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Adat3 Mouse Genomic locus

Gene: Adat3 ENSMUSG00000035370
Gene: Adat3 ENSMUSG00000113640
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Adat3 mRNAs and proteins

Name Transcript ID

Adat3-201 ENSMUST00000178231.1

Adat3-202 ENSMUST00000218067.1

Adat3-203 ENSMUST00000219462.1

Adat3-204 ENSMUST00000038411.4

Adat3-205 ENSMUST00000221670.1

Adat3-206 ENSMUST00000221960.1
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CCDS UniProt RefSeq

CCDS48637 Q6PATO

CCDS48637 -

NM 001100606
CCDS48637 Q6PATO NP 001094076
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sgRNA search
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Position/ | Guide Sequence + PAM Specificity Predicted Efficiency | Out-of- Off-targets for | Genome Browser links to matches sorted by CFD off-target score ¢
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Strategy proposed: insertion of the V128M mutation

Rsal (diagnostic restriction site)
G>C (silent mut)

G>A (silent mut)
V128M (GTG>ATG)

Targeted locus

ATG ssODN (134 nts)

(Adat3-201) STOP
iz (Adat3-201)

Sequence expected after homologous directed repair (HDR)
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ACTTCCTGCC CAGCCCCACC TCARARCGGEGT GCGCCCCAGC CGCAGTGCAG GAGGTGCACLH GICATCGGAT CIGCTIGCIGT GCTIGGCAGE GCCCTCCGCG
TEALGGEACGSE GICGGEEGIGE AGTTOECCCA CGECGGLGGICE GCGICACGIC CTCCACGTGT CAGTAGCCTA GACGACGACH CGRACCGTICC CGGGAGGECGC

Gz C [=ilent mut)

G A [=ilent mut)

==00MN

gQRES Fizal WIZEM [GTG: ATG)

G P R 5 L & E L L F F FP & W o F F G L G T P F L L = “M F A F F F L T-
GECCCGECGECT CICIGGECGEA GCICCTICCC AGERCCGECCGE TGEGACCCACE TGGRCCIGHEC ACACCTITCC CCT GCCTGCCCGE CCGCCCCICA
CCOGGEGCGCGA GAGACCGECCT CRAGGALGGE TCCGECCGEC ACCTGGEGTGC ACCGRACCCGE TGEIGGARAGE .;IGGAEGGRCGGGCC GECGEEGEGEAGT

=000 B
‘T R 5 Q F E E A R A H W o P T s F H E D K Q W T 5 ) L A, G 0 L F s T Q-

CCCGARGCCE GITTGAGGAG GCACGAGCCC ACTGGCCTAC ATCCTTCCAT GRAGACAAGC AGGTEACCAG TGCICTGGECC GGEECALCTCT TCICCACGCA
GGGCTTCGET CARARACTCCTC CGIGCTCGGGLG TGACCGGATG TAGGRAGGTA CITCIGITCG TCCACTGGIC ACGAGACCGES CCCGITGAGR AGAGHETGECGET




Sequence of the mRNA and protein after HD

exl ATG

GCGGTGGCAGGCGTGGCGGCCCGGTTGCTAGGACTTGGATAAGCGTGGCGTTCGCTCGGGTGTCCCTCAGTCGAGCCCCGTTGARATGCGAGCCCACCTCAGGCTTTCGCAGAGCAACCTGGGCCTGTCGAAGGCTGAAAGTGAGGA
LAY E P T S G F A E Q P G P \ K A E S E E

GCAAGAGCCGGCGCAATGGCAAGCCCTCCCTGTCCTGTCGGAGCAGCAGTCGGGGGCCGTGGAGCTGATACTGGCCTATGCTGCACCTGTCCTGGACAAGCGCCAGACGTCCCGCCTCCTCCGGGAGGTGTCTGCTGTCTATCCA
4 Q E P A Q W Q A L P \2 L S E Q Q S G A \ E L | L A Y A A P \% L D K R Q T S R L L R E \ S A \ Y P

CTTCCTGCCCAGCCCCACCTCAAGCGGGTGCGCCCCAGCCGCAGTGCAGGAGGTGCACAGTCATCGGATCTGCTGCTGTGCTTGGCAGGGCCCTCCGCGGGCCCGCGCTCTCTGGCGGAGCTCCTTCCCAGGCCGGCCGTGGALCC
PoL P A Q P H L K R % R P S R S A G G A Q S S D L L L C L A G P S A G P R S L A E L L P R P A \ D

G>A (silent mut)
Rsal VI128M (GTG>ATG)
G>C (silent mut)
CACGTGGCCTGGGCACACCTTTCCTCGTACCTA@QCCTGCCCGGCCGCCCCTCACCCGAAGCCAGTTTGAGGAGGCACGAGCCCACTGGCCTACATCCTTCCATGAAGACAAGCAGGTGACCAGTGCTCTGGCCGGGCAACTCTT
PP R G L G T P F L V P M P A R P P L T R S Q F E E A R A H W P T S F H E D K Q V T s A L A G Q L F

CTCCACGCAGGAGCGAGCTGCCATGCAAACCCACATGGAACGGGCGGTATGTGCGGCCCAGAGGGCAGCGGCTCAGGGGCTGCGGGCAGTGGGCGCCGTCGTGGTGGACCCAGCCTCGGACCGCGTGTTGGCCACAGGCCATGAC
4 S T Q E R A A M Q T H M E R A \ Cc A A Q R A A A Q G L R A 2 G A \ A\ A\ D P A S D R \ L A T G H D

TGCAGCAGTGTAGCCAGCCCCCTGCTGCATGCCGTCATGGTGTGCATCGACCTGGTGGCCCAGGGGCAGGGCCGCGGTTCCTGTGACCTCAGAAGCCACCCGGCTTGCTCCTTTACACAGGCCACTGCCACTCAAGGTGCCCGAG
P C S S v A S P L L H A 2 M A\ C | D L 2 A Q G Q G R G S C D L R S H P A C S F T Q A T A T Q G A R

Rsal

CCGGTAGCGTGCGCAAGCTGGATGAGGACAGCCTGCCCTATGTGTGCACTGGCTATGACCTGTACGTCACCCGAGAGCCCTGTGTCATGTGTGCTATGGCCCTAGTCCATGCCCGCATCCAGCGAGTCTTCTATGGGGCTCCCTC
PA G S vV R K L D E D S L P Y v C T G Y D L Y v T R E P C v M C A M A L vV H A R | Q R \Z F Y G A P S

STOP

CCCTGATGGTGCCTTGGGCACACTCTTCCGTGTCCATGCTCGGCCAGACCTCAACCACCGCTTCCAGGTGTTCCGCGGTATTCTCGAGGACCAGTGCCGCCAGCTGGACCCCGACCCATAGTTCTGGTGACCTGCTTCTAGACCA
4 P D G A L G T L F R v H A R P D L N H R F Q % F R G | L E D Q C R Q L D P D P

TTCTCTGCTCCTGGCCAGCCCGTGTCCCCTGCGGCTCCATGGCCTGGGGGCCTCACCCTCTGTGATGATACTGATCACCTGTGCCAGACTGTGGGCCTCTCAGTTTCCAGACTGCAGCTTCTCTGCTGGCTGCGACGACAGTGGG
GCTCAGCTCTGCTTACAAGCCCAGTGGCTGTCTTACAGTCCCCAGGTCCTCCAGGCTCGGGGCAGGGAGCAGCCATCGAGTGTGAAAATAAAACACCTCAAACCAA
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Data

Genotyping protocol
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Line Kus6768-17-PM (internal ICS code)

Sequence with PCR F1-R2 Fl genotype
Oligo F in orange in red silent mutations Rsal site in italic and underscored
Oligo R in purple in green asked mutation

ACCTGTCCTGGACAAGCGCCAGACGTCCCGCCTCCTCCGGGAGGTGTCTGCTGTCTATCCACTTCCTGCCCAGCCCCACCTCAA
GCGGGTGCGCCCCAGCCGCAGTGCAGGAGGTGCACAGTCATCGGATCTGCTGCTGTGCTTGGCAGGGCCCTCCGLCGGGLLCG
CGCTCTCTGGCGGAGCTCCTTCCCAGGCCGGCCGTGGACCCACGTGGCCTGGGCACACCTTTCCTCGTACCTATGCCTGCCCG
GCCGCCCCTCACCCGAAGCCAGTTTGAGGAGGCACGAGCCCACTGGCCTACATCCTTCCATGAAGACAAGCAGGTGACCAGT
GCTCTGGCCGGGCAACTCTTCTCCACGCAGGAGCGAGCTGCCATGCAAACCCACATGGAACGGGCGGTATGTGCGGCCCAGA
GGGCAGCGGCTCAGGGGCTGCGGGCAGTGGGCGCCGTCGTGGTGGACCCAGCCTCGGACCGCGTGTTGGCCACAGGCCAT

GACTGCAGCAGTGTAGCCAGCCCCCTGCTGCATGCCGTCATGGTGTGCATCGACCTGGTGGCCCAGGGGCAGGGCCGLGETT
CCTGTGACCT

Sanger sequencing F1 genotyping
F3-R1
14 15 16 17

TGGCCTGGGCACACCTTTCCTGGTGCCTGTGCCTGCCCGGCCGCCCC | -

<« WT333 bps

< 211 bps

< 122 bps

After Rsal digest
(diagnostic RE)

Rsa
-
A
-
=

TGGCCTGGGCACACCTTTCCTCGTACCTATGCCTGCCCGGLCCGCCCC
G L G T P F L VPM P A R P P
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GENOTYPING INSTRUCTIONS

PCR genotyping strategy for the PM

After Rsal digest (if PM and

Amplification

Sequence diagnostic restriction site

product size WT
present
F1 ACCTGTCCTGGACAAGCGCCAGACG
R2 AGGTCACAGGAACCGCGGCCCTGCC D ops ol ofes < 20 Lo
F3 GGTGCACAGTCATCGGATCTGCTGC
333 bps 211 bps + 122 bps
R2 AGGTCACAGGAACCGCGGCCCTGCC

phen®min €3
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GENOTYPING INSTRUCTIONS

PCR Protocol

This section describes the composition of the mix and the cycling conditions used for
genotyping animals.

The Red Hot polymerase is no longer sold, so it is better to optimize conditions with another Taq polymerase.

Mix PCR Volume
(ul)/reaction
H20 / /

6,23 Cycling conditions
MgCI2 25mM 1,5mM 1,2 e — n
dNTP 10mM 0,2mM 0,4 - | |
96°C 8s
Red Hot 5U/ul 0,0375U 0,15 62°C 10s 30
PWO 5U/ul 0,005U 0,02 68°C 45sec
ABIY 2 68°C 10min 1
Oligo (F+R) 0,125uM/oligo 4 [ [ |
15°C oo
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 loaded on a 3% agarose. The 10 ul left over PCR reaction
serves as negative control
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