 | [1s00  [1s00  [2000  [2200 | 2400 [2600 l2so0  laoo0  [s200  [as00  [as00
[ protein #3 >- [ami ide30- >| bleomyoi ish@ [ >
I »

4. Select Cloning > Gateway Entry Clone to launch the Project window.

ml— Clone | Summary
[:] Inserts
- [ Vectars
Experiment:  Gateway Entry 1
Method: [Gateway Entry Clone vl
Vector: ’ v]
Fragments:
[ Cancel ] I Try it ]

The selected sequence fragment has been placed in the Clone tab’s Fragments area and in the
Project tab’s Inserts folder. To expand the Inserts folder and reveal its contents, click the plus icon
(Win) or arrow (Mac).

The circular cartoon in the upper right corner displays the insert (in red) and prompts you to “Choose
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a vector.” The cartoon updates its appearance and text based on your selections.

5. Use the Vector drop-down menu to select the donor vector p DONR201. Note that the menu has been
optimized to contain suitable vectors for the chosen cloning method. In the current project, only

circular vectors ( ) are offered.

6. Press the Try It button in the bottom right corner of the window. The Project view switches from the

Clone tab to the Summary tab.
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Cloning Summary

Fragments

pDONR201

Tnow(1559,2353) (795)

pDONR201

m

Steps

1) Amplify TnSw(l15558,2353) using primers:
Top: 5 - GEEEACAAGTTTGTACRARARAAGCAGGCTTCATGATTGAACARGATGGATTIGC -3
Bottom: 5'-GEGGACCACTTTGTACAAGARAGCTGGGTATCAGARGARCTCGTCARGAAGE-3"

2) Recombine amplified TnSw(1559,2353) with pDONRZOI1.

Fragment Junctions

pDONR201-TnSw (1559, 2353)

F I M P 5 L ¥ K K &4 G F M I E
L . C § v CTEKUZEKGfQHBAS . L
Y N B K F Vv § K 5 R L H D
TTTATAATGCCAAGTTTGTACARRAARGCAGGCTTCatgatty
L A L KR T C F L L 5 . 5 @
I I G L K ¥ L F A& P K M I 5§
K ¥ H W T Q vV F F C & E H N F

TnSw(1559, 2353) -pDONR201
F F . Y P B F L Y KV 6 I I R X

5 5 b T § L 5 € T K W & L . E
L L I P 5 F L V Qo 5 G H ¥ EKE X -

7. Briefly look at the contents of the three sections: Fragments, Steps and Fragment Junctions. Then
click Make It to proceed with the cloning simulation.
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* If the contents had not met your requirements, you could have clicked Change to switch
back to the Clone tab in order to make changes there.

The L1-L2 Entry Clone 1 opens automatically in a new Document window. By default, the top pane
shows the simulated clone in the Circular view.

Aflll Bbsl

F'l.'.‘ilI Acll Begl' Hinell
PspOMI Hpal
Apall Aoval Apal
EcoC109l
Ahwi| . Byl
f' Eagl
; Kasl
Marl Sfol
; PluTi
3 hscl
: / Fspl
i Tn5w(1559,2353) Tt
L1-L2 Entry Clone 1
3053 bp HrmeAlll
Bsanl
FfiMI
- BssHII
Asel Sphi Styl
Msll Ngﬁl
) Mgohdly
Al Avall
Bpulll
Asis
Fyul Sepl - -
EcoMI
Prul

8. Click on the History tab at the bottom of the window to open the History view. This view shows the
Cloning Summary last seen in Step 6. Since this summary contains the steps to make the entry clone,
you may wish to print a copy.

9. To see a print preview, click anywhere on the Cloning Summary to select it, and then choose File >
Print. You could change the scale and/or print the summary from this window, if desired. However,

there is no need to do so for this tutorial.

10. On Windows, click the X’ in the top corner to close the Print Preview window. On Macintosh, click the
Cancel button.

Next, you will create the expression clone and (optionally) print a document that includes the steps to

Copyright DNASTAR, Inc. 2022 Page 254 of 313



11.

12.

13.

14.

15.

create the entry clone:

User Guide to SeqBuilder Pro - 17.5_en

Choose Cloning > Gateway Expression Clone to again open the Project window.

Use the Vector drop-down menu to select the destination vector pAd/BLOCK-iT-DEST.

Use the Clone drop-down menu to select Tn5w(1559,2353) L1-L2 Entry Clone 1 from the bottom of

the list.

Press Try It and then Make It.

The Setup tab asks whether you wish to verify the clone. Press the Cancel button.

A new folder, Gateway Expression 2, is added to Project tab.

Project

[ [j Inserts

:E> ~[_] Vectors

A ~[_] Gateway Entry 1
| ------ |IE TnSw(1559,2353) AttE Insert

; ------ @E Trn5wi1559,2353) L1-1L2 Entry Clonel
i (] Gateway Expression 2

L @E Gateway Expression 2 Clone 1

The Gateway Expression 2 Clone 1 opens automatically in a new Document window. As before, the

top pane shows the simulated expression clone in the Circular view.
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Bst217!

Barl
Barl

Gateway Expression 2 Clone 1

Srfl

34.007 kb~

Spel

b rel

Pmel

Asisl

As before, the Cloning Summary appears in the History view.

16. Click once on the Cloning Summary pane to select it.

17. (optional) Use Edit > Select All, then File > Print to print the summary.
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Try it! — MultiSite Gateway Pro cloning

MultiSite Gateway Pro technology enhances the classic Gateway cloning protocol by allowing you to clone
up to four regions at one time. In MultiSite Gateway Pro cloning, three additional types of recombination
sites have been engineered to recombine uniquely between the two ends of a source sequence and a host
vector.

In this tutorial, you will create a clone that has a Pol promoter, two multiple cloning sites, and a reporter
gene.

1. If you have not yet download and extracted the tutorial data, click here to download it. Then
decompress (unzip) the file archive using the method of your choice.

2. Use File > Open to open the file MultiSiteExample.sbp in the Project window.

3. Click on the plus sign next to Inserts to expand the folder.

@ MultiSiteExarnple.sbp = [ =[]

t
=[] Inserts
. [1E oFp
...... |IE BlueScriptMCs

| | pGemMCs

[ [:l Vectors

4. Choose Cloning > Multisite Gateway Pro Cloning.

5. Use Shift+click to select all four inserts, then drag and drop them in the Fragments area to the
bottom right of the Clone tab

6. Reorder the fragments to match the image below. To do this, click on a fragment to select it, then
drag and drop it in the new position.
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Fragments:

polh
pGemMCS

BlueScriptMCS

GFP

7. In the Clone tab, click on the Vector drop-down menu and select pDESTS.

* Windows users can navigate using a vertical scroll bar, while Macintosh users should use a
mouse roller or similar tool to scroll.

8. Click Try It and then Make It.
9. The Setup tab asks whether you wish to verify the clone. Press the Cancel button.

In the Project tab, a new folder is added containing four amplified inserts (all linear), as well as four
entry clones and the final expression clone (all circular).

EI [ MultiSite Gateway Pro 1

...... LI¥ polh AttB1-B5 Insert 1

...... @E polh L1-L5 Entry Clone

...... (I pGemMCs AttB5-B4 Insert 2

...... [0 pGemMCS L5-L4 Entry Clone

...... [I¥ BlueScriptMCS AttB4-B3 Insert 3

------ @E BlueScriptMC5 L4-13 Entry Clone

...... 1§ GFP AttB3-B2Insert 4

...... [OF GFP 13-L2 Entry Clone

------ @E MultiSite Gateway Pro 1 4-insert Expression Clone 1

The Multisite Gateway Pro 1 4-insert Expression Clone 1_ opens automatically in a new Document
window. By default, the top pane shows the simulated expression clone in the Circular view.
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MultiSite Gateway Pro 1
4-insert Expression Clone 1 ‘n

Sapl 5?95 bp Beli
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10. Click on the History tab at the bottom of the window to open the History view, which contains the
Cloning Summary. The summary includes a nine-step cloning procedure and lists the primers needed
for each step.
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Steps

1) Amnplify polh using primers:
Top: o' -GEEEACALCTTTGTACAR AL AR GCAGGCTTCAGTTGCTGATATCATEEAGRA-3"
Bottom: 5'-GEEGACALCTTITGTATACARAGTIGTARTATTITATAGETITITITA-3S"

2} Recombine =step 1 with pDONEZ2Z21-PlFSr

3) Anplify pGemMCS us=sing primers:
Top: ' -GEEEACALCTTTCTATACAL AR CTTCTAGRATTCEAGCTCGETACCC-3"
Bottom: 5'-GEEEACRALCTTTGTATAGRARAGTIGGCTGRAGCTTGCATGCCTGCAGETC-31

4) ERecombine step 3 with pDCHNRZ221-FS5FP4

5) Amplify BlueScriptMCS using primers:
Top: ' -GEEEEACALCTTTITCTATACARACTTETAGETACCEEECCCCCCCTC-31
Bottom: 5'-GEEGACRLCTTTATTATACARAGTIGTIGAGCTCCACCGCEETEEC-3"

6) ERecombine step 5 with pDCHNEREZ2Z21-P4rP3r

7)) Amplify GFP using primers:
Top: o' -GEEEACALCTTTCTATALTARACTTETARTCGAGTALRCEELGALGRACTT-3"
Bottom: 5'-GEEGACCACTTITIGTACARGRARAGCTGGGTACTATTITGTATAGTTCATCCA-3"

8) ERecombine step 7 with pDCHNR221-F3FP2

9) Recomkbine steps 2, 4, 6, and &8 with pDEST™E

To print the Cloning Summary or copy it to the clipboard, see View and print cloning results.
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Ey it! — Gibson cloning with a custom vector

The Vectors drop-down menu in the Project window is a shortcut to all of the vectors contained in the
CloningVectors.sbp project, also known as the “Vector Catalog.” It is possible to add a custom vector to an
open project, or to add it to the Vector Catalog for use with future projects. The first part of this tutorial deals
with the former case, and takes you through the steps needed to add a custom vector to a particular Gibson
cloning project.

You will then make the Gibson clone as verification that you added the custom vector correctly. Gibson
assembly, offered by New England Biolabs, is a technique which allows up to 6 fragment inserts. When
using Gibson assembly, restriction insert size must be relatively large in order to prevent primer overlaps
that could keep the insert from being incorporated into the expression clone.

1. If you have not yet download and extracted the tutorial data, click here to download it. Then
decompress (unzip) the file archive using the method of your choice.

2. Use File > Open to open the demo file Tn5w.sbd. The sequence opens in the Linear view.

3. Click on the neomycin/kanamycin resistance feature labeled aminoglycoside-3’-O-
phosphotransferase to select that range of sequence.

4. Choose Cloning > Gibson, LIC Cloning to open the Project window.

5. Some of the cloning methods in SeqBuilder Pro have editable options. Click on the Preferences
button to see the options available for Gibson cloning.

LI Clening Preferences @

Mumber of Fragments: [Adju;t Automatically T]

Construct Length: ’An],rthing 'v]

Minimum Overlap (Bp): 20

Primer Concentration (nhA): 500

Minimurn Primer Length (Bp): 18

[ Preserve Restriction Sites

Ok ] ’ Cancel

Leave all settings at the defaults and click Cancel to exit.
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6. You'll be using a custom vector that is not in the Vector Catalog, and therefore not in the Vector drop-
down menu on the right of the Project window. To specify the custom vector:

a. Go to the NCBI page for Promega cloning vector pSP73.

b. Click on the Send to link near the top of the page, and make the following selections:

Send to: - |
@ Complete Record b

@ Coding Sequences
) Gene Features

Choose Destination
@ File © Clipboard
@ Collections @ Analysis Tool

Download 1 items.

Format
GenBank -

Show GI [J

Create File

c. Press Create File and then save the file when prompted.

d. Use your file explorer to find the saved file, then drag and drop it on the Vector drop-down
menu in SeqBuilder Pro’s Clone tab.

The vector is selected automatically, and a new Linearize button also appears.

Vector: [xas.asa_:'_ v

Linearize

Meed to linearize the vectar

7. Press Linearize to open the pSP73 vector in the Circular view. “Unique sites,” enzymes that cut the
sequence only once, are displayed by default.

8. Use the Left Cut and Right Cut drop-down menus in the yellow bar at the bottom of the window to
specify EcoRI and Hindlll, respectively.
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I Choose the cloning region:

Region selection

9. In the yellow bar, press Select.
10. Back in the Project window, press Try It and then Make It.

11.

The Setup tab asks whether you wish to verify the clone. Press the Cancel button.

The Gibson 1 Clone 1 opens automatically in a new Document window. By default, the top pane

shows the simulated clone in the Circular view.
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This marks the end of the tutorial.
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Try it! — PCR-directed restriction cloning

This tutorial demonstrates how to cut and clone a signal transduction gene into the pENTR/D-TOPO vector.

1. If you have not yet download and extracted the tutorial data, click here to download it. Then
decompress (unzip) the file archive using the method of your choice.

2. Use File > Open to open N.thermophilus_his.sbd. The sequence opens in the Circular view.

3. Click on the PAS/PAC sensor signal transduction feature to select it.

N_thermopilus_his

20.001 kb

10004

4. Choose Cloning > Clone Selected Fragment.
5. In the Clone tab on the right, choose the Method named PCR-Directed Restriction Clone.

6. In the Vector drop-down menu, click on the plus sign next to Gateway Vectors, then the plus sign
next to Entry Clones and select pENTR/D-TOPO.


https://star-deploy.s3.amazonaws.com/SupportingDataFiles/LG16/SeqBuilder+Pro+Data.zip
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Clone Summary

Experiment: | Restriction 1

Method: | PCR-Directed Restriction Clone ™ |
Vector: | pENTR/D-TOPO w
|__-_|[:] Gateway Vectors A
Digﬁl |_:_|L_j Entry Clones
Meed to d
...... [OF pENTR/SD/D-TOPO
Fragments:
...... [OF PENTR L5-plLac-Spect:
...... [0 pENTR/H1/TO
...... [OF pENTRI1A
...... [OF pENTR2B
m mCRITD | 1 wml e | T .
£ >

7. Press the Digest button. A specialized version of the Circular view opens.

8. Select the range between the cut sites Sacll and Ascl, both located just below the “3 o’clock” position
in the Circular view. Use any of these methods to select the range:

» Click on the enzyme label Sacll in the Circular view and then Shift+click on the enzyme Ascl.

» Click on the enzyme label Sacll and then drag the mouse until the enzyme Ascl is also
selected.

* In the yellow bar at the bottom of the view, choose the Left Cut site Sacll and the Right Cut
site Ascl.
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AT L s m e
Acul PspOMI__val
Eco01091 Font
PENTR/D-TOPO o Selected ftem | [ ;
memmnsas !
' 2580 bp L o £0bsettings (@ Details
Ascl Styl
BsmFl BssHII p
. % Region selection
EcoRV
PEMI Selection: Forward 673 (Sacll)..697
(Ascl), length = 25
T ;
F ) o vp Sacll
. Nrul
Aj
Agul BsmEl Sdul 1
Bpulll 3P CC GC GG
Puul
£siS| ;erI EEOLY GG CG CC
1
v
>
W[ﬁ L'llear][% Selpence][gg Primer Design E Ascl
SC
&) Type Name Range Strand Length Description G i
'@' CDs KanR 974..1783 »> 810 Aminoglycoside 3'-phospho GE CeCE CC
& regulatory T7 promoter complement (823..840) - 18 T7 promoter cC GCGC GG
'{} misc_feature  TOPO 680..693 > 14 vaccinia virus DNA topoisorr v t
>
pmn} V
[ Primers][@ Comment][m Nil'mq:][ SiteSummiry][e I-islnry] | i
Left Cut Right Cut 5 _
I Choose the cloning region: | Help | [ Select | | Cancel

|Sac|| (673) - CCLGCIGG

5 ; Ascl (697) - GGTCGCGLCC

Press the Select button. The Clone tab comes back into focus.

The Restriction Clone opens automatically in a new Document window. By default, the top pane

9.
10. Press Try it. Then press Make it.
In the Project tab on the left, note the appearance of two new files: the Restriction insert and
Restriction Clone.
Project
&[] Inserts
-[C] Vectors
El[:] Restriction 1
[ 1§ Nithermopilus_his(10086,11368) Restriction insert
4 EE Restriction 1 Restriction Clone
shows the simulated clone in the Circular view.
11.

including the steps needed to create this clone in your lab.
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Cloning Summary

Fragments

pENTR/D-TOPO

MN_thermopilus_his(1008.__. (1284)

pENTR/D-TOPO

Steps

1) Amplify N.thermopilus his (10086,11369) using primers:
Top: 5'-CCGCGGATGCGCTCTGITITITITA-3 !
Bottom: 5'-GGCGCGCCTTAATCTGGTTTGICATAATC-3!

2) Digest pENTR/D-TOFO and H.thermopilus his(10086,11369) using restriction EnRzZymes:
S5acIl and Ascl

Fragment Junctions

DENTR/D-TOPC-N.thermopilus_his (10086,11369) N.thermopilus his (10086,11369) -pENTR/D-TOPO
R L B G C & X N § I K a R X
A GG 5 a D a L X R T R L R R A X
R A P R M R 5 E D . G A P
GCAGGCTCCGCGGatgogotot caaaccagattaaGGCGCGCCE
C A 6 R I R E X L & 5 . P A G X
L 5 E P H & R F W I L & R R
P E A 3 A §F X VvV L N L R & X
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Try it! — Use a PCR insertin TA cloning

The tutorial Try it! — Create and modify primers for TA cloning demonstrated how to select and modify a
primer pair. This tutorial shows how to extract the PCR insert and create a virtual TA clone.

1. If you have not already done so, follow the tutorial Try it! — Create and modify primers for TA cloning.
If the project is still open from following the tutorial, double-click on the white space in the Primers
view to remove the current selection.If you closed the project since following that tutorial, use File >
Open to open the file saved at the end of that tutorial.

2. Choose Priming > Create Insert by PCR to extract the sequence of the PCR product and simulate its
amplification with Taq polymerase including the addition of 3’ A overhangs to each end.

A Project window opens with a new Taq amplified insert inside the Inserts folder.

Project |

B (] Inserts

------- |IE TrnSwPCR.sbd PCR amplified insert

3. Select Cloning > TA Cloning.

4. Drag the amplified insert from the Inserts folder of the Project tab and drop it on the Fragment area
of the Clone tab.

5. Look in the Vector drop-down menu and note that the set has been filtered to include only linear

vectors, as required for TA (and TOPO) cloning. Linear vectors have the icon @ Select
pBAD-TOPO from the Vector drop-down menu.

6. Click Try It and then Make It.

In the Project tab on the left, note that new forward and reverse orientation clones now appear in the
Project tab in the TA Clone 1 folder.

&[] TAClonel
b |IE TnSwPCR.sbd PCR amplified insert TA insert 1

...... |§E TA Clonel TA Clone (forward onentation) 1

------- |§E TA Clonel TA Clone (reverse orientation) 1

The forward and reverse orientation clone files open automatically in new Document windows. By
default, each top pane shows the simulated clone in the Circular view. Notice that the primers and
PCR product appear as features. These features can also be seen in the Features view, as well as all
graphical views.
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KSR T lincar

Show Type

TEQUIdLUTY

rs

W regulatory
insert
vector
rep_origin
regulatory
regulatory

o | R

repeat_region

% Sequence

Name

didi | UprerdLun

ara02 operator

TA Clone 1 TA Clone
{forward orientation)

4922 bp

4 Primer Design

Range

T, DT

3743.3758

rodified Tn5w.sbd PCR amplified insert 4127..4922

pBAD-TOPO
pMB1 ori

rrnB T1 terminator
rrnB T2 terminator

transposon Tn3

2.4125
1634..2255
305..361
487..524
4127..4921

Strand

YYYYYTYV¥YN

Length

-4
16
796
4124
622
57
38
795

Description
Alde LTI =L

AraC binding site

pMET origin of replica
rrnB transcription tern

rrnB transcription tern

7. Click on the History tab at the bottom of the SeqBuilder Pro window to see the Cloning Summary,
including the steps needed to create this clone in your lab.
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Cloning Summary

Fragments

pBAD-TOPO

modified Tn5w_sbd PCR .. (796)

pBAD-TOPO

Steps

1) &mplify modified TnSw.sbd PCR amplified insert using primers:
Top: S'-ATGATTGARCRARGATGGACTACR-3"
Bottom: 5'-TTCAGARGRACTCGTCRAAGRARG-3'

Fragment Junctions

pBAD-TOPO-modified TnSw.sbd PCR amplified insert modified TnS5w.sbd PCR amplified insert-pBAD-TCOPOD

L a2 L M I E F . R A 5

5 P L . L 5 8 E G R &

R P ¥ D . L L K G E

CTCGCCCTTATGATTGRA TCITCTGRaGGGCGAGCT

R G . 5 Q R R F B 5 5§

A R I I S K @ L A L

E G K H N F E 5 P R &
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Automated Batch Cloning

Automated batch cloning lets you automatically clone large numbers of fragments into the same vector.
Most of the steps involved are similar or identical to those in regular automated virtual cloning, but the
cloning window has been optimized for batch cloning.

Preliminary steps:

These optional steps take about 2-20 minutes each, but can provide benefits for many future cloning
workflows.

» Add custom vectors to the Cloning Vector Catalog

« Auto-annotate vector sequences

Main cloning workflow::

The main cloning workflow takes only about two minutes from start to finish. However, for purposes of
explanation, it has been divided into nine steps.

1. Choose Cloning > Batch Clone or Tools > Batch Clone to open a specialized version of the Cloning
window.
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SeqBuilder Pro - [Untitled Cloning Project 1] - O X
O] File Edit Features Enzymes Sequence Cloning Priming Format View MNetSearch Tools Window Help - 8 %
Project Clone Summary

- [j Inserts Batch Cloning

...... [j Vectors

Batch Prefi: | LIC_

Method: |I_i9alionIndependentSinglelnsert ~

Vectors

Add Vector:

Left Site Right Site

Primer Export: | LIC_Primers || Browse...

Fragments:

To enter inserts, drag and drop from the project cataloq or select files using the "Browse Files for Reads..." button.

Browse Files for inserts... |

2. Load the inserts into the Inserts folder by clicking and then right-clicking on the folder and choosing
Import. Select the file and click Open.

Project Clene

v Inserts S
[3 Ib Open Selections

|I§ Amincglycoside g

|IE Bleomycin gene
- |IE COxX? Cut
- [3 Vectors Copy
Paste i
Delete

Rename |

Mew Folder
Import...
Export...
Sort by Mame

Sort by Size (Ascending)
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«¥s Note: Other methods for choosing inserts are described in this topic.

3. Use the Method drop-down to choose between Ligation Independent Single Insert, Gateway
Single Insert or PCR Directed Restriction Insert.

4. The Batch Prefix box is populated with a prefix that will be used to begin each clone’s name. This
prefix relates to the current cloning method. If you would like to override this, type a substitute prefix
into the box.

5. If you are doing Ligation (LIC) or PCR cloning, choose one or more vectors from the Add Vector
drop-down. If you are doing Gateway cloning, you will be prompted to choose both a Donor Vector
and a Destination Vector.

Within the Add Vector drop-down menu, expand or hide folder contents by pressing the +/- buttons.

Vectors
Add Vector: ~
[:J pGEM ”
=[] pBR322
{ -
...... Eﬁ pBluescript Il SK(+)
...... @E pBlueScript 11 SKI(-)
Primer Export: |: ...... @E pBlueScript SKi+)
...... pBlueScript SK(-) .y

To add multiple vectors, use the same drop-down menu to choose each additional vector. To delete a
vector once it appears in the list below the drop-down menu, right-click on its name and choose
Delete.

6. If you are doing LIC or PCR cloning, specify the cloning region using either of the following methods:

* Choose enzymes from the Left Site and Right Site drop-down menus. If you change your
mind, simply make a different selection from either/both menus.

Sites
Left Site Right Site
EcolCRI (14) - GAGICTC ~ | Kasl [2560) - GtGCGCLC v
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* Press the Options button to open the Circular view and choose restriction sites from the two
drop-down menus there. After specifying the cloning region, press Select.

] pGEM-3Z - Untitled Cloning Project 1 [ [ ]

Size: 1.0x Selection: Forward 14 (EcolCRI)..2560 (Kasl), length = 2547 2743 bp ~ e

Ié‘é}Settings o Details
Y Ndel  Kasl o EeolCRILL 0 Al
'y
BstaF! y BsaXl' ~
BisaX] Region selection
Sapl
<;> Ffal
Eco01091 Al
st Peil Selection: Forward 14
Zral (EcolCRI)..2560 (Kasl). length =
E 2547
|
_— EcolCRI
e Sapl -.
_ PGEM-3Z ,
= [ A GAG CIC
| : v CIC GRG

— | ITAR hn
= la and ACG REGT = = —
KOy | 5 Unear | B Sequence | EY Primor Design |

Show @ Type Name Range « Strand Length Description Kasl
R v '{}‘ misc_feature  MCS 5.61 | 2 57 multiple cloning site polylinker
= | ¥ '{}‘ regulatory SP6& promoter complement (69..86) | 18 Spb promoter GJ ccee ©

. o — . . h - - . - gos y
BRI [ rones | comnen | ] | 0] Scsonmn| © o :
Left Cut Right Cut -
|ECD\CRI (14) - GAGICTC o | Kasl (2560) - G1GCGCLC v| Choose the clening region: | Help | | Select | | Cancel

Region selection

To remove selections and return the cloning region menus to their default states, press Delete.

7. Specify inserts by pressing the Browse files for inserts button or by dragging the insert(s) from the

Inserts folder (A) on the left of the window and dropping them into the area near the button (B).

Copyright DNASTAR, Inc. 2022

Page 275 of 313



User Guide to SeqBuilder Pro - 17.5_en

Copyright DNASTAR, Inc. 2022

) Untitled Cloning Project 1 [r=e B[S
Project Clone  Summary
v Batch Cloning
S o
IE @ Batch Prefix: | LIC_

Method: | Ligation Independent Single Insert ~

Vectors

Add Vector: w

sits
Left Site Right Site
EcolCRI (14) - GAGICTC ~ | Kasl (2560) - G1GCGCLC ~
Eyine EcolCRI: 14 to Kasl: 2560
Delete Ready to add inserts
N
Primer Export: | LIC_Primer\ Browse... ‘
%
Fragments:
To enter insers, drag and drop from the project log or select files using the ‘Browse Files for Reads...” button.
Erowse Files for inserts...
Cancel Try it
3 sequences selected

To remove an insert from the list, right-click on it and choose Delete.

8. Press Try It. A summary appears.

Clone  Summary

Ligation Independent Clones

Vector: pGEM-32
EcolCRI: 14 to Kasl: 2560
Ready to clone

A total of 3 clones will be made.

If you wish to change something before running the cloning simulation, press Change. Otherwise,
proceed to the next step.

9. Press Make it. A window pops up prompting you to save the primers file. Choose between FASTA
(.fas), primer catalog (.pri) and text (.txt) formats, then click Save. This primer file can be used for
ordering primers. An example of a .fas file opened in a text editor appears below.
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GTAATACGACTCACTATAGGGCGAATTCGAGCTCATGATTGARCAAGET LIC Aminoglycoside gene pGEM-3Z Forward insert primer
GCGRATGGCGCCTTCAGRAGRACTCGTCAAGANGG LIC Aminoglycoside gene pGEM-3Z Reverse insert primer
TCACTATAGGGCGARTTCGAGCTCATGRCCGACCA LIC Bleomycin gene pGEM-3Z  Forward insert primer
CGRATGGCGCCTITCATGAGATGCCTGCARGCAATT LIC Bleomycin gene pGEM-3Z Reverse insert primer
GACTCACTATAGGGCGARATTCGAGCTCATTAATAATTT LIC COX2 pGEM-3Z Forward insert primer

CERATGGCGCCTITIATICTATAGTACCARARCATCAT LIC COX2 pGEM-3Z Reverse insert primer

E e S T e

Results are saved in the Project window. Folder contents are described below.

] Untitled Cloning Project 1 | B S|
Project

v [ Inserts

....... EE Aminoglycoside gene

- |IE Bleomycin gene

w D LIC_Inserts

------ IIE Aminoglycoside gene_pGEM-37 insert

------ |IE Bleomycin gene_pGEM-3Z insert

...... LI coxz_pGEM-3Z insert

w D LIC_Clones

------ @E LIC_Aminoglycoside gene_pGEM-37 Clone
------ @E LIC_Bleomycin gene_pGEM-3Z Clone

------ @E LIC_COX2_pGEM-3Z Clone

1 sequence selected

* Inserts — Contains any files added to the folder prior to cloning.

» Vectors — Contains any vectors added to the folder prior to cloning, as well as the vector(s) actually
used in the cloning simulation.

* Inserts — The inserts resulting from the cloning simulation. These are named with the suffix -insert to
differentiate them from the original files.

+ Clones — The clones. Each name begins with the selected Batch Prefix and has the suffix Clone.
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* Primers — Each clone and insert combination has its own set of primers. This file, which begins with
the selected Batch Prefix, has all primers concatenated together. Double-click on the file to open it in
SeqBuilder Pro’s main window and view primer details in the Primers tab.

Show ~ Active () SetName Name F/R Primer Sequence
! © 1 set LIC_Aminoglycoside gene_pGEN-3Z <GTAATACGACTCACTATAGGGCGANTTCGAGCTCATGATTGAAGAAGAT>. <CCTTCTTGACGAGTTCTTCTGAAGGCGCCATTCGC
Set1 LIC_Aminoglycaside gene_pGEM-3Z  F GTAATACGACTCACTATAGGGCGAATTCGAGCTCATGATTGAACAAGAT
Set1 LIC_Aminoglycoside gene_pGEM-3Z R GCGAATGGCGCCTTCAGAAGAACTCGTCAAGAAGG
v & set2 LIC_Bleomycin gene_pGEM-3Z <TCACTATAGGGCGAATTCGAGCTCATGACCGACCAS . < AATTGCTIGCAGGCATCTCATGAAGGCGCCATTCGS
v @) |set3 LIC_COX2_pGEM-3Z <GACTCACTATAGGGCGAATTCGAGCTCATTAATAATTT> . < ATGATGTTTTGGTACTATAGAATAAAGGCGCCATTCG>
D eotees |\CRREEY (O Commment [ Mg || SiteSmnemary || © _ tisony
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Site-Directed Mutagenesis

Site-directed mutagenesis is a molecular biology method that is used to make specific changes to the DNA
sequence of a gene. As of Lasergene 16.0, you can perform site-directed mutagenesis using Protean 3D’s
Protein Design service together with SeqBuilder Pro. The following case study is based on a poster that
DNASTAR presented at the 2019 PEGS Summit in Boston.

Introduction:

Nature commonly evolves proteins to provide sufficient fold stability to optimize its activity—not its energetic
stability. Lasergene’s site-directed mutagenesis workflow is designed to help improve the developability of a
protein by predicting which mutations may lead to increased protein stability and developability.

In the following example, we’ll use Lasergene’s site-directed mutagenesis workflow to replicate the findings
of Lim, et al., 1994 (Proc. Natl. Acad. Sci. USA, 91:423-7). Lim made three specific mutations to the
repressor protein c¢l. This protein is part of the lambda P50 operon (PDB ID: 1LMB), which also includes the
genes rexa and rexb.

imbdap30 lambdap50

[200 [400 Te00 [z00 [1000 T1200 [1400 [1s00 [1z00 T2000

cl > [ rexa > [ rexb >

Escherichia virus Lambda

Lim’s study found that mutating the repressor protein c/ at three specific points conferred 0.5 kcal/mol more
stability compared to the wild type.

As we describe below, Lasergene’s site-directed mutagenesis workflow not only replicates Lim’s findings,
but early on—in Step #2—reveals other mutations that could be even more stabilizing. Our results were
presented by us in a poster at the 2019 PEGS conference.

Note: The coordinates in this blog post match the current PDB structure, not the coordinates reported from
the 1994 paper or the poster cited above. UniProt indicates position 1 is a removed initiator methionine and
the chain starts at position 2 (serine). By contrast, RCSB numbers the start of the chain after post-
translational modification as position 1. This blog post uses a sequence that follows the UniProt convention
rather than the RCSB convention.

Part |: Scan for hotspots and create variants on protein structure

Since we have a protein structure as our starting point, we will begin with the following steps. If a protein
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structure was not available, we could instead start by creating variant primers as shown in Part II.

1.

Launch Protean 3D and use File > Open from PDB to open the protein sequence 1LMB.

We will begin by performing “hot spot scanning” using alanine. This hot spot workflow is used to
predict folding hot spots; residues that contribute to fold stability more significantly than others. The
more destabilizing the alanine variant, the greater the probability the position and residue identity is
important to the fold.

Choose Modeling > Protein Design > Scan for Hot Spots With > Document. Keep all defaults and
choose Run.

In approximately a minute or less, the results of the alanine scan appear in the Report view. The
Prediction column indicates that the positions referenced by Lim—36, 40 and 47—are all predicted to
be “destabilizing.”

Report 2: Hot Spot Scan for 1LME (179 positions) w "? G

Hot Spot Scan for 1LME (179 positions)

Molecule Variant AE (DFIRE-A) Prediction ~
1LME:3 E34A -0.20

1LMBE:3 5354 -0.44

1LME:3 V3eA 1.34 | destabilizing
1LMBE:3 A3TA -0.00

1LME:3 D3sA -0.41

1LMBE:3 K394 -0.40

1LME:3 MADA 0.94 | destabilizing
1LMBE:3 G4 -0.25

1LME:3 Ma2a 0.47

1LMBE:3 G434 -0.37

1LME:3 o444 -0.7

1LMBE:3 54348 -0.34

1LME:3 G484 -0.73 | stabilizing
1LME:3 V4TA 1.00 | destabilizing
1LME:3 G484 -0.86 | stabilizing
1LMBE:3 Ad9a -0.0

The Report contains several residues that are even more destabilizing (i.e., have higher DFIRE-A
potentials) than the ones in Lim’s 1994 paper. Ideally, these would be our first choice for increasing
the developability of the protein. However, for purposes of replicating Lim’s findings, we will proceed
with the three positions referenced above.

To manually insert variants into these positions of interest, choose Modeling > Protein Design >
Create Variant With > Document. Then use the Substitute drop-down menus to change position 36
from V to L; position 40 from M to L; and position 47 from V to I.
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If we weren’t replicating Lim’s study, which amino acids would we substitute for the originals?
Unfortunately, there is no “magical” way to determine which variants will work best. We can simply

run different combinations and see which ones lead to increased stability.

Press Run. The new Report shows that this combination of variants is predicted to be “stabilizing.”

Report 3: Variants i ﬂ 4 E}

Variants Hide Motes
Molecule | Variant | AE (DFIRE-A) | Prediction |
1LMB_V36LM4OL V4TS | V36L, MAOL, V4TI -2.79 | stabilizing

Part Il: Introduce variants in sequence and create mutated primer

1.

Launch SeqBuilder Pro and use File > Open to open the original (unmutated) 1LMB protein
sequence.

Reverse translate the sequence to DNA. (We also created annotations showing the locations of the
three variants—these appear in the image in Step 5). Choose File > Save.

Select all nucleotides from the beginning of the cl gene to the right (downstream) of the sequence and
delete them. Then use File > Save As to save the remaining fragment as Upstream fragment.sbd.

Open the sequence saved in Step 2, above. Select all nucleotides to the left (upstream) of the ¢/ gene
and delete them. Then use File > Save As to save the remainder of the sequence as ¢/ mutated
fragment.shd.

We now have two sequence files that—Ilaid end to end—would be identical to the original nucleotide
sequence.

In this step, we will use the Primer Design view to create PCR primer pairs at the exact desired
location with respect to features and translational frames. Choose Edit > Select All, then Priming >
Create Primer Pairs. Keep the default setting Primers end exactly at selection and press OK. Once
the primers are created, the forward primer is extended to 41 bp in length to fully cover all three
mutation areas.

The image below shows that the three codons where the variants will be introduced (pink) all occur
on the forward primer (green).
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File Edit Features Enzymes Sequence Cloning Priming Format View MetSearch Tools Window Help
k ac| | am| Foster T
Warking Pair "Pair 1"Forward: Length=41 bp, Tm=84.7°C, Rewerse: Length=20 bp, Tm=58.7°C
100 110 120 130 140

130 180 1m0 180 120 200 210

o

Dl iy

...... 5 cttatcccaggaatctgtcgocagacaagatggggatggggocagtcaggegttggtgetttatttaatggecatcaatgecattaaatgettataacgeccgeattgecttgoaaaaattcteasn
s ! s 1 s 1 s ! s ! s ! s 1 s 1 s ! s ! s ! s 1
T T T T T T T T T T T T T T T T T T T T T T T T

-

o

B
T P GTCCCAGACRAGATGGGGATGGGGCAGTCACGGCGTTGGTIGCY
prprnppnRRRRRRRRRRRRRRRRR RN
3 gaatagggtccttagacagcgtctgttctaccoctaccococgtcagtcocgocaaccacgaaataaattaccgtagttacgtaatttacgaatattgeocggocgtaacgaacgtttttaagagtt
. v A D K M G M G Q@ 8§ G V G A
E 2 L 5 a T R W G W G S5 Q0 A L v L
3 c R R Q D G D G AW R R W C
4 Q@ R L C S5 P 5 P AT L R Q0 H K
5 T & s L | P I P C D P T P A
[ D C Vv L H P H P L . A N T 5
= lambdap50
cl
o [ 51 Pair 1 Forward ™
_— | > Pair 1
<
[@) Gruﬁr}[ﬁ L'near}[% Selpence} Primer Desig
Show + Active .:} Set Name Name F/R Primer Sequence Score Length Tm dTm Ta OPT dG
¥ . " Set 1 Pair 1 <GTCGCAGACAAGATGGEGGATGGGGCAGTCA 1.000 2035 772 17.5 57.0

6. Next, we need to recreate the variants of interest using the Introduce Codon Change/Mutation tool (
ATC) This tool allows us to easily modify triplet codons within primers to introduce the desired
mutations. Select the tool, then hover over the first codon (V in Reading Frame 1) and choose the
desired substitute: L.

| File Edit Features Enzymes Sequence Cloning Priming Format View NetSearch Tools Window Hel
zy q g g P
Y e | @ Pt
Working Pair "Pair 1"Forward: Length=41 bp, Tm=B4.7°C, Reverse: Length=20 bp, Tm=89.7°C.
100 10 120 10 140

150 180 70 120 190 200 21
§E ° Silent
- . V - Vali
= |5 cttatcccaggaatctgte aline gcagtcaggcgttggtgectttatttaatggcatcaatgcattaaatgettataacgecgecattgecttgecaaaaattctceas
@ MRS RARAE R ESES R o GTA t t t } t t t } t } t t t } t t
<5> E GT3
T PGTCRA g1c GCAGTCRGGECCTTGGTIGCA
i (AR RN AR NN NN
kN gaatagggtccttagacag GTT cgtcagtccgcaaccacgaaataaattaccgtagttacgtaatttacgaatattgocggecgtaacgaacgtttttaagagtt
] v o 5 6 V G A
2 L s Non-silent 5 5 @ A LoV oL
3 C A ¥V R R W C
4 Q R A - Alanine # T L R Q@ H K
5 T c D P T P A
A D C - Cysteine L . A N T 5

E - Glutamic Acid

I e

|l o [T B |

F - Phenylalanine cl
o ;| e T —
- H - Histidine pair 1
| - Isoleucine
|:| K - Lysine |:|
L - Leucine
<
[@ Cirqh[M# anr][ == M - Methionine
= = M - Asparagine
" Show + Active @ SetNam D=l F/R Primer Sequence Score Length Tm dTm Ta OPT dG
v . @ set1 Q- Glutamine <GTCGCAGACAAGATGGGGATGGGGCAGTCA 1,000 2035 772 175 57.0
R - Arginine
5 - Serine

T - Threonine
W - Tryptophan
Y - Tyrosine

.- Stop

7. In the same way, introduce the planned variants at the second and third codons. The mutated bases
are represented by a pink lower case font, as shown below.
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2 File Edit Features Enzymes Sequence Cloning Priming Format View MNetSearch Tools Window Help

Reverse: Length=22 bp, Tm=82.5°C
20

110 1 130 140 150 160

I_ aTc Position: 2124
k M | e a Working Pair "Pair 1"Forward: Length=37 bp, Tm=84.5°C,
] -] 0 100

170

o

aaaaaaagaaasatgaacttggcttatcccaggaatctgtocgoagacaagatggggatggggocagtocaggogtiggtgotitattitaatggcatcaatgcattaaatgocttataacgocogoattge
' ' ' 1 ! M ! ' ! ' 1 !

;)

( 0 O O

5
o s s s s : s : s s s s s s
T T T T 1 T t T 1 T t 1 t t 1 t t t 1 t 1 t t t
B
T P cTEGCRGRCRAGETGGGGATGGGGCAGTCAGGCaTTGY
Pornpnnnner pppppnpprnnnpnnnnnny 1
3 tttttttctttttacttgaaccgaatagggtccttagacagegtctgttctaccocctacccocgtcagtccgocaaccacgaaataaattaccgtagttacgtaatttacgaatattgocggegtaacy:
— L A D K L 6 M G Q@ S5 G | G
=| 2 L L @ T 5 W G W 6 5 a A L
3 5 c R Q@ Vv G D G A ¥V R H
4 E a L ¢ T P S PAT L c a
5 " A S L w P | P C D P M P
Gl I K € v L @ P H P L . A N T
= lambdap50
= g
N 51 Pair 1 Forward >
Pair 1

O | 2 ]| 25 s LY

Show + Active -- Set Name Name F/R Primer Sequence Score Length Tm dTm TaOPT dG
v . @ Set1 Pair1 =CTIGCAGACAAGITGGGGATGGGGCAGTCAGGCATTG= 1.000 2035 72 137 58.2
Set1 51Pair 1 Forward F CTIGCAGACAAGITGGGGATGGGGCAGTCAGGCATTG kT G64.9 15 -63.5
Set1 S1Pair 1 Reverse R CAMAGAMACCCGGCGCTGAGG 22 635 15 -48.4

At this point, either or both primers could be further adjusted to improve T~m~ differences and primer-

dimer formation.

8. Save the ¢l mutated fragment.sbd project using File > Save.

9. Reopen the sequence fragment Upstream fragment.sbd and create primer pairs using the commands

in Step 4, above. Save the project using File > Save.

SeqBuilder Pro provides multi-fragment PCR based cloning options so that the mutated gene of
interest can be cloned into an appropriate expression vector. In the next steps, we will clone the
mutated cl gene (and the rest of the lambdap50 operon) and the upstream (non-mutated) fragment of
the ¢/ gene into an E.coli expression vector system (pBAM/Thio) using PCR-based Gibson assembly.

10. Open a new, empty cloning project using File > New Cloning Project.

11.

Click on the Inserts folder to select it. Then right-click on the Inserts folder and choose Import. Use

Ctrl+click (Win) or Cmd+click (Mac) to select the files ¢/ mutated fragment.sbd and Upstream

fragment.sbd, then click Open.
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v ~[] Inserts

....... |IE Upstream fragment

E— |IE cl mutated fragment

2 sequences selected

12.

13.

14.

Choose Cloning > Gibson, LIC Cloning.

Next to Experiment, type in cl gene mutant.

folder. Then click on the first vector in that folder, pBAD/THIO.

15.

User Guide to SeqBuilder Pro - 17.5_en

Use the Vector drop-down menu and click the plus sign next to Restriction Vectors to expand the

Drag the two sequence fragments from the Inserts folder and drop them in the Fragments area on

the bottom right. Make sure the upstream fragment is on top. In the cloning dialog, name it cl gene

mutant.

) Untitled Claning Project 2

o Sl

Project

v [ Inserts
|I§ Upstream fragment
|I§ cl mutated fragment

Clone Summary

Experiment: | cl gene mutant GIBSON |

Method: |GibsonAssemhly (LIC,SLIC,CPEC,SLICE) V|

Vector: | pBAD/Thio v

Linearize

Fragments:

Upstream fragment

cl mutated fragment

| Cancel | | Try it |

16. Press the Linearize button and specify a Left Cut at Nael (676) and Right Cut at HindlIll (703). Press

Select.

17. Press Try it, then Make it. The History view shows a rendering of the fragments and clone, all primer
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information, and the list of steps needed to create the clone in the lab. The red text in the Primers
area is the junction that puts the two sequence fragments back together.

Cloning Summary

Fragments

pBAD/Thio

Upstream fragment (108)
¢l mutated fragment (2035)

pBAD/Thio

Primers

Overlap Primer Anneal TBTm Ta

pBADThio Upstream fragment T 50.45 52.85
cl mutated fragment Upstream fragment B 50.48 52.38
Upstream fragment cl mutated fragment T 60.51 52.91
pBADThio cl mutated fragment B 8§0.53 52.93
Steps

1} Cut pBAD/Thioc with HindIIT
2} Anplify Upstream fragment using primers:
Top: L' - ATCCGGITGATGACGATGACARTGAGCACAA AR AGARRCC-3"
Bottom: 5'-CRAACTIGICIGCARGAGATTCCIGGGATARGCCARGTIT-3'
3) Amplify cl mutated fragment using primers:

Top: S'-CITGGCTTATCCCAGGRATCTCTTGCAGRACRAGTIG-3"
Bottom: 5'-ATAGGCTTACCTTCACRRAGRARACCCGGCGCIGR-3'

18. Open expression clone ¢/ gene mutant GIBSON Clone 1 in SeqBuilder Pro by double-clicking on it.

The Linear view shows all the of the vector and insert feature annotations and lets us apply ORF
detection and translation to confirm that the gene of interest remains in-frame with the fusion protein.

19. Apply the ORF for “Top Frame 1,” shown as a red bar in the image below. The small white triangles
along the ORF denote the atg start sites.

Copyright DNASTAR, Inc. 2022 Page 285 of 313



User Guide to SeqBuilder Pro - 17.5_en

20. Click on the start site corresponding to hpTrxA, a mutated version of the E. coli protein thioredoxin
(trxA) used to create a metal-binding domain that allows purification of thioredoxin fusion on metal-

chelating resins.

@ File Edit Festures Enzymes Sequence Cloning Priming Format View MNetSearch Tools Window Help

Selection: Forward 346..1416, length = 1071
Size: 7.7x

6574 bp

Page 10of 1
B
@
-
@

[ heTrxA

& ]
= s - T = =
=
@
R >
& ) cmh.'\m % Primer Design L
:‘

Cloning Summary

Fragments

pBAD/Thio

Upstream fragment

¢l mutated fragment

(108)

LR 6575 B
P
pBAD/Thio

The selection contains the entire c/ gene feature; verification that the transcript is in-frame.
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Agarose Gel Simulation

Agarose gel simulation lets you find the location of restriction enzymes on a gel and perform ‘mock’ digests
to determine the expected size of digest products on an electrophoresis gel. Gel simulations let you find the
ideal percent agarose and set of molecular weight markers to resolve your DNA fragments. This digital
simulation replaces manual plotting of DNA fragment mobility on graph paper. Once you run the actual gel
in your laboratory, you can place the gel or its image side-by-side with an image of the simulation to confirm
gels that have complex banding patterns.

The following video is a brief walkthrough of the agarose gel simulation workflow:

To perform an agarose gel simulation:

1. (optional) Open the sequence you wish to use in the simulation.

2. (optional) If you plan to apply primer pairs to one or more lanes of the simulated gel, locate the primer
pairs.

3. Use the shared button tool Open Agarose Gel (%) or choose File > New Agarose Gel.

A new project window opens with the Gel Simulation and Fragment Sizes views active. On the right,
the Sequences, Enzymes and Primers panels appear at the top, and the Settings and Markers panels
appear on the bottom. All of these views and panels are synchronized, meaning that each of them will
update simultaneously when a change is made in any of the other views or panels. If a file was
already open in SeqBuilder Pro, it will be added to the Sequences panel.

4. Click on the Settings tab and define gel parameters such as dimensions, percent agarose, and run
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time. Choose from a variety of commercial gels, and/or enter custom parameters.
5. Select the lanes one by one and apply a molecular weight marker, sequence, enzyme, or primer pair.

* To apply a molecular weight marker, select a gel lane. Then click on the Markers tab and check
the box next to the desired marker. For more information, see Markers panel.

+ To apply a sequence, select a gel lane. Then click on the Sequences tab and check the box
next to the sequence of interest. To add sequences to the panel, right-click within the panel and
choose Import. For details, see Sequences panel.

* To apply an enzyme, select an already-populated gel lane. (Note: If a lane is unpopulated,
follow the bullet point above to first apply a sequence to the lane). Then click on the Enzyme
tab and check the box next to the enzyme of interest. For more information, see Enzymes panel
for gels and Apply or remove enzymes in the gel simulation view.

* To apply a primer, select a gel lane. Then click on the Primers tab and check the box next to
the desired primer pair. For details, see Primers panel.

To analyze the results:

* To select a fragment and its range on the sequence, click on a band in the Gel Simulation view, or on
a fragment size notation in the Fragment Sizes view. The fragment is shown in red, and the footer is
populated with information about the selection. Any fragment from the same sequence as the selected
fragment, and which overlaps the selected fragment in any way, will appear in blue.
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Sequence Statistics

To view a statistical summary of a selected portion of sequence:

1. Select a portion of the sequence in a graphical view.

2. Choose Sequence > Statistics.

. o For nucleotide sequences, the display shows the number and composition of bases, the
percentage of A, G, T, C, ambiguous bases, and A+T and C+G in the selected region. The
actual numbers of each type of base follows the percentage in brackets.

Statistics X

Total number of bases: 4351

% A = 22,54 [983]

% G = 26.00 [1134]

% T = 23.71 [1034]

% C = 27.75 [1210]

%% Ambiguous = 0.00 [0]

% A+T = 46.25 [2017]
% G+C = 53.75 [2344]

o For protein sequences, the summary includes the number of strongly basic, strongly acidic,
hydrophobic, and polar amino acids, as well as the molecular weight, isoelectric point, and
charge at pH 7.0 for the selected region.

Statistics L (i

Maolecular Weight 158803.69 Daltons

1414 Amino Acids

210 Strongly Basic(+) Amino Adds (K,R)

96 Strangly Acidic(-) Amino Adids (D,E)

437 Hydrophobic Amino Acids (&,I,L,F,W,\)
394 Polar Amino Adds (M,C,Q,5,T,Y)

10,446 Isolectric Point
122,620 Charge at PH 7.0
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Motion Library

Lasergene applications are designed to work together seamlessly. One useful workflow is to create or edit a
protein sequence in SeqBuilder Pro, fold it in Novafold and view the finished product in Protean 3D.

Whether or not you are already licensed to use Protean 3D, SeqBuilder Pro lets you browse protein
animations from Protean 3D’s “Motion Library.” The Motion Library consists of over 500 animated and
annotated macromolecular motions illustrating structural conformational changes.

To launch Protean 3D with the Motion Library open, choose Help > Molecules in Motion. To learn about
the Motion Library and how to use it, see the Protean 3D help topic, The Motion Library.



http://www.dnastar.com/t-products-NovaFold.aspx
http://www.dnastar.com/t-protean-3d.aspx
http://www.dnastar.com/protean3d_help/Documents/themotionlibrary.htm

Copy, Print, Save and Export

From within SeqBuilder Pro, you can do the following:

« Copy a sequence or image

* Print (Windows / Macintosh)

+ Save

» Export sequences
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Copy a sequence or image

To copy selected text (including sequence) to the clipboard:

Choose Edit > Copy or use the keyboard shortcut Ctrl/Cmd+C.

To copy selected text that will be pasted in a particular format:

Use Edit > Copy As.
+ Unformatted Sequence — Copies the sequence only.

+ Formatted Sequence — Copies the sequence with spacing and line breaks, as it appears in the
Sequence view.

+ Translated sequence — Copies the protein translation of the highlighted range.
+ Spliced sequence — Copies only the sequence corresponding to the segments of the selected
feature, rather than the whole region. For example, if a feature consisted of two segments — 100-129

and 200-232, Spliced sequence would copy a string consisting of bases 100-129, immediately
followed by bases 200-232. In contrast, Unformatted Sequence would copy every base from 100-232.

To copy an image of a view:

To copy an image of the Circular, Linear, Sequence, Gel Simulation or Fragment Sizes view, make it active
and choose Edit > Copy As Picture. When using this command from most views, only the selected

information is copied to the clipboard. From within the Circular view, the entire map is copied, regardless of
the selection.

* When pasting the copied picture into a Microsoft Office application, we recommend using
Edit > Paste Special and selecting Picture (Enhanced Metafile).
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Print on Windows

To print from within SeqBuilder Pro on Windows:

Select File > Print or the keyboard shortcut Ctrl/Cmd+P or use File > Print Preview (see below) and select
the Print tool. Select a printer and choose the pages and quantities to print.

- B N
iy Print ﬁ
General |

Select Printer

%Add Printer 20 Brother HL-L2395DW ser

=0 Adobe PDF =il Fax

[ Brother HL-12395DW series = Microsoft KPS Documen

1 s i J P
Status: Offline [ Prirt to file
Location:
s
Page Range

@ Al Mumber of copies; 1 =

Selection Cumert Page

i) Pages: 1 Collate

Enter either a single page number or a single _1}1 2!-2 3i-3
page range. For example, 512

| it || Cancel

To view a preview before printing:

Use File > Print Preview.

Several navigation and zooming tools are provided in this window.

Opens the Print dialog; identical to selecting File > Print.

®

Returns to the first page in the project.

'@ Returns to the previous page.
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Shows the total number of pages, and allows you to go to a particular page by typing
in the box on the left.

10 f41

Advances to the next page.

Advances to the last page in the project.

Use the plus/minus buttons or drop-down menu to choose the zoom scale for the

E preview, from 10-200%. Note: To change the actual printing scale, see File > Page

Layout, below.

To exit from the Print Preview window.

To change the printing size, orientation or margins:

Choose File > Page Setup.

r B
Page Setup ﬁ

Paper

Size: [ Letter - ]

Source: [Pu.rtu Select v]

Crientation Margins (millimeters)
@ Portrait Left: 0 Right: D

(") Landscape Top: 0 . Bottom: 0O

| 0K || Cancel

The default printing size for all DNASTAR applications is U.S. “Letter” size (8.5 x 11 inches = 21.6 x 28 cm).

To change the page layout:
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From within the Circular, Linear or Sequence views, select File > Page Layout.

.

Page Layout =Sl

Drawing Size

Horzontal: 1 =

Vertical: 1 =

Rows
Groups per page: .
[ Reset layout
oK l [ Cancel ] [ Apply

* In the Drawing Size area, use the Horizontal and/or Vertical text boxes to set the number of pages
that will be used to display the current view. By increasing the number of pages, you will enhance the
resolution in any of these views. One or both of these options may be available depending on the

view.

* Enter a number in Groups per page sets the number of rows that will print per page in Linear view.
To view a linear map in one continuous line on the page, change this value to 1.

» (optional) Check the box next to Reset layout to restore the default values.

When you have made the desired selections, press Apply to save changes and then exit the dialog by
clicking OK. Or press Cancel to exit without saving changes.
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Print on Macintosh

To print from within SeqBuilder Pro on a Macintosh:

Select File > Print or the keyboard shortcut Cmd+P.
Initially, an abbreviated version of the Print dialog is displayed. To view all print options, press Show
Details. Once expanded, the selection you make in the middle drop-down menu (with the default of Layout)

determines which options are available in the lower portion of the dialog. For example, if the default value is
retained, the dialog appears as follows:

Print

Printer: = QA Printer

o>l

Presets: Default Settings

Copies: 1
Pages: | | All
o From: |1 to: 9999
Layout ﬁ
Pages per Sheet: 1 ﬁ
Layout Direction: Z é, Ul ﬂ\!
Border: MNone ﬁ
Two-Sided:  Off 5]

Rewverse page orientation
Flip horizontally

? PDF E Hide Details Cancel
Other print options may be available, depending on the specific printer.

To change the printing size, orientation or margins:

Choose File > Page Setup.
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Page Setup
Format For: | Any Printer B
Paper Size:  US Letter ﬁ

8.50 by 11.00 inches
-y &
Orientation: T X UES

Scale: 100%

i

7 Cancel m

The default printing size for all DNASTAR applications is U.S. “Letter” size (8.5 x 11 inches = 21.6 x 28 cm).

To change the page layout:

1. From within the Circular, Linear or Sequence views, select File > Page Layout.

@ Page Layout

Horizontal: I:I -

Vertical: 1 -

Drawing Size

Rows
Groups per page: 1 -
| Reset layout
Apply Cancel OK

* In the Drawing Size area, use the Horizontal and/or Vertical text boxes to set the number of pages
that will be used to display the current view. By increasing the number of pages, you will enhance the
resolution in any of these views. One or both of these options may be available depending on the

view.

* Enter a number in Groups per page sets the number of rows that will print per page in Linear view.
To view a linear map in one continuous line on the page, change this value to 1.

+ (optional) Check the box next to Reset layout to restore the default values.
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When you have made the desired selections, press Apply to save changes and then exit the dialog by
clicking OK. Or press Cancel to exit without saving changes.
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Save

You can save a sequence or project using File > Save (Project) or File > Save As (Project). See the table
below for restrictions. Most SeqBuilder Pro projects are saved with the extension .sbhd (single document
project) or .sbp (multiple document project), but agarose gel simulations are saved with the extension
.sbhgel.

If you have a large number of sequences open, we recommend first collecting them into a Project Folder

before saving. To do this, use the command File > Collect Open Sequences into New Project before
using one of the Save commands.

File > Save File >

Ability or Ctrl/ Save
Cmd+S As

Save to new name’ X

Save to new location X

Save a nucleotide sequence file (.seq) in .sbd, .seq, .gbk, .embl, .fas, and .abi.

formats. Save a protein sequence file (.pro) in .shd, .pro, .gbk, .embl, or .fap formats. X
Preserve synchronous updating2 with GeneQuest X

Preserve sequence information, features, and comments X X
Preserve layout and formatting3 X

T you change the name of a SeqBuilder project using the file explorer, rather than the Save As command,
the name of the sequence in the project will retain its original name.

2 As shown in the illustrations below, once you use File > Save As, you can no longer update the original
sequence file synchronously with other Lasergene applications because the newly-saved project file has
copied the information from that sequence file into the new project file along with additional project
information.
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SEQUENGE GeneQuest
o
document _..9 pen With
conin: iy
1) sequence [~ - o
2) comments Open w“h*
3} features SeqBuilder Pro
==,
Saves back to original SEQUENCE doc
- no method or layout data saved
GeneQuest
document
contains:
1) methods
applied
SEQUENCE Geneluest 2] sequence
document Open » 3} features
= WWith
containg: X Syncgrqnnus - Save As breaks
1) sequence |~ Qpen y F ating link for updating
2} comments With s
lf atur .
L Zicales SeqBuilder Pro SeqBuilder
documsent
1) layout
2) sequence
3) features
S

You can re-establish a synchronous updating link between SeqBuilder Pro and the other application by
opening the newly-created project file in the other application. You do not need to close the original project
file. However, because File > Save As has been used in another open application, that file will no longer be

updated when you make changes in the application where you last used File > Save As.

3f you are saving a sequence file (e.g., .seq, .pro, .gbk, .fas) that you have changed, File > Save does not
save any layout information like active views, colors, and elements visible on the views. If you need to save
the layout information as well, use File > Save As to save the file as a SeqBuilder Pro document.
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Export sequences

To export one or more sequences in the Project window to individual sequence files:

To do this, you must have already imported one or more sequences to the Project window.

1. Select one or more sequences from the Project tab.
2. Choose File > Export Sequence(s) From Project or right-click on the selection and choose Export.
3. Choose a format and location for saving the exported sequence(s).

+ If you selected a single sequence, the sequence name is used as the default file name. If you
selected multiple sequences, the project name is used instead.

« Available file formats may include: .sbd, .seq, .gbk, .embl, and .fas. For formats that do not
support multiple sequences, each sequence is saved as a separate file.

Synchronous updating allows you to work on the same file in multiple Lasergene applications at the same

time, and is available in SeqgBuilder Pro and GeneQuest, and—on a limited basis—in Protean 3D. Changes
made to a sequence in one application are automatically applied in the other shared applications.

To export one or more sequences to a single sequence file:

See Export sequences into a single file.

To export a sequence to another | asergene application with synchronous updating:

1. Open the sequence of interest.

2. Send the sequence to 1-3 additional applications using File > Send Sequence To > [Lasergene
application]. For example, you could open the same document in:

» SeqBuilder Pro — to edit the sequence
+ GeneQuest — to further analyze a region of conservation
For information about how File > Save and File > Save As affect synchronous updating, see Save.
Note that Protean 3D does not allow the editing of sequences or features, and synchronous updating is not

supported for .pdb files. As a result, Protean 3D has limited, unidirectional synchronous updating capacity
compared to some other Lasergene applications. Changes made in another application may be
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synchronized to Protean 3D, but not the reverse, as in these two scenarios:

» Afile is open in another Lasergene application and you have made unsaved changes to it (e.g.,
trimming, adding a feature). When you initially open the same file in Protean 3D, any changes made
to the original sequence or its features will also appear there.

+ The same file is already open in both Protean 3D and another application. You make changes to the

file in the other application. Only feature edits will synchronize to Protean 3D; sequence edits are
ignored.

To export one or more sequences to GenVision:

1. Either make a selection in the Linear, Circular, or Sequence views, or select a sequence in the Project
window.

2. Choose File > Export as GenVision Project and click the Begin Processing button.

The Export to GenVision dialog compares the features lists for all of the sequences you selected in
the Project window in order to find features with the same name that occur in more than one
sequence. Once the process is complete, a message will be displayed giving the number of features
SeqBuilder Pro identified that occur in more than one of the selected sequences. The table at the
bottom of the window lists the number of matches for each feature type, and how many sequences
contain a matched feature of the given type.
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i B!
Export to GenVision ﬁ

This process will compare the feature lists of selected sequences to find features
that cccur in more than one sequence,

A GenVision project will be exported for each sequence to highlight those features.

Features are matched by feature name.

Begin Processing

20 features have a match in another sequence.

Use a check mark to indicate which feature types should be exported.

Matches Feature Type Sequences
1 3 chs 7
2 3 gene 2
3 1 misc_feature 2
4 B misc_recomb 7
5 2 primer_bind 7
6 1 protein_bind 7
7 2 rep_origin 8
8 2 terminator 7
Save Files ] ’ Close
L% -

3. (optional) To exclude certain feature types from the export, remove the check mark from the row
beside that feature type. If a feature type has 100 or more matches, it will be un-selected by default.

4. Click the Save Files button.

One GenVision project (.gnv) will be created for each of the selected sequences, and will display the
features from one sequence connecting to the same features in all of the other sequences where it
occurs. A .txt file will also be created for each exported panel. A new folder containing the exported
text files will be created within the same directory as your GenVision project and will be named the
same as your GenVision project with a .data extension.

Considerations when exporting sequences from the Project window:
* The use of color in the resulting GenVision project differs based on whether one feature type or
multiple feature types were exported. For a single type, each matching set of features will have its
own color. When multiple types are exported, each feature type will have its own color.

« Two text panels are created for the feature names. One panel displays the feature names as radial
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text around the outside of the circular image and the other panel displays the feature names in an arc
inside the circular image. By default, only the radially displayed text panel is displayed. However, you
may display the other text panel if you wish by adjusting its priority within its data file.

* In the exported image, features are sorted so that feature types that have the most features appear
near the center of the circle.

Considerations when exporting sequences from the Linear, Circular, or Sequence views:

* When exporting from the Circular view, the GenVision figure will be exported as circular. When
exporting from the Linear or Sequence view, the GenVision figure will be exported as linear. Protein
sequences are exported as linear.

» The colors for fonts, ORFs, features, and the Circular map title are chosen in the Style panel, and are
preserved during export. For features, the Fill color is used for the feature color in GenVision. If a
feature does not use the fill color (e.g., stroked shapes), then the line color is used. Unchecking the
Fill checkbox will also cause the line color to be used. Feature labels are exported in the same color
as the Shape.

« For linear images, the Vertical value in the Page Layout dialog (Windows / Macintosh) is used for the
“Pages High” GenVision parameter.

* The page size and margin settings specified in the Page Setup dialog will be preserved in the
exported GenVision project.

* An End Legend file is created for all of the panels within the export, and is named the same as your
GenVision project with “_table” appended. For example, GenVisionProject_table.txt.

» All exported text files will be prefixed with SB to denote that they were exported from SeqBuilder Pro.

Considerations regarding features:

» Features are grouped into panels by feature type. One panel is created for each feature type.

» For each feature panel created, a corresponding panel is created for the feature labels. Feature labels
are exported to GenVision if the Label Position is either Above or Below. Labels are not exported if
position is Inside. For additional information, see The Style Panel.

+ If your features have detached labels, note that the label settings found in Format > Horizontal
Labels or Format > Radial Labels (for the Circular view and Format > Horizontal Labels or Format

> Vertical Labels (for the Linear view) are used when exporting feature labels to GenVision.

» Features in SeqBuilder Pro that have the Fill checkbox checked in the Style panel will be exported to
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GenVision as a filled arrow. When the Fill checkbox is not checked, the feature will be exported as an
open arrow.

» For protein sequences, the export does not include segment names for multi-segmented features.

* The visibility of feature labels within GenVision is determined by the priority set in the
GenVision text panel dialog or in the priority column of the text panel data file. (The values
in the data file supersede those in the panel.) If you are unable to see a feature label
exported from SeqBuilder Pro, try adjusting the priority within GenVision.
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Close and Exit

To close a single project:

Select File > Close or use the keyboard shortcut Ctrl/Cmd+W.

To close all projects and leave SeqBuilder Pro:

Windows: Select File > Exit
Macintosh: Select SeqBuilder Pro > Quit.

If you are closing a project that has been edited since the last save, you will be prompted to save before
closing/quitting.



Appendix
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Installed Lasergene file locations

The following file names use ‘x’ to represent the version number.

File Category Application Path
Windows: C:\Program Files
ArrayStar (x86)\DNASTAR\Lasergene x\
ArrayStar

Windows: C:\Program Files

SegNinja (command
aninja ( (x86)\DNASTAR\Lasergene x\

line) .
Application? SegNinjaCL
Windows: C:\Program Files
(x86)\DNASTAR\Lasergene x
All others

Macintosh: /Applications/
DNASTAR/Lasergene x

Windows: C:\Program Files
SeqBuilder Pro, Protean (x86) \DNASTAR\Lasergene x
Data Manager? (DMx, DMx.exe) 3D, GeneQuest,
MegAlign Pro Macintosh: /Applications/
DNASTAR/Lasergene x

Windows: C:\Program Data\
DNASTAR\DataManager

SeqgBuilder Pro, Protean Macintosh: ~/Library/
Data Manager State File 3D, GeneQuest, Application Support/
MegAlign Pro DNASTAR/DataManager,

~/Library/Preferences/
DNASTAR/DataManager

Windows: C:\Program Files
(x86)\DNASTAR\License
Y M 2 All Manager
icense Manager
Macintosh: /Applications/
DNASTAR/License Manager

Windows: C:\Program Files
All (x86)\DNASTAR-
LicenseServer\Server

Server License File (/servrc), Server License

Manager 2, Server Executables (_Iserv, Iservnt.exe)
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Macintosh: ~/Library/
DNASTAR-LicenseServer

Windows: C:\Program Data\

S . . DNASTARI\Licenses
Standalone & Trial Licenses (*.license), License

Server Client License (*.Ishost), Key Server Client All

Macintosh: ~/Library/
License (*.keyhost) Y

Application Support/
DNASTAR/Licenses

Windows:
Protean 3D, Navigator, C:\Users\<user>\DNASTAR
SegNinja (DNA¥),

GenVision Pro Macintosh: ~/Library/
DNASTAR
Windows:

ArrayStar C:\Users\<User>\AppData\

Preferences
Roaming\DNASTAR\ArrayStar
Windows:
C:\Users\<user>\AppData\
Local\DNASTAR\

All others

Macintosh: ~/Library/
Preferences

* AppData is a hidden folder in Windows. To unhide the folder, go to Organize > Folder and
Search Options > View > Show Hidden files and folders.
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Installed enzyme file locations

SeqBuilder Pro contains representatives of a wide variety of restriction sites for available enzyme isotypes.
By default, Lasergene’s enzyme and enzyme selector files are installed in the following directory:

* Windows: C:\Program Files (x86)\DNASTAR\Lasergene x
* Macintosh: Hard Drive:Applications:DNASTAR:Lasergene x
Once an enzyme file or enzyme selector file has been edited, the revised file is saved to:

+ Windows: C:\Program Files (x86)\DNASTAR\DataManager\1.0

* Macintosh (depends on version):
o Hard Drive:Library:Preferences:DNASTAR:DataManager:1.0
o Hard Drive: Users:<user ID>:Library: Preferences: DNASTAR: DataManager: 1.0
o Hard Drive: Applications:DNASTAR:Lasergene x

At any time, you may see what enzyme or selector file SeqBuilder Pro is using by selecting Help > About
SeqBuilder Pro (Windows) or SeqBuilder Pro > About SeqBuilder Pro (Macintosh).

If the enzyme file is write-protected, a copy of the file will be made in a user-specified location. This copy
will track changes made to enzymes, new enzymes, and deleted enzymes. Re-installing Lasergene will not
overwrite the changes, but likewise this file will not receive updated enzyme definitions.

For vendor information and a list of abbreviations used by SeqBuilder Pro, see the REBASE Suppliers web
page.
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Turn off usage Iogging

By default, usage logging is enabled for Lasergene. To opt in/out of usage logging:

1. Launch the DNASTAR Navigator.

2. Use whichever of the following commands is available; the command varies by Lasergene version and
operating system.

« Window > Preferences

* View > Preferences > Lasergene

DNASTAR Navigator > Preferences > Lasergene

DNASTAR Navigator > Settings

The following dialog appears:

Preferences X
= N

Lasergene
Configure network behavior of Lasergene applications:

Submit data about Lasergene usage

I Cancel I[ Apply and Close ]

3. Check or uncheck the box, as desired.

4. Click Apply and Close or Apply and OK, depending on which option is available.


http://www.dnastar.com/t-about-legal.aspx#usage
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