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Nr2f1 Mouse Genomic locus

Location: Chromosome 13: 78,188,973-78,199,757

Chr. 13
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Gene: Nr2f1 ENSMUSG00000069171

Genes

(Comprehensive set...

Contigs.
Genes
(Comprehensive set...

Requlatory Build

Gene Legend

Regulation Legend

30.79 kb

k

[ ]
3110008006Rik-201 >

lincRNA

antisense
< Gm38604-201 < Nr2f1-201
antisense protein coding
************************** a — ]
< GM38604-202 < Nr2f1-205
antisense protein coding
— —— 1
< Nr2f1-203
protein coding
»— —— -
< Nr2f1-202
protein coding
0O
< Nr2f1-204 < Nr2f1-206
processed transcript protein coding

strand

AB30082K12Rik-206 >
antisense

AB30082K12Rik-204 AB30082K12Rik-201 >

antisense antisense

u ,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,
A830082K12Rik-205 =

antisense

D.....'........-.'.-........
AB30082K12Rik-202 >
antisense

AB30082K12Rik-203 >

antisense

AB30082K12Rik-207 >

30.79 kb
Protein Coding Non-Protein Coeding
E Ensembl protein coding I processed transcript
o merged Ensembl/Havana B RNA gene
CTCF Enhancer W Promoter

I Promoter Flank

D @A

‘CS

EXCELLENCE IN MOUSE PHENOGENOMICS



Nr2fl mRNAs and proteins

Name

Nr2f1-201

Nr2f1-202

Nr2f1-203

Nr2f1-204

Nr2f1-205

Nr2f1-206

Transcript ID bp
ENSMUST00000091458.12 3207

ENSMUSTO00000125176.2 841

ENSMUST00000127137.2 991

ENSMUST00000135284.1 368

ENSMUST00000150498.7 2588

ENSMUST00000224798.1 721

Protein

420aa
273aa
263aa
No protein
263aa

95aa

Transcript: Nr2f1-201 ENSMUST00000091458.12

< Nr2f1-201
protein coding

— Reverse strand

10,79 kb

Biotype

Protein coding
Protein coding

Protein coding

Processed
transcript

Protein coding

Protein coding

CCDS
CCDS26658

CCDS84040

CCDS84039

CCDS84039

UniProt Match
Q32NY6

F7CII1

B8JJI9

B8JJI9

AOA286YD96

Flags
TSL:1GENCODE
basicAPPRIS P1
TSL:5GENCODE
basic
TSL:5GENCODE
basic

TSL:3

TSL:1GENCODE
basic

CDS 3'
incomplete



https://www.ensembl.org/Mus_musculus/Transcript/Summary?db=core;g=ENSMUSG00000069171;r=13:78188973-78199757;t=ENSMUST00000091458
https://www.ensembl.org/Mus_musculus/Transcript/ProteinSummary?db=core;g=ENSMUSG00000069171;r=13:78188973-78199757;t=ENSMUST00000091458
http://www.ncbi.nlm.nih.gov/CCDS/CcdsBrowse.cgi?REQUEST=CCDS&DATA=CCDS26658
http://www.uniprot.org/uniprot/Q32NY6
https://www.ensembl.org/Mus_musculus/Transcript/Summary?db=core;g=ENSMUSG00000069171;r=13:78188973-78199757;t=ENSMUST00000125176
https://www.ensembl.org/Mus_musculus/Transcript/ProteinSummary?db=core;g=ENSMUSG00000069171;r=13:78188973-78199757;t=ENSMUST00000125176
http://www.ncbi.nlm.nih.gov/CCDS/CcdsBrowse.cgi?REQUEST=CCDS&DATA=CCDS84040
http://www.uniprot.org/uniprot/F7CII1
https://www.ensembl.org/Mus_musculus/Transcript/Summary?db=core;g=ENSMUSG00000069171;r=13:78188973-78199757;t=ENSMUST00000127137
https://www.ensembl.org/Mus_musculus/Transcript/ProteinSummary?db=core;g=ENSMUSG00000069171;r=13:78188973-78199757;t=ENSMUST00000127137
http://www.ncbi.nlm.nih.gov/CCDS/CcdsBrowse.cgi?REQUEST=CCDS&DATA=CCDS84039
http://www.uniprot.org/uniprot/B8JJI9
https://www.ensembl.org/Mus_musculus/Transcript/Summary?db=core;g=ENSMUSG00000069171;r=13:78188973-78199757;t=ENSMUST00000135284
https://www.ensembl.org/Mus_musculus/Transcript/Summary?db=core;g=ENSMUSG00000069171;r=13:78188973-78199757;t=ENSMUST00000150498
https://www.ensembl.org/Mus_musculus/Transcript/ProteinSummary?db=core;g=ENSMUSG00000069171;r=13:78188973-78199757;t=ENSMUST00000150498
http://www.ncbi.nlm.nih.gov/CCDS/CcdsBrowse.cgi?REQUEST=CCDS&DATA=CCDS84039
http://www.uniprot.org/uniprot/B8JJI9
https://www.ensembl.org/Mus_musculus/Transcript/Summary?db=core;g=ENSMUSG00000069171;r=13:78188973-78199757;t=ENSMUST00000224798
https://www.ensembl.org/Mus_musculus/Transcript/ProteinSummary?db=core;g=ENSMUSG00000069171;r=13:78188973-78199757;t=ENSMUST00000224798
http://www.uniprot.org/uniprot/A0A286YD96

Positions of the asked mutation in the Nr2fl protein

Glu397 (eq Glu400 human)

Glu37 (eq Glu39 human) ex2 GIn245 (eq GIn244 human)

Gly392 (eq Gly395 human) STOP

ATG ex3

Query =seq,

putative ligand bindina site 4 b ER b k
putative coactivateor recognition site g B VR
zinc binding site B Fh bk JHR
putative DNA binding site /) WL b [Ny k
Specific hits NR_DED_COUR_TF NE_LED_COUP-TF

HOL I
ZnF_c4 Hormone_recep

Superfanilies WR_DED_like superdamily NE_LBD superfamily
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Alignement between human and mouse sequence

Query=human (NM_005654.6) vs Subject=Mouse (Nr2f1-201 ENSMUST00000091458.12)

Amino acid alignment

Glu39

|

Score

867 bits(2239) 0.0

Expect Method Identities Positives Gaps

Compositional matrix adjust. 419;’423(94‘/::) 420/423(99%) 3/423(0%)

Query
skict
Query
sbjct
guery
sbjct
Query
skict
Query
sbjct
guery
Skbjct
Query
skict
Query

sbjct

1

1
6l
58
121
118
181
178
241
238
301
298
361
358
421
418

MAMVVSSWRDPODDVAGGNPGGENPAAQARRGGGGE QOORAGSGAPHTPOQTPGOPGA
MAMVVSSWRDPQDDVAGGNPGGEFNEPARAQADRGEEGE QOOAGSGAPHTPQTPGQFPGA
MAMVVSSWRDPQDDVAGGNPGGENEPAAQALRGGEEG— QORGSGAPHTPQTEPGQPGA

PATPGTAGDEGOGPEGSGQSQOHTECVVCGDES SGRKHYGQFTCEGCKSFFRRSVERNLTY
PATPGTAGDEGOGPPGSGQSQOHTIECVVCGDESSGRKHYGQFTCEGCKSFFEKRSVRRNLTY
PATPGTAGDEGOGPPGSGQSOOHTIECVVCGDES SGRKHYGQFTCEGCKSFFERSVERNLTY

TCRANENCPIDQHHRNQCQYCRLEKCLEVGMRREAVORGRMPPTQPNPGQYATLTNGDELN
TCEANENCPIDQHHRNQCQYCRLEKCLEVGMRREAVORGRMPPTQPNPGQYAT.TNGDELN
TCEANENCPIDQHHRNQCQYCRLEKCLEVGMRREAVORGRMPPTQPNPGQYATL.TNGDFLN

GHCYLSGYISLLLRAEPYPTSRYGSQCMOPNNIMGIENICELARRT.LESAVENARNIPEFE
GHCYLSGYISLLLRARPYPTSRYGSQCMOPNNIMGIENICELAARTLESAVEWARNIFETE
%gFYEﬁEYISLLLRAEPYPTSRYGSQCMQPNNIMGIENICELERRLLFSAVEWERNIPFF
n
PDYONTDOVSLLRLTWSELFVILNAAQCSMPLHVAPLLARAGLHASFMSADRVVAEMDHIR
PDRQATDOVSLLRLTWSELEVLNAAQCSMPLHVAPLLARAGLHASFMSADRVVAEMDHIR
PDRQITDOVSLLRLTWSELFVILNAAQCSMPLHVAPLLARAGLHASFMSADRVVAEMDHIR

IFQEQVERLFALHVDSAEY SCLEATIVLETSDACGLSDARAHTESLOEKSQCALEEYVRSQY

IFQEQVERLEKATLHVDSAEY SCLEATVLETSDACGLSDARHTESLOEKSQCALEEYVRSQY
IFQEQVEKLKRLHVDSQEYSCLKAIVLFTSDACGLSDEAHIESLQEKSQCALEEYVRSQY

lu400
PNQPSRFGKLLLRLPSLRTVSSSVIEQLFFVRL LIRDMLLSGSSFNWPYMSI
PNQPSRFGKLLLELPSLRTVSSSVIEQLFFVEL LIRDMLLSGSSFNWPYMSI

PNQPSRFGKLLLRLPSLRTVSSSVIEQLFEVRL LIRDMLLSGSSENWEYMSI
Qcs 423

QCs

Qcs 420

GlIn244, Gly395; Glu400 are located in very conserved region
Glu39* is located in a less conserved region

&0

37

120
117
180
177
240
237

300
Coding sequence

alignment

257
360
357
420
417

(aa or nucleotidique sequence)

(=)

&0

Soone Exped Id=ntitiz= Gaps Strand
1958 bits(1060] 0.0 1201/1269(95%) 9/1269(0%) Plus/Plus
er 1 ATGECARTGETACT TAGCAGCIGECGAGATCCGCAGGACGACGTggoogyoggoaacoos
r 1 AlGGLAAIGGIAGLIALGLALLILGLLGALAILUGLALLALLGALLG L ggocggggg
FERRERER e et
Ibjet 1 ATGGCARTGETACT TAGCAGCTGECGAGATCCGCAGGACCACCTGECCEEEEECAACTCC
Query €1
Ibjot €1
fuery 121
Fbjee 113
Query 181 oo A OO oo e e EEE A A A CE T AGEEC OO O CCGEI T CGEEICAGRET
PIRTEIRRI e venr e i reenrnnni
Fbjet 173 oGO AT OO OO GG A G ACE AR R CEE T AGEECCCGCCCGEI T CAGEICAGRET
Query 2341 CAGCAGCACATCEAGIGCGIGET G GCGEEEACAAGT CEAGCGECARAGCACTACGEICAR
TEETEITnI e e e
Jbjot 233 CRECAGCACAT CCAC I GO eI FI FC e CACARCT CERAGCEECARGCACTACEEICRAR
Query 301 T AT A I ARG T T I CI T CARACAGEAGCEICOFCAGEARCTITARCTITAC
||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||
Fbjoe 253 TICACCIGOGAGEECIGCARA AT T IC I I CARGAGGAGCCTCOGCAGGARCTTARCTTA
Query 3€1 ACAT OO AR CAGEAR T T OO AT CEACCAGCACCACCGCARCCAGTGOCARTAC
PERTEIRR i
Jbjct 353 ACAT GGG AR CAGERRCTET AT CEACCAGCACCACCGCARCCAGT GCCARTAC
Query 421 T AR AR T GO AR AT G AT CAGECEECARGCEEI T CAGCRAGERARGR
TEETEIERI e e e e e et
Jbjot 213 T AR AR T GO AR AT G AT CAGECEECARGCEEI T CAGCRAGERARGR
Query 481 AT AR O CA CC C AR T O A CA ST AT AT CACC A RO GEEEACCCCCICRRT
TERTRIN R rrrr e rrrrrrreerr rerrerer reererer e reenl
Fbjot 473 ATGCCTCCARCCCAGC AR T CCAGGCCAGTATGCACT CACAR ACGEEEATCCICICART
Query 541 GECCACT GO ACCI IO CEECTACAT I CEC TG IGCIGCECECCGAGCCCTACCOCRCE
TERTTIRRI e venen e v brrrne e rrrrrnrrenrnnni
Ibjct 533 GECCACT I ACCI I CIGECTACATIICICIGCIGCIGCECECAGAGCCCTACCCCACE
Query €01 T CECIACEEC AT AT ECAT GCAGCCCRRCR ACATTATGEECAT CEAGRACATCIET
PERTE T TR et
Ibjot 582 eI IAIGECAGC AT GCAT GCAGCCCRRACR ACAT CATGEECAT CEAGRACATCIET
Query €€1 RGO GEC O I G I CI T CAGC GO CC T CEAGI EEECCOGCARCAT COCCIICIIC
PERLRENE e nrnen rrrrrrrrernrrrrrrrrrrrrrerrrrerreer vrern
Fbjot €53 RGO GE RGO I CI T CAGC GO T O EAGI GO OO GCARCAT COOGIICIIC
Query 731 CCGEGEARTCTY N A CCEAC AT T I GCTACECCICACCIGEAGCEAGCIGITE
L IR TR rrn e v rrrrrrerrrrrrenrrnernn
Ibjct 713 CCEEATCIN T CACGEACCAGEIGICICIGCIGCECCICACCIGERAGCGAGCIGIIC
Query 781 FLECI ARG AT ECICTAT G CCECIFCACEIGECECCFITECIGEICECOECC
PIRTEIRRIr e v brrrre e e rrernerenr il
Ibjot 772 FLECI ARG CAGI GO I CCAT GO CCCIECACEIEECECCECIGCIGECCECAECT
Query H41 0 - = g g 2 e
PRRRRENE FRrnreenn e v vnrrrrrrrrrrnerrrrrrrrrrerrerren
Fbjot B33 SOOI G AT O T AT I OO oA OO I O GECC T I CAT GEACCACAT OCED
Query 501 ATCTICCAGGAGCAGETGEAGARGCTCARGECGCTACACGTCCACTCAGCCGAGTACAGT
PERRE TR brreren e vernn e rrnrrenrnnni
Jbjot 893 AT CAGEAR AT GRACAR I CARGECECIGCACEICEACICIGCCFAGTACRET
Query SE1 T AR RGO CAT O GO I CACEI CAGACECCIFIGECCIFICEEATFCEEICCAT
PERTERRRIr e veerneren e v vennr e rerner veenn
Fbjot 553 T AR AT eI G LA T T A ST CAGAT GO TSI GECC I GICEEAT GO GOICART
Query 1031 ATCGAGAGCCIGCAGEAGRAGICGCACTGCGCACTGEAGGACTACCIGAGGAGCCAGTAL
PERTE TRETeni ey v rrevn o rrerrenree e verer reenennni
Fbjot 10123 ATCGARRGCCTGCAGGAGAARTCACACTGIGCCCIGCAGGAGTATCTGAGRAGCCAGTAC
Query 1081 CCCARCCARGCCCAGCCEITIIIGECARACTGCIGCIGCEACTIGOCCICECIGCGCACOGEIE
PIRTEITRE e ven e verveer e et il
Sbjot 1072 CCOCARARCCARGCCCAGCCECITIGECARACTGCIGCIGCEATIE CICITCGCACRG]
Query 1141 TCCICCICCEICAICEAGCAGCICITICITICEICCEITICEIR ARRRCCCCCATY
PORLREE Frrnrrerner rrerreenrrr rerrennd Le e
Fbjeot 11323 TCOCICCICIGICATCGAGCAACTCITCITCGIACGITIGET ha A A CTCOCATOGAS,
er
¥y 1201 ACICICATCCGCGATATGITACICGICIGEEAGCAGCITCARCTGECCITACATGICCATC
PERTRIRRIE brreren e e eerer vernrrrrrrrrrrrrrenrnnni
Fbjot 1192 ACTCICATCCGAGATATGIIGCIGICAGGGAGCAGTITIICAACTGECCTTACATGTICCATC

240

231

ana

251

3€0

351

420

411

480

471

540

53l

€00

551

&E0

€51

720

711

780

771

640

B31

Sa0

851

SE0

551

1020

1011

1080

1071

1140

1131

1200

1151

12€0

1251



Detail concerning the potential GIn240*

deletion/insertion au niveau genomique 92923888 92923889 delinsCT; NM_005654.4: ADN codant
c.729 _730delinsCT; protéine GIn244*

= L I T I I I I I I

EEGTTCRGCGRGGA&GMTGCCTCCMCC&GC Jlgscmsricac

GRCh37 BLAST/BLAT

aceeeeABcEcETRABeeCCACTBTACETGTEBEECTACATCTCGCTECTGCTECCRG
clGABECCTACCCCACGTCBCGET. CAGCCAGTGEATGCAGE THATGE
GCR TETGCEABCTEECCGCBCECCTECTETTCAGCGCEETCGAGTGEECET
G TCCCETTCETCE GATCTE&GMC:M]@&CCAEGT.T CTGCT
CETGGAGCGAGC TTCGTGCTCFA.EEE o roiEedh Tanen @ccreecee
CGTTG.TGGE'G CTGCATE E———

TCAT TCCGCA TTCCAG substitution

Source dbSNP

TE-IIB.GCT CTCRARL
=  Location 5:92923888-92923889

- Alleles GCI/CT (Forward
strand)

Human (GRCh37.p13) v

GCAGTARGTGAGGAGC Brotein 4n

TECTCMGACTECCETCECTGE Gl posiion

TCCETTTGGTAGGTARRACCE LaiLs
TGGCC‘TFA.CATGT

Con uences | sto ined
pibuiel =, Juy C seq | stop gained
cTBC Explore this wariant
CRG i i

ﬁqu'GCCTGTGGCC%ClGAEaE cDNA position 2416
TG
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Selection of the best sgRNA for introduction of Gly395Ala and Glu400Ter

http://crispor.tefor.net/crispor.py?batchld=9fLgq8zPJacUCOvYfmvW

Enzymes: Tag/
Cloning / PCR primers

69 off-targets

4:intergenic:9530052E02Rik-Gm 15418

show all...

Guide Sequence + PAM MIT CFD Predicted Efficiency |Outcome |Off-targets for | Genome Browser links to matches sorted by CFD off-target score ¢
+ Restriction Enzymes Specificity |Spec. |¥& 0-1-234 U exons only [ chr13 only
+ Variants Score ¥ |score Show all scores 1 “;_" mismatches
w
O only 6- CJOnly 6G- [J Only A- o - = @ + next to PAM
< = o )
E I CIJ @ L
a1] 'a ~ =]
O = —
O = (@ I
GCRACTCTTCTTCETACGTT TGG 97 q7 41 51 63 75 |0-0-0-1-33 4:intergenic:Lmo4-Hs2st1
....................... - 0-0-0-0-0 [intergenic:Gm12375-Gm12378
M Inefficient B sintergenic:Gm22459-Gm25041
Enzymes: Maell, PspLi show all...
Cloning / PCR primers 34 off-targets
ATCTCGGRATGRAGRGTTTCGE TGS 91 a4 53 38 62 75 0-0-1-2-46 2:exon:Nr2f2
....................... 0-0-0-0-0 4iintergenic:Gm22782-Rpl10
Enzymes: Tagl I 4lintergenic:Avprila-mmu-mir-6412
Cloning / PCR primers show all...
49 off-targets
CTCTTCTTCGTACGTTTGGRT AGG 88 a7 58 20 68 7% |0-0-1-7-91 4:intron:Slco3al
....................... 0-0-0-0-0 4:intron: Axdnd1
Cloning / PCR primers 4iintergenic:Gm8526-Edil3
show all...
99 off-targets
TCTCGGATGAGRGTTTCGAT GGG 23 b a4 69 46 63 |66 |0-0-1-8-60 |%intergenic:Gm5382-Gm14867
....................... 0-0-0-0-0 2:exon:Nr2f2

Haeussler, M. et al. Evaluation of off-target and on-target scoring algorithms and integration into the guide
RNA selection tool CRISPOR. Genome Biol. 17, 148. doi:10.1186/s13059-016-1012-2

s
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http://crispor.tefor.net/crispor.py?batchId=9fLgq8zPJacUC9vYfmvW

Strategy validated: introduction of GIn397* (corresponding to Glu400* in human)

Validated by the client
Approach proposed: Homology directed repair (HDR) via CRISPR/Cas9

GAA>TGA (Glu397*)
C>A (silent mut) |

.~ A>G (silent mut)
Ndel\ /
\

ssODN

STOP

Beginning exon 3

— gR88b
Sequence of the allele after HDR
123 & [silent mut)
Ex3 beginnirg 7
gRE1[3 mismat iz
A G [=ilent mur)
ss00M v--
Gly292 (g hum Gly2a5s) GO0 TGS (G2
" NdevI””'“
A
E ¥ W ] 5 o i F M a F 5 R F G K L L L R L P & L R T W 5 5 -1 W | E o L F F v R L oG K T F | "
GAGTATGTGA GRAAGCCAGTA CCCCAACCAG CCCAGCCGCT TTGGCARACT GCTGCTGCGA TTGCCCTCTC GTCCTCCTCT GTCATCGAGC AACTCTTCTT CGTACGTITTG GTAGGTAARAR CGAGATATGT TGCTGTCAGG GAGCAGTTTC AACTGGCCTT ACATGTCCAT
CTCATACACT CTTCGGICAT GGGGITGGIC GGGICGGCGA ARACCGTTITGR CGACGACGCT AACGGGAGAG mmmmmmmmmﬂmmmmmmA

AFBEE [ mismate ]

Ex3 beginning

SSODN STGF'

CCAGTGITCC TAGACTTTGG GTGTTTCCCA CCCRATCCTG CTCCCTGACT CCCTAGAGAC TAAGAGGACT CTCCCTGACC AAGGACTARA AAGCCTTTGG GGATGCTGGT ATGATGGACC AGGCAGGCCA GGCAGACGGG AGGAGGGCTG GGAACRAGAG CAGCCCACTC TGCAGGRATG CRACCTGAGC TGCARACCAG
GGTCRCAAGG ATCTGARACC CACARMGGET GGGTTRAGGAC GAGGGACTGR GGGATCTCTG ATTCTCCIGRA GAGGGACTGG TTCCIGATTT TTCGGRAACC CCTACGACCAR TACTACCTGE TCCGTCCGGT CCGTCTGCCC TCOCTCCCGAC CCTTGTICIC GTCGGGTIGAG RCGTCCTTAC GTITGGRCICG ACGTTTIGGTIC



Strategy validated: introduction of GIn397* (corresponding to Glu400* in
haman)

PROS CONS
— Two silent mutations (one in the STOP — Frequency of HDR is not predictable and
codon) will be added to the asked G>T can be low

mutation in order to avoid a recut after
HDR. The 3 mutations will introduce a
new Ndel diagnostic restriction site that
will easy genotyping.

@ s
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Line Kus7772-1-PM
bimrs motange F1 genotype

Asked mutation in green
Silent mutation in red
Ndel site in italic and underlined

TGTATGCCTTTCCATCTCACTCACCTAACAATCTGTCCCCTTTCCCTGTCTCTCCCTCCTGTGGCTGCTCTGGCAGATGCTTGTGGCCTGTCGGATGCTGCCCACATCGAAAGCCTG
CAGGAGAAATCACAGTGTGCCCTGGAGGAGTATGTGAGAAGCCAGTACCCCAACCAGCCCAGCCGCTTTGGCAAACTGCTGCTGCGATTGCCCTCTCTTCGCACAGTGTCCTC

CTCTGTCATCGAGCAACTCTTCTTCGTACGTTTGGTAGGTAAAACTCCCATATGAACTCTCATCCGAGATATGTTGCTGTCAGGGAGCAGTTTCAACTGGCCTTACATGTCCATCCA
GTGTTCCTAGACTTTGGGTGTTTCCCACCCAATCCTGCTCCCTGACTCCCTAGAGACTAAGAGGACTCTCCC

Sanger sequencing (F1 #2)

1 .
C6TTTGG6TAGGTAAAACTCCCATCTGAACTCTCATCCGAGATATGTTG F genOtyplng

AW\/\/W\W “/\/\/\/\/\A/\(\/\ o B

CGTTTGGTAGGTAAAACTCCCATATGAACTCTCATCCGAGATATGTTG
R LV G K TP I *

The line Kus7772-1-PM wasestablished. Four heterozygous males and 4 heterozygous females are available. Heterozygous pups with the
premature STOP codon are viable at the heterozygous stage.

International nomenclature (according to MGI http://www.informatics.jax.org/mgihome/nomen/gene.shtml) : Nr2f1emllcs
MGl allele ID: 8253350

s
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http://www.informatics.jax.org/mgihome/nomen/gene.shtml

Genotyping protocol
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GENOTYPING INSTRUCTIONS

. GAA>TGA (Glu397*)
Genotyping scheme C>A (silent mut) |

| A>G (silent mut)

Ndel \ |
| STOP

F1
PCR genotyping primers and sequence

Amplification product size S EE observed j Ndel

Sequence WT restriction present (associated
with asked PM)
F1 TGTATGCCTTTCCATCTCACTCACC
R1 GGGAGAGTCCTCTTAGTCTCTAGGG 419 bps 139 +280 bps

Sequence with PCR F1-R1
Primers in orange

Asked mutation in green

Silent mutation in red

Ndel site in italic and underlined

TGTATGCCTTTCCATCTCACTCACCTAACAATCTGTCCCCTTTCCCTGTCTCTCCCTCCTGTGGCTGCTCTGGCAGATGCTTGTGGCCTGTCGGATGCTGCCCACATCGAAAGCCTG
CAGGAGAAATCACAGTGTGCCCTGGAGGAGTATGTGAGAAGCCAGTACCCCAACCAGCCCAGCCGCTTTGGCAAACTGCTGCTGCGATTGCCCTCTCTTCGCACAGTGTCCTC
CTCTGTCATCGAGCAACTCTTCTTCGTACGTTTGGTAGGTAAAACTCCCATATGAACTCTCATCCGAGATATGTTGCTGTCAGGGAGCAGTTTCAACTGGCCTTACATGTCCATCCA
GTGTTCCTAGACTTTGGGTGTTTCCCACCCAATCCTGCTCCCTGACTCCCTAGAGACTAAGAGGACTCTCCC

D @A
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GENOTYPING INSTRUCTIONS

PCR Protocol

This section describes the composition of the mix and the cycling conditions used for genotyping FO and F1

genotyping.
Reagents: Volume (per sample): Cycling conditions
- Phusion HS (Thermo Scientific) 5X Buffer 4 ul
- 10mM dNTP 0.4 ul
96°C 5min 1
- 5 primer (100 uM) 0.1 pl
- 3’ primer (100 uM) 0.1 ul 96°C 8s
62°C 10s 30
- DNA (lysate 1/10 2 ul
( Y / ) H 68°C 45s
- Phusion Hot Start Il 0.2 ul
- Sterile H20 up to 20 l 68°C Smin 1
12°C S5min 1
Digestion protocol Volume / sample
PCR product 10 pl
Buffer 10X 2 ul
Restriction enzyme 0.2 ul
H20 7.8 ul

This reaction is incubated 15 mins at 37°C then leaded on a 3% agarose. The 10 pl left over PCR reaction serves as negative control
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