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Adcy5 Mouse Genomic locus

Gene: Adcy5 ENSMUSG00000022840
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Adcy5 mRNA and protein

Name Transcript ID bp Protein Biotype CCDS UniProt RefSeq
. NM 001012765
Adcy5-201 ENSMUST00000114913.1 7007 1262aa O™ ccDS37322P84309 NP 001012783 |- CENCODE
— coding basicAPPRIS P

Adcy5-201 ENSMUST00000114913.1
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http://www.ensembl.org/Mus_musculus/Transcript/Summary?db=core;g=ENSMUSG00000022840;r=16:35154877-35305737;t=ENSMUST00000114913
http://www.ensembl.org/Mus_musculus/Transcript/ProteinSummary?db=core;g=ENSMUSG00000022840;r=16:35154877-35305737;t=ENSMUST00000114913
http://www.ncbi.nlm.nih.gov/CCDS/CcdsBrowse.cgi?REQUEST=CCDS&DATA=CCDS37322
http://www.uniprot.org/uniprot/P84309
http://www.ncbi.nlm.nih.gov/nuccore/NM_001012765
http://www.ncbi.nlm.nih.gov/nuccore/NP_001012783

sgRNA search

http://crispor.tefor.net/crispor.py?batchld=JhHiZ9KWmMTKQ04EqgOxMn)

Position/ | Guide Sequence + PAM Specificity Predicted Efficiency | Out-of- Off-targets for | Genome Browser links to matches sorted by CFD off-target score *#
Strand £¢ |+ Restriction Enzymes ¥ Score ¥ | €9 show all scores Frame score |0-1-23-4 [ exons only ] chr16 only
+ Variants ¥ 1] mismatches
[Tl only 6- [ onty a- - o + nextto PAM
11 -
- = Click on score to (1]
¥ = = show micro- o
o
< 0 homology
a .
o o
[ =
27 /rev GCCGAGCCTGGATACACICC OG5 88 48 47 41 0-0-0-7-56 4:intron:Ras
....................... 0-0-0-1-1 4Em’ bcid
Enzymes: BmeT110{ Mspl BcoD| 4intron:Lrrci6a
BseDIl. Ncil. BspTNL StyD4l, Cfrol show all...
Cloning / PCR primers 63 off-targets
57/ rev CCTGTTGCTGGTTCTCCCGE TG 36 36 25 34 0-0-0-14-
Enzymes: Faul, MspA 11 Ssil 114 -
Cloning / PCR primers 0-0-0-0-0 show all...
128 off-targets
41/ fw GGAGACCCGGGAGTGTATCC AGE  |gg 50 35 45 0-0-2-7-83 |4&inronTank
....................... 00901 4intergenic:4732491K20Rik-Plg
Enzymes: StyD4l BstNI. BciVi 4intergenic:Hist1h2al-51pr3
Cloning / PCR primers show all...
92 off-fargets
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http://crispor.tefor.net/crispor.py?batchId=JhHiZ9KWmTK04EqOxMnJ

Targeted locus (zoom) C>A G>T T>A
Afl 1L | Hind ]I

Sequence obtained

Crh GeT Gro ST
Fd 13w [CEGE: TGGE]
Euz

A Hindlll
S e
G v C T H % P A E 1 = o R G A F G E T R E C I G AW L H & G F E N 04

GETGIGTECA CTCACTACCC AGCTGAGGTC TCCCAGAGRAC AGGCCTITCCA GEAGAC GAGTGTATCC GCTEGECT CCATTCCCAG CGGGAGRACC
CCRCACRCGT GAGTGATGLE TCGACTCCAG AGEGICICTIE TCCOGGRAGGT CCICT CTCACATAGSE TECGRABCCGR GGITARGGGTC GCCCICTITGG

ghias

Introduction of diagnostic restriction sites at the site of the expected mutation (Hindlll, will
ease the genotyping) and a silent/diagnostic mutation (BsaAl and Afllll) to mutate the PAM
seguence, avoid recutting after homologous directed repair)



Sequence of the mutated cDNA (partial sequence)

GCAAGGACACCTCTCCGTCCCGCCTEC TCC TCAAC TCCCAGCCTGAGC TCGACGCGAGUCAGGAGTCCGRACATC TC TEC G TCCGGCGUAGCAGTCAGAGU TETCCCCACTGUCACCGC TCGGAGCCAACTCCGTC TCGGACC TEGGACTC TGEACTC TAATTC
AGCTACTTCTCACCTCGEGGI TG G TETCTCCCCGCTAGCCTTCCCGTTETCCTCCACCGC TCAGGACGEGGETECCAC GATGTCCCGCTRI TGO GUAGGGCCCCGGEICTCCCTCFACGTGTGAC CCTAGCC TG TCCCCCTGCTTEGC TETCCGCCCTC TS
ATG

THGAGACCCCCEECCCEGErCCCCGEEGrAAGAGGAR GAAGACGACGAGECCGAGGEGEEE ATG TCC 0 TCC AAR AGC GTG AGC CCC CCG GEC TAC GCT GUA CAG ACA GOG GOG TOG CCA GUG CCOC CGE GGHA GGE CCE
Fom S G S K S A B P P G b A A o T A A 5 P A P R G G P

GAG CAT CGC GCC GCT ToG GEA GAR GOC GAT TCC COGC GCC AAT G&C TAC COC CAC GCC COC GGG GEA TCA ACC CoC GGC TCC ACC AAG AGA TCT GGE GEA GOG GTG ACC CCA CAA CAG CAG CAG
P E H R A A nf G E A 1] g R A H G ¥ P H A P G G 1 T R G -3 T K R 5 G G A R T P Q Q Q Q

Cipd CTE GO0 AGC CGT Ted OG0 T G0 GAT GAC GAC GAA GAC CCOT CCA CTA AGC &GT GAT GAC CCT CTd GOCT GG GGC TTC &l TTC AGE TTC C&C TOT AAG ToC GOC Te: CAG GAG G GGT
PR L A g R n R G G 1] 1] u] E u] P P L S G u] u] P L A G G F G F 5 F R 5 K 13 A i Q E R G

GO GAC GAC GGEC GGT CGC GHC AGT AGE CGG CAG CGn CGE GEC GO GOT GEA GeE GEC AGC ACC OGE GOE COC CCT GCeE GGC GEC AGT GGC AGT TCG GOG GoG GIC GCA GCG GUC GCA GET GEC
MG u] u] G G R G S R R Q R R G A A G G G S T R A P P A G G 5 G 5 5 A A A A A A A G G

ACE GAG GTE CeC CCC OG0 TOG GTG GAG CTE GEC CTe GAG GAG CGT CGA GGA AAR GGC CGA GOG GCC GAG GAG CTG GAG CCC GG ACT &&C ATC GTC GAG GAT GGA GAC GGE TCG GAG GAT GGA

L E W R P R g W E L G L E E R R G K G R A A E E L E P G T G | W E 1] G u] G i E 1] G
GEC AGT TCT TG GO& TCA GHC TCT G6& ACC &l GO &TE CTE Toe TTE G0 GO0 TEC Tel CTe GO0 TTE TG CAG ATA TTC C&C TCT AAG AAG TTC COF TOd GAC AAA CTE GAG CGT TG TAC
PG g g W A S G S G T G A W L g L G A C C L A L L v} | F R 5 K K F P 5 u} K L E R L ¥

CAG CGC TAC TTC TTC CGC CTE AAC CAG AGC AGT CTC ACC ATG CTC ATE GCC GTE CTE TG CTT GTE TeC CTE GTC ATG CTG GCT TTC CAC GCG GOG OG0 CCC CCe CTC CAG ATA GCC TAC CTE

L] R T F F R L N o S S L T h L i A W L W L A C L W hat L A F H A A R P P L Q | A b L

GCC GTE TTGE GCA GCT GCT GTE GGC TG ATC CTT ATC ATG GCC GTG CTC TEC AAC CGT GCA GCG TTC CAC CAG GAC CAC ATG GGC CTG GCC TEC TAT GOG CTC ATT GCA GTE GTE CTE GOC GTC

L W L A A A v G Y 1 L 1 1] A W L c N R A A F H [+ u} H 1] G L A C ¥ A L 1 A W W L A W

CAG GTA TG &5C CTE TTE CTE CCA CAG CCA C&C AGD GCOC TCC GAG &&C ATC TE: TE: ACC TG TTC TTC ATC TAT ACC ATC TAC ACC CTE CTE CCT TG OG0 ATE AGE: GCT GC& &TE COTC AGT

L] W W G L L L P o] P 3} g A g E G | n n T W F F | b T | b T L L P W 3} bl R A A W L S
BXE

iziz 3Tz CTT CTG TCE GOT CTC CAC TTE GO0 ATC TCT CTE CAC ACC AAC TOC CAG GAC CAG TTT CTe CTE ALA CAG CTT GTC TCC AAT GTC CTC ATC TTC TOC Tec ACC AAC ATT GTG GGT GTE
L) W L L 5 A L H L A | B L H T N S Q D Q F L L K Q L W 5 N W L | F S c T N | W G W

Cxd G=T Gl CxT

Tz ACT CAC TAC CCA GCT GAG GTC TCC CAG AGA CAG GCC TTC CAG GAG ACA CGT GAG TGT ATC CAA GCT Toé CTC CAT TOC CAG CGE GAG AAC CAG CAA CAG GAG CGT CTC CTE CTE TCT GTC
b C T H b P A E W S v} 3} v} A F Q E T R E C | v} A u L H 5 Q R E H o o o E R L L L 5 W

exd

CTT CCC CET CAT GTT GOC ATG GAG ATG AAA GCA GAC ATC AAC GCC AAG CAG GAG GAT ATG ATG TTC CAC AAG ATC TAC ATC CAG AAG CAT GAC AAT GTG AGC ATC CTG TTT GCT GAC ATC GAG
L P R H W A ] E 1] K A u} I M A Q E D 1] 1] F H I T | Q 4 H D N S S | L F A u} | E

GGC TTC ACC AGC CTE GCT TCC CAG TGT ACT GCC CAA GAA CTG GTC ATG ACC CTC AAT GAG CTC TTC eCC CeC TTIT GAC AAG TTG GCT GCG GAG AAT CAC TGT TTA CoG ATT AAG ATC CTC GGE
PG F T g L A g o] C T A v} E L W A T L ] E L F A R F u] 4 L e A E H H C L R | K | L G

extb

GAT TGT TAC TAC TED GTC TOG GEE CTE COT GALR GO AGR GOC GAC CAT GOC CAC TEC TeC GTG GAG ATE GEA ATG GAC ATG ATC GAG GCC ATC TCG TDe GTC Coe GAG TG ACA GGE GTGE AAC
L] C T T C W S G L P E A R A u] H A H C C W E tt G h u] i | E A | 5 L A4 R E W T G W N

GTG AAC ATG CGC GTG GGA ATT CAC AGC G&E AGR GTA CAC TeC GGT GTC CTT GGT CTC AGA AAG ToG CAA TTC GAC GTeE TeG TCT AAC GAT GTC ACT CTG GOC AAC CAC ATG GRAA GCT GGET GEC
ol R W G | H i G F W H c G W L G L R F o W ] [u} W T L A H ol o G G

LY H K i o ni N N E

AAG GCG GGC CEC ATC CAC ATC ACC AAG GO ACA CTC AAC TAC CTG AAT GGG GAC TAT GAG GTG GAA CCA &GC TGT &GT G&C GAT CGC AAT GCC TAC CTC AAG GAG CAC AGC ATT GAG ACC TTC
L 4 A G R | H | T K A T L M b L N G u] b E W E P G [ G G i} R ] A b L K E H g | E T F

exf
CTC ATC CTE AGC TET ACC CAG ARAG CGE AAA GAA GAG AAG GCC ATG ATC GCC AAG ATG AAC CGC CAG AGA ACC AAC TCC ATC &GA CAC AAT CCG CCT CAC TEG GGA GCOC GAG CEC CCC TTC TAC
L I L g C T Q K R K E E K A b | A 4 ] N R Q R T M g | G H N P P H oy G A E R P F b
exli

AAC CAC TTE GEC GGC AAC CAG oT¢ TCA AAG GAG ATS AAG AGE ATG &GO TTT GAG GAC CCC AAG GAC ARG AAT GCC CAG GAA AGT GCG AAC CCA GAG GAT GAA TG GAC GAG TTT CTG &GT C&G
L3 H L G G ] o] W S K E bl K R had G F E u] P K 1] K M A Q E 5 A ] P E 1] E W u] E F L G R

GCC ATC GAT GCC AGE AGC ATC GAC AGA CTG CGA TCT GAA CAC GTC CGC AAG TTC CTC CTG ACC TTC AGG GAG CCC GAC TTA GAG AAG AAG TAC TCC AAG CAG GTE GAT GAC CEA TTT GET GCC
LY I u] A R S | u] R L R B E H W R 4 F L L T F R E P u] L E 4 K b S K Q A u] u] R F G A

exlE

TAT TG GCC TEC oo Toe CTT ¢TT TTC COTC TTC ATC TGC TTT oTC CAG ATC ACC ATT ¢T¢ CCC CAC TCC CTe TTC ATe CTE AGT TTC TAC CTE TCE TET TTC CTF CTG CTe GCC TTE TG GTE
L W A C A g L W F L F | C F W v | T | W P H 4 L F had L -1 F b L g C F L L L A L W W

TTT +Tix TCT GTE ATE TAT GCC TET GTE AAG CTT TTC CCC ACT COC OTE CAG ACA CTC TOC AGG AAG ATA TG Cixh TOC ALMG AAG AAD AGDE ACC CTG GTC &EE GTA TTC ACC ATE ACC OTE GTE
b F W 5 W b A C b K L F P T P L o] T L S R K | A R 5 4 K N 5 T L A4 G W F T | T L W



Strategy proposed: insertion of the R418W mutation

Pros

e As asked

* Insertion of silent diagnostic
restriction sites (will ease
genotyping and avoid recutting
after HDR)

Cons

The sgRNA efficiency of double
strand break cannot be anticipated
(even if the capacity to generate
DSB is tested in vitro)

Efficacy is highly variable from one
target sequence to another
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Microinjection

Injection Zygote # # #

eggs .
F T (e pups born Interesting founders

21/11/2017 C57BL/6N 595 75 4 M 4F

session background

phen®min s
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Line Kus6795-12-PM

Sanger sequencing

CAGAGACAGGCCTTCCAGG AGACCCGTG AGTGTATCCAGGCTTGGCTCCATTCCCARG

O ol

CAGAGACAGGCCTTCCAGGAGACACGTGAGTGTATCCAAGCTTGGCTCCATTCCCAG
Q R QAFOQETR RETCTIU QAW

L H S Q
R418W
F1 genotyping
F1 heterozygote for the PM L E B I NI A W
' Tl
Kus6795-12 30 3 2 -
- :
L L T pp——
This line was created, cryopreserved and .
phenotyped
nlhharmn@min e
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Genotyping protocol
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GENOTYPING INSTRUCTIONS

Hind 11 R418W (CGG>TGG)

Genotyping Scheme CGA GT \ T>A
<_Rz

2\

Sequence PCR fragment F1-R2 (F1-R1)

CAGGCCCGCTGTGTTCCTGAGTGTCTTGTTTTCTCCCTCTGCAGCTTGTCTCCAATGTCCTCATCTTCTCCTGCACCAACATTGTG
GGTGTGTGCACTCACTACCCAGCTGAGGTCTCCCAGAGACAGGCCTTCCAGGAGACACGTGAGTGTATCCAAGCTTGGCTCCATTC
CCAGCGGGAGAACCAGCAACAGGTGAGTGAAGAGGAGCCAGGAGGCCTGGATGTCAGCCAAGGCCTGCTGCAGACACACAAGCAAA

CGGCTGGCTTGCGATCTGCCTGCCTCTCCCCCCAGGCCATGCTCATCCCTCTGCCCAGTCCCTCCTCCTAGCAGTATTTCCTGCAG
GGAGCCCGACTCTGTGGTTCC

PCR genotyping strategy

Sizes observed if Accl
Amplification product | restriction present

Sequence size WT (associated with
F1 CAGGCCCGCTGTGTTCCTGAGTGTC
319 bps 159 bps + 160bps
R1 GGACTGGGCAGAGGGATGAGCATGG
F1 CAGGCCCGCTGTGTTCCTGAGTGTC
R2 GGAACCACAGAGTCGGGCTCCCTGC el 1352 ofp 4= 205 (5792
| 1€ 1 | | lCS
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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 0,4ul
96°C Smin 1
- 5 primer (100 uM) 0.1pul
- 3’ primer (100 uM) 0.1ul 96°C 8s
62°C 10s 30
- DNA (lysate 1/10 2ul
(ysa el/ ) H 68°C 45s
- Phusion Hot Start Il 0,2ul
- Sterile H20 up to 20 l 68°C Smin 1
12°C 5min 1
Digestion protocol Volume / sample
PCR product 10 ul
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 pul left over PCR reaction
serves as negative control J—
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