How do | input my targeting vector for a conditional (cre-lox) knockout?

1. Click on Designer tab on the first page
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3. Choose which naming convention for your targeting vector and click Proceed to Design
Page button.

MOUSE MODEL ARCHIVE

Naming
Choose your preferred construct naming convention or inputting format:

Long arm/Short arm © §' retrieval arm/3’ retrieval arm

Proceed to Design Page Cancel
MouseGPS com
4. Click on New Project tab.
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5. Click on Project Keys under Project Information. Fill out all fields and click Save Project
Keys button.
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\ Project Information

Project keys New Project
Load/update WT sequence

Retrieve WT repeat mask

Load/update cDNA library

Exon lookup

Project Category: Private — project can be seen only by you
Public — project can be seen by all users

Project Type: Choose an appropriate project type for your targeting design. Click on
“What is ... ?” to see details on classification of various project types.

TV (Targeting Vector) Type: Plasmid or BAC

Ensembl Gene-Summary Page URL: Copy the link from the Ensembl Gene Summary
page (see red arrow below) and paste it on Project Keys page.
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Location: 10:32,122,727-32,360,714

Gene-based displays
Gene summary Gene: Sgms1 ENSMUSG00000040451
Splice variants

Description sphingomyelin synthase 1 [Source MGI Symbol Acc MGI 2444110]

Location hromosome 10 32,12 12 380 714 reverse sirand.

i reforences INSDC coordinates chromoso
Regulation

2.2:32122727 323807141 £

SJETERERDY e transcript table

Transcripts

This gene has 1.

Gene summary @
R Bookmark this page Name (MG Symbol)
N el ccos This gane is a member of the Mouse CCDS set

Ensembl version ENSMUSGOD000040451.11

Length (bp) Length (aa) Biotype DS incomplete
Sgms1-002 E 8 416  ENS 419 Protein coding -
Sgms1-001 4| 3665 ENS 1 419 Prolein coding
Sgms1-004 9 2888 ENS 419 Frotein coding )
Sgms1.014 7 427 E 3 Protein coding 3
Sgms1-003 0 1988 ENS 27 Nonsense mediated decay
Sgms1-007 5 198 ¢ m Nonsense mediated decay
Sgms1-008 ENSMUS 5 603 No protein product - Processed transcript
Sgms1-013 ENSMUS 483 No proein product Processed transcripl
Sgma1-012 ENSMUS 358 No protein product - Processed transcript
Sgms1-010 ENSMUS 353 No protein product 5 Processed transcript
G y Sgme1-006 ENSMUS 3086 No protein product Retained inlron
= Sgma1-005 ENSMUS 2560 No protein product = Relained intron
Samat 08 S o Noolaneda Relaned e
Sgms1-011 ENSMUS 87 No protein product Retained intron

Gene type Known prolein coding
Prediction Method Annotation for this gene includes both automatic annotation from Ensembl and Havana manual curabon, see article

Alternative genes This gene correspond g database identifiers:

Below is an example of a new project completed for a conditional knockout of the mouse
Sgms1 gene.
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Project Information

Project keys New Project

Load/update WT sequence

Retrieve WT repeat mask

Load/update cDNA librai -

P v Project Keys

Exon lookup
Construct Project Category: ® Private © Public

5 Am =l o Project Name: ABCD|

¥ i .

Enzyme B Project Number: 1000A

Title B + Project Type: Cre-Lox Conditional 2a [~] What is Cre-Lox Conditional 2a?

Modiy added TV Type: © Plasmid © BAC

Retrieve TV repeat mask

Strain: B6 [~]
Construct Strategy
Project Manager: iTL
©® Original
Neo Deletion by FLP Construct Designer: iTL
Cre-Lox Recombination Customer Name: Researcher

Reporting

Export TV sequence Gene Name: Sgms1

Southern report . ol Gono. Page URL

nsemi ene-Summary Page 3 http://www.ensembl.org/Mus musculus/Gene/Summary?
\ I =

Project report on WT g=ENSMUSG00000040451,r=19:32122727-32389714

Project report on TV -
Client report on WT view gene information
Client report on TV
Screening & QA

Design oligos Save Project Keys | Cancel ‘

6. Click on Load/Update WT Sequence under Project Information to retrieve your genomic
sequences from Ensembl.
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Project Information

\ Project keys ABCD 1000A (Gene> SgmsfT)
Load/update WT sequence

Retrieve WT repeat mask
Load/update cDNA library
Exon lookup

0O

Draw Diagram Show Oligos* Hide Diagram Save Diagram Download Diagram Print Diagram
Construct
5 Am ELE
Enzyme =] *
Title ]
Modify added

Retrieve TV repeat mask

You would need to keep in mind which exon(s) to be targeted for your targeting vector.

20kb upstream and 20kb downstream sequences of the targeted exon(s) will be
retrieved from Ensembl. If your gene is located on the forward strand, subtract 20kb from
the start location of the targeted exon and add 20kb to the end location. If the gene is on
the reverse strand, make sure to add 20kb to the start location of the targeted exon and
subtract 20kb from the end location.

For example, exon 6 will be conditionally targeted for the mouse Sgms1 gene. Look up
the start and end location of exon 6 on the Transcript Page in Ensembl.

Transcript page of Sgms1-002



Fe Bookmark this page
< Share this page

& Download view as RTF

Exons @

Stow [T entries 5]
No. Exon / Intron Start End Start End Length Sequence
Phase Phase

5' upstream sequence
1 [ENSMUSE00000788664 32,349,316 32,348,693 - - 624

Intron 1-2 32,348,692 32,289,632 50061  gtaggtcttaccagatagagaggcg..........
2 [ENSMUSE00000513323 32,289,631 32,289,541 - - 91

Intron 2-3 32,289,540 32,260,008 20443 = gtaagtgaaaccctgtatctcacac..........
3 [ENSMUSE00000820259 32,260,097 32,259,976 - - 122

=

Intron 3-4 32,259,975 32,248,037 11939 = gtgaggtccagtgtcactotttott..........
4 [ENSMUSE00000508860 32,248,036 32,247,994 - - 43

Intron 4-5 32,247,993 32,223,591 24403 2 gtaaatggacgtttaattcttttat.........
5 [ENSMUSE00000509651 32,223,500 32,223,509 - - 82

Intron 5-6 32,223,508 32,160,364 63145 = gtaagtaaaattttgctagttcttt..........

6 ENSMUSE00000518710

32,160,363 32,159,524 - 2 840




a) Enter the start and end location number including 20kb upstream and downstream
sequences of your targeted exon. Indicate the direction of your gene under Strand.
Make sure the strand direction is entered correctly otherwise an incorrect sequence
will be retrieved for your project.
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Naming

Project Information
Project keys
Load/update WT sequence
Retrieve WT repeat mask
Load/update cDNA library
Exon lookup

Construct
5 Am

Enzyme

Modify added

Retrieve TV repeat mask
Construct Strategy
® original

Neo Deletion by FLP

© Cre-Lox Recombination

Reporting
Export TV sequence
Southern report
Project report on WT
Project report on TV
Client report on WT
Client report on TV

Screening & QA
Design oligos

New Project

Title =

Copy to a New Project

Published mouse models

Private mouse models

Mouse models shared to you

Approval pending shared models (0)

Input Genomic Information of WT Sequence:
Chromsome# Start
19 32139554

Or enter WT sequence here:

ABCD 1000A (Gene> Sgms1)

WT Sequence

End Strand

32180363 Reverse [~]

»

Sgms1 Transcript ID
na E View Area
Retrive Sequence

BLAST WT sequence

b) Choose the transcript ID for your targeting vector using the drop down menu.

Naming

Project Information
Project keys
Load/update WT sequence
Retrieve WT repeat mask
Load/update cDNA library

Cre-Lox Recombination

Reporting
Export TV sequence
Southern report
Project report on WT
Project report on TV
Client report on WT
Client report on TV

Screenina & 04

New Project Copy to a New Project

Published mouse models

Home

Private mouse models

ABCD 1000A (Gene> Sgms1)

Mouse models shared to you

Mouse Models Contact F.AQ

Approval pending shared models (0)

Snite

»

WT Sequence
Exon lookup
Input G of WT
Construct
. Chromsome# start End strand Sgms1 Transcript ID
5 Am =] 19 32139554 32180363 Reverse [~ | ENSMUST00000142618 [~ ] Retr\vev‘ew Area
na
Enzyme L ENSMUST00000142618
ENSMUST00000099514
+ ENSMUST00000151289
Title Or enter WT sequence here: ENSMUST00000151822
Modify added ENSMUST00000152340
ENSMUST00000134415 E
Retrieve TV repeat mask ENSMUST00000141655
ENSMUST00000149934
Construct Strategy ENSMUST00000149107
— ENSMUST00000131768
9 ENSMUST00000124483
Neo Deletion by FLP ENSMUST00000124012
ENSMUST00000141252

ENSMUST00000126332

BLAST WT sequence




c) Click on Retrieve Sequence. Options for sequence retrieval will be provided.
If your project is new, select WT, cDNA and exons (replace existing exons).

Select Retrieve and the sequences will be retrieved from Ensembl using the indicated
start and end location.

Note: If your sequence retrieval is slow or not working well, it would be likely that
Ensembl website is slow or temporarily not working.
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Naming New Project Copy 1o a New Project Published mouse models Private mouse models Mouse models shared to you Approval pending shared models (0)
Project Information o
Project keys ABCD 1000A (Gene> Sgms1) w—[
Load/update WT sequence hane
Retrieve WT repeat mask ’
Load/update cDNA libi
oadlupdate @ orary WT Sequence
Exon lookup
Input Genomic Information of WT Sequence:
Construct
. Chromsome# Start End Strand Sgms1 Transcript 1D
5 Arm (o) View Area
B 19 32139554 Swap | 32180363 Reverse E ENSMUST00000142618 E Retrive Sequence ’
+
Enzyme [~]
e gE Sequence retrival options
oo ® WT, cDNA and Exons (replace existing exons) © WT, cDNA and Exons (append to existing exons) © WT only
lodify adde

Retrieve
Retrieve TV repeat mask
Or enter WT sequence here:
Construct Strategy
® Original
Neo Deletion by FLP

Cre-Lox Recombination

Reporting
Export TV sequence
Southern report
Project report on WT
Project report on TV
Client report on WT
Client report on TV

d) Genomic sequences will be retrieved. Number of exons will be noted. If no exons are
indicated, check to make sure the start and end location numbers were entered correctly
and that the direction of the strand was indicated correctly. Make sure to click Save on
the piggy bank.



Project Information
Project keys ABCD 1000A (Gene> Sgms1)
Load/update WT sequence
Retrieve WT repeat mask
Load/update cDNA library WT Sequence
Exon lookup
Input Genomic Information of WT Sequence:
Construct
3| Chromsomet# start End strand Sgms1 Transeript ID
5 Am =] 19 32140363 Swap | 32179554 Reverse || ENSMUST00000142618 [~] .o ?j&gi:
Enzyme = &
¥
Title = [ Or enter WT sequence here:
Modify added

GCTGAAATGAGCTGAAAATAGTAAGAGAAATAACATACAGTCGCCGTGCACTGTCTCTTCTTTCTGCTGTCTGCCCACTGTCTCACTGAAGCACAAGAGATATGGG
ATATTTCACTGTGGCGGAGAGGAGCTCCCAGCAGCCCCTGCAGCACTTCCCTGCATTGAGAACATTTCCCTCCTGAGTGGTCCTGCAAACAGTGTTCTTAGTCAGT | WT sequance and cDNA sequence retisved. 2 sxons
GCCTCCTATACCACACAGGACTTAGTCTTACTGGTGTATTA \ l TGTGTATGTGCTGTGTGTCCTCG) GTGGAAGCCAGAAGTTAGAGTGGAGTGTCTCTCATAACC retrieved.
TCTCTTCACGGAGTGCTAAGGCTTCAAACATAGATCCTTCTGCTTGTGTGACGAGCTCTTTGCCAGCT! ENSMUSEQ0000518710: 840 bp. Sequence: AAGG. ACAA
T AT AT T T T AT oI COT T T aATA OAAGACOAGT ACACTCAACAC LT T GAACGAGCTCAGAGTARATGCTAGTARGT AMATCTCGOTGT TaRCE ENSMUSEQUO01 104715, 118 by, Saquence: GTCT GAAG

Retrieve TV repeat mask

Construct Strategy

Orignal T Oa O GG A TG AT AT 1 TBGGCAC T CACT TCTaAATaTCTC TGAGCCAT TCAT CCTCAGTCCAATACAGCL TC TCATAGTGTCCAGGT T6GUGCT
Neo Deletion by FLP GGGGCAAGTAGGTGACAGC/ ACACTGAGTCTCATGACCTTAGAGGAGCCTTAGTATCACAGACAAACTAAGAACTTCAGGCATCTTTCTAGTCTG | Click the “Saver button to save the WT information and the
Cre-Lox Recombination T T T A CCAGC TECACAT TaBT CAGOC AT T CAGACT T T LT AGAGCT CATGT TGCTGTCT T TARCTGLOT T TACAATATTAGGAAATGTTTTCTE gxons: O lck ‘Dismiss" o loso s message without saving
TTGTTGTTTCTGGrrmATTTTTcAAGATAGGTTTTCACTGTGTATTCCTGcTGTccTGGAAcTcAcTGTATAccAGGcmAccchAGcTcAAccaATcAccAcc @ W information.
TGCCTCTGCCTCCTGAGTGCTGGGATTAAAGGCTTGTGCCTCCACAGCCATCAGGGTAGGTTTGGTTTTGGTTTTGTT CTAGAAACCTGAGTC
Reporting chATGTGTAGGAAcAAA:cTGAAGAGchATcTGTGTGcTcTGcTAGATcWGGTGAc1'rGcCGAGTc'rrrcTGAAGAGcAcTsGAGTGﬂGGcAcWAGGAAAG
TCTCAGGGCTCCAGAGGGAAGGAGCTTGCCCCCTGGACTGGTAGCGAAAATGTCTGCTGTGGTCTTAAGGGAGGCAGCTGTTCACCATCTTCCTTGATGCCCTGCC
Export TV sequence AAGA:TAcTGGTAﬁAAcAGGG‘rrrATcCAGTGTcccAscAAcAsAGArrrccAAGAAGATGGGCTATGGTAAGcccATGGcAGccTGAcAc'rG'rrccAGGTGGcc
Southern report TTTAAAGGGACATATCACCCTGGACTTGAATCCTTAGGCAATTCTTGTTCTGTTTTCCCTCTTTCTGCTTTCCCTCTGTGTTCCAGCTCTCACTTTTTT
cAAAGAcTAGcATGGcATcTAGTmTGAcATATAAATccTGTGTAAAAAGCTAGAAWCTGTGrrcTcTcccATrsTcTAcccATcﬁccTAcAAGAMcTcTATG
Project report on WT TG AT G T ACAT AT AT AR A TG TAAGT A TATATGTCTACT TATCTGT GCTAAGAAAACACATCTTAAAATGAACCCTATGACAGGTTGCTGTGTGTAAGTCA
Project report on TV TGCTACATTCATTCAAATGACATGTATTCCATGGTGAAGGGGCA AGACCACAGCAGTGGATTGTAATGAAATGGATGAAATACTTGAGGAAAAA
CTCTC‘I'[AAAAATAGTGCAGCCATGAACAWCTGTGGWATATGTGTGCACATGCATGTGCCTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTG
Client report on WT T QTG T GAGACAGCGTCT TG CCATAT ACCCCAAACTGGCCT AR T CAT TT TG TAAGCCAGGCTAGCTTCCAACT TTCCAATAATTAAGARATARAACAT
Client reporton TV CTGAGCCTGGCAGTGGTGGTGCATY CCTGCCCTTGGGAGGCAGAGGCAGGCAGATTTCTGAGTTCAAGACCAGTCTGGTCTACAGAGTGAGTTCCAG
A GO TACA LA A AN LT aT O T COAAAACAAACAAAAAACAAAARAGE TAA L

BLAST WT sequence

Screening & QA
Design oligos
Results & Blog
Results & Phenotyping ‘Save WT Sequence Cancel
Blog
I I Draw

Draw Diagram | show Oligos* Hide Diagram Save Diagram Download Diagram Print Diagram

7. Now you will enter individual components of your targeting vector. Depending on your
selected naming convention, Long Arm/Short Arm or 5’ Retrieval Arm/3’ Retrieval Arm
will be indicated on the drop-down menu under Construct section on the left panel.

Project Information
Project keys ABCD 1000A (Gene> Sgms1)
Load/update WT sequence
Retrieve WT repeat mask
Load/update cDNA library

Exon lookup
Draw Diagram Show Oligos* Hide Diagram Save Diagram Download Diagram Print Diagram

Construct

Self Designed
Neo Deletion by FLP

Cre-Lox Recombination

a) Enter 5 arm sequence: Select 5> Arm under Construct from the drop-down menu.
Click [+] button. Component Sequence/Specifications page will be displayed. You
have 3 options to enter your sequence on the 5" arm:

Below is an example of 5’ arm sequence retrieved by using option 3.



Project keys

Load/update WT sequence
Retrieve WT repeat mask

Load/update cDNA library

Exon lookup

Construct
5 Am ]
Enzyme -] *
Title =L
Modify added

Retrieve TV repeat mask

Construct Strategy
® Original
Neo Deletion by FLP

Cre-Lox Recombination

Reporting
Export TV sequence
Southern report
Project report on WT
Project reporton TV
Client report on WT
Client report on TV
Screening & QA
Design oligos
Results & Blog
Results & Phenotyping
Blog

ABCD 1000A (Gene> Sgms1) /’,\

Comp: q ISpecifications
Component#: 1
Name: 5 Arm

Get Sequence (optional)
Method 1: Get component cequence from WT by specifying locations on the chromsome

Start Location End Location
Get Sequence
Method 2: Get component sequence from WT by specifying starting and ending sequences
Sequence starts with
CAGACCATTATTTTATAATTCT Al T| ¢c| &6| <<
11711

Seqguence ends with:

TAATGGATTAAACAAGTTTGCC
Get Sequence
Actual Sequence: e CAGACCATTATTTTATAATTCTGT TATCCTGAGACAACAGGAACTTAACAAATAATGC *
(Note: For Point Mutation, specif the region CTGGACTTTCATCCCATTGTATTTATCATGCATTTATATTAGCAAAATTGATGTTTTA (=
rom the 15t PM to the last PM) TAGCTGATGTCCCCATCATAAAACTCTAAATATCACTATAAATATAGAAATGGGATAC
AATCTTGACTAGGTACTTAGTCAGCTGTTTAATG G GG GG GGGG

GG CGAGACAGGG CTCTGTATCGCCCT
GGCTGTTCTGGAACTCACTCTGTAGACCAGACTGGCCTTGAACTCAGAAATCCCCTTG +

Show Uploaded 6189 bps BLAST this sequence

Direction (only): 5-3'[+]

Symbol: sEcBow
m om El
-l

Notation:

b) Add LoxP site: Select LoxP under Construct from the drop-down menu. Click [+]
button. Component Sequence/Specifications page will be displayed.

Note: Sequences for LoxP site, selection cassette, reporter gene, etc. cannot be
retrieved by Get Sequence button. The sequence will need to be pasted directly into
the Actual Sequence box.

Paste your LoxP sequence into the Actual Sequence box.

Direction (only) is not applicable for LoxP site. Select a symbol for the LoxP site with
the correct direction. Typically a triangle is used to indicate the LoxP site. When
completed, press Add/Update KO Component button.



Pngjecl keys

Load/update WT sequence
Retrieve WT repeat mask

Load/update cDNA library

Exon lookup
Construct

LoxP s
Enzyme =] -
Title EJEE
Modify added

Retrieve TV repeat mask
Construct Strategy
® Original
Neo Deletion by FLP

Cre-Lox Recombination

Reporting

Export TV sequence
Southern report
Project report on WT
Project report on TV
Client report on WT
Client report on TV
Screening & QA
Design oligos

Results & Blog
Results & Phenotyping

Blog

ABCD 1000A (Gene> Sgms1) £ J'\

Component Sequence/Specifications

Component#: 2

Name: LoxP

Get Sequence (optional)
Method 1: Get component cequence from WT by specifying locations on the chromsome

Start Location: End Location:

Get Sequence

Method 2: Get component sequence from WT by specifying starting and ending sequences

Sequence starts with
EEEEE

1111
Get Sequence

Actual Sequence: GGGCCCCGCGGTGGTACCATAACTTCGTATAGCATACATTATACGAAGTTATGAATTC
(Note: For Point Mutation, specify the region GTCGCCACCG
from the 1st PM to the last PM)

Sequence ends with:

Default Seq. ‘ Def. Rev. Comp. Seq. Hide Uploaded | 68 bps BLAST this

sequence
Direction (only): 5-3[]

Symbol: F E B
W oW @oF
w

c) Enter MA (middle arm) sequence: Select MA under Construct from the drop-down
menu. Click [+] button. Component Sequence/Specifications page will be displayed.
You have 3 options to enter your sequence on the MA:

1) Enter start and end location. Press Get Sequence button.

2) Type in start and end sequences (5’->3’) using your keyboard or the nucleotide
boxes using your computer mouse. << button is used for backspace and
deletion. A minimum of 10 base pairs is required. Press Get Sequence button. If
sequences were entered incorrectly, an error message will be prompted.

3) Paste your entire sequence of the 5’ arm inside the Actual Sequence box.

Direction (only) is not applicable for homology arms. It is only applicable for
selection/reporter cassettes, exons, cDNA, etc.

Select a symbol of your choice. Typically a line is used to indicate the homology arm.

After you're done, press Add/Update KO Component button.



Retrieve WT repeat mask

Load/update cDNA libral . -
é o Component Sequence/Specifications

Exon lookup

e Component#: 3
Name: MA
MA FLE
E gk Get Sequence (optional)
nzyme Method 1: Get component cequence from WT by specifying locations on the chromsome

Start Location: End Location:

Title o]
Modify added Get Sequence

Retrieve TV repeat mask
Method 2: Get component sequence from WT by specifying starting and ending sequences

Construct Strategy Sequence starts with

® Original CAGCTTCCCTCACGTTCTATGATG AllT| e le| ==

Neo Deletion by FLP Sequence ends with

BT oxaconiniion GATGTATTTGTTGCCTGTTCGCTAC A j ﬂ ﬂ j
Get Sequence

Reporting
Export TV sequence T T
? q Actual Sequence: CTGCTGACCAGTGACTAGAGCCCATTGAGTTATTCTTATTAAGTACTCTCCCGGAGAG

Southern report (Note: For Point Mutation, specify the region CCATCCACTGCTCTTAACTTTACACATGTTCAGATCCAGT TTAATGATCTGTTACCCG [2

Project report on WT from the 15t PM to the last PM) AGGAAGATGGGAAACCAGGGAATGGGCAACGCTTGCCCTTCCACGT TCATTATCCACA
TTGAGCCTCTTTGCGTTTTGAAGGAACTGATCTGGAAGTCTCATGGTCCTGACCTTTT

Project report on TV CTTTTGCTCCCACAGAAGGAAGAAT TCTGT TCAGAAATGAGGCGAACGAATGT TTGGA
CACCGTTGCATGAAGTGT TTTAAAACTGCCCTGACCATCTTGCCAAATGAGTCTCTGC  +

Client report on WT

Glient report on TV Hide Uploaded | 7347 bps BLAST this sequence
Screening & QA upload new

Design oligos

Results & Blog Direction (only): 53]
Results & Phenotyping Symbol: F f
’ s c8om
Blog
E om o®F
Ll
Notation:

d) Enter Neo selection cassette: Select Neo under Construct from the drop-down
menu. Click [+] button. Component Sequence/Specifications page will be displayed.

Note: Sequences for LoxP site, selection cassette, reporter gene, etc. cannot be
retrieved by Get Sequence button. The sequence will need to be pasted directly into

the Actual Sequence box.

Paste your Neo sequence into the Actual Sequence box. The program will recognize
any wild-type LoxP or FRT sequences flanking the Neo cassette.



Construct Componenti#: 4

Name: Neo
Neo =L
Enzyme E + Get Sequence (optional):
L2l Method 1: Get component cequence from WT by specifying locations on the chromsome
Start Location: End Location:

Title B
Modify added Get Sequence

Retrieve TV repeat mask
Method 2: Get component sequence from WT by specifying starting and ending sequences

Construct Strategy Sequence starts with:

* orgna 1] ]

Neo Deletion by FLP Sequence ends with

Get Sequence

Reporting
Export TV sequence

e 7 Actual Sequence: GTACGCCGGCTTAAGTGTACACGCGTACTAGTCTAGCGAAGTTCCTATACTTTCTAGA 4
Southem report (ote P ol utation, spediy he region GAATAGGAACTTCCCGCGGATAACTTCGTATAGCATACATTATACGAAGTTATGTAGA (£
Project report on WT fom the st Ph1 to the [ast PI TCTGATATCAGGGAGC TCTCAGACGTCGCTTGGTCGGTCTTTATTCGAACCCCAGAGT

! CCCGCTCAGAAGAACTCGTCAAGAAGGCGATAGAAGGCGATGCGCTGCGAATCGGGAG

Project report on TV CGGCGATACCGTAAAGCACGAGGAAGCGG TCAGCCCATTCGCCGCCAAGCTCTTCAGC
Clent eporton W1 AATATCACGCOTAGCCARCCTATTCCTGATAGCGTCCGCCACACCAGCCGGCCA ~

Reverse ‘

Client rton TV
lent report on EmEE Hide Uploaded | 1708 bps BLAST this sequence

Screening & QA
Design oligos (I
Results & Blog Direction (only): 3-5[+]
Results & Phenotyping
Blog Symbol: F ® E ]

@ o oM

|

Notation: Neo

/Add / Update KO

Component Cancel

Select Direction (only) to show direction of the Neo cassette. Choose appropriate
Symbol for the cassette. Typically a box is used to represent the Neo cassette. Add the
Notation to indicate the cassette. When completed, press Add/Update KO Component

button.

e) Enter 3’ arm sequence: Select 3° Arm under Construct from the drop-down menu.
Click [+] button. Component Sequence/Specifications page will be displayed. You
have 3 options to enter your sequence on the 5" arm:

1) Enter start and end location. Press Get Sequence button.

2) Type in start and end sequences (5’->3’) using your keyboard or the nucleotide
boxes using your computer mouse. << button is used for backspace and
deletion. A minimum of 10 base pairs is required. Press Get Sequence button. If
sequences were entered incorrectly, an error message will be prompted.

3) Paste your entire sequence of the 5’ arm inside the Actual Sequence box.

Direction (only) is not applicable for homology arms. It is only applicable for
selection/reporter cassettes, exons, cDNA, etc.

Select a symbol of your choice. Typically a line is used to indicate the homology arm.

After you're done, press Add/Update KO Component button.



Project keys ABCD 1000A (Gene>Sgms1)
Load/update WT sequence
Retrieve WT repeat mask

Load/update cDNA libral e
i v Comp | ISpecifi
Exon lookup
—— Component#: 4
Name: 3 Arm
+

3 Am =]
= E + Get Sequence (optional):

nzyme Method 1: Get component cequence from WT by specifying locations on the chromsome

Start Location End Location
Title EE

Modify added Get Sequence

Retrieve TV repeat mask
Method 2: Get component sequence from WT by specifying starting and ending sequences

Construct Strategy Sequence starts with
© Original CAAGATTGCTCCAGAATTAAGACCAT Al T c|l 6| =<
Neo Deletion by FLP Sequence ends with:

5 Cre-Lox Recombination AGACAGATATTCTACAATGAC GC A T Cc ﬂﬂ
Get Sequence

Reporting
Export TV sequence
’ q Actual Sequence: CAAGATTGCTCCAGAATTAAGACCATGAGCAATGC TAGTCTATTTTCAAGCAGTAGGA  ~
Southern report {ote, Por Pt Mutation speciy the region AAGAAAACACTTAGACATCTTCAGAGAGCTGAGGC TGTTGAGTAACAGAGGGGGAAAC
Project report on WT fom the Tt PAI o the last PHY) ACCTACCTAGTC TTGAATGGTGT T TACTCAGGTGAATTGTTGCCAACCTCCCACCCCT
GTCAGACCTAGAACC TCATCACTAAGTAT TCACAGT TTTTGACATGT T TTAGACAGAT
Project report on TV ATTCTACAATGACTTTGC

Client report on WT

Client report on TV Show Uploaded 250 bps BLAST this sequence

Screening & QA Direction (only): 5-3 -]
Design oligos
Symbol:
Results & Blog ©

Results & Phenotyping

o

EE
o
El

Blog

Notation:

8. Title of the schematic diagram can be entered under Construct section on the left panel.
Type in your title and click Save Schematic Title.

Home Mouse Models Contact F.A.Q
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Project Information
Project keys ABCD 1000A (Gene>Sgms1) r "
Load/update WT sequence ’ 7

Retrieve WT repeat mask
Load/update cDNA library

Schematic Title
Exon lookup
Conditional Targeting Strategy for Project ABCD
Construct

5 Am * Save Schematic Tile Cancel

Enzyme [=] = Draw Diagram Show Oligos * Hide Diagram Save Diagram Download Diagram Print Diagram fA—
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