
Kus6768 / IM6768

V128M KI in Adat3
Adat3em1Ics

Genotyping protocol

By Marie-Christine Birling (PhD) 

birlingm@igbmc.fr

21/02/2019

mailto:birlingm@igbmc.fr


Strategiy undertaken

24/07/2018



Adat3 Mouse Genomic locus

Gene: Adat3 ENSMUSG00000035370
Gene: Adat3 ENSMUSG00000113640

Chromosome 10: 80,606,021-80,615,784



Adat3 mRNAs and proteins 



sgRNA search



Strategy proposed: insertion of the V128M mutation 

Targeted locus

Sequence expected after homologous directed repair (HDR)

gR68

STOP 
(Adat3-201)

ATG 
(Adat3-201)

V128

ssODN (134 nts)

G>C (silent mut)
G>A (silent mut)

V128M (GTG>ATG)

RsaI (diagnostic restriction site)



Sequence of the mRNA and protein after HDR

GCGGTGGCAGGCGTGGCGGCCCGGTTGCTAGGACTTGGATAAGCGTGGCGTTCGCTCGGGTGTCCCTCAGTCGAGCCCCGTTGAGGATGGAGCCCACCTCAGGCTTTGCAGAGCAACCTGGGCCTGTGAAGGCTGAAAGTGAGGA

GCAAGAGCCGGCGCAATGGCAAGCCCTCCCTGTCCTGTCGGAGCAGCAGTCGGGGGCCGTGGAGCTGATACTGGCCTATGCTGCACCTGTCCTGGACAAGCGCCAGACGTCCCGCCTCCTCCGGGAGGTGTCTGCTGTCTATCCA

CTTCCTGCCCAGCCCCACCTCAAGCGGGTGCGCCCCAGCCGCAGTGCAGGAGGTGCACAGTCATCGGATCTGCTGCTGTGCTTGGCAGGGCCCTCCGCGGGCCCGCGCTCTCTGGCGGAGCTCCTTCCCAGGCCGGCCGTGGACC

CACGTGGCCTGGGCACACCTTTCCTCGTACCTATGCCTGCCCGGCCGCCCCTCACCCGAAGCCAGTTTGAGGAGGCACGAGCCCACTGGCCTACATCCTTCCATGAAGACAAGCAGGTGACCAGTGCTCTGGCCGGGCAACTCTT

CTCCACGCAGGAGCGAGCTGCCATGCAAACCCACATGGAACGGGCGGTATGTGCGGCCCAGAGGGCAGCGGCTCAGGGGCTGCGGGCAGTGGGCGCCGTCGTGGTGGACCCAGCCTCGGACCGCGTGTTGGCCACAGGCCATGAC

TGCAGCAGTGTAGCCAGCCCCCTGCTGCATGCCGTCATGGTGTGCATCGACCTGGTGGCCCAGGGGCAGGGCCGCGGTTCCTGTGACCTCAGAAGCCACCCGGCTTGCTCCTTTACACAGGCCACTGCCACTCAAGGTGCCCGAG

CCGGTAGCGTGCGCAAGCTGGATGAGGACAGCCTGCCCTATGTGTGCACTGGCTATGACCTGTACGTCACCCGAGAGCCCTGTGTCATGTGTGCTATGGCCCTAGTCCATGCCCGCATCCAGCGAGTCTTCTATGGGGCTCCCTC

CCCTGATGGTGCCTTGGGCACACTCTTCCGTGTCCATGCTCGGCCAGACCTCAACCACCGCTTCCAGGTGTTCCGCGGTATTCTCGAGGACCAGTGCCGCCAGCTGGACCCCGACCCATAGTTCTGGTGACCTGCTTCTAGACCA

TTCTCTGCTCCTGGCCAGCCCGTGTCCCCTGCGGCTCCATGGCCTGGGGGCCTCACCCTCTGTGATGATACTGATCACCTGTGCCAGACTGTGGGCCTCTCAGTTTCCAGACTGCAGCTTCTCTGCTGGCTGCGACGACAGTGGG

GCTCAGCTCTGCTTACAAGCCCAGTGGCTGTCTTACAGTCCCCAGGTCCTCCAGGCTCGGGGCAGGGAGCAGCCATCGAGTGTGAAAATAAAACACCTCAAACCAA
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Data

Genotyping protocol



Line Kus6768-17-PM (internal ICS code)
F1 genotype

ACCTGTCCTGGACAAGCGCCAGACGTCCCGCCTCCTCCGGGAGGTGTCTGCTGTCTATCCACTTCCTGCCCAGCCCCACCTCAA
GCGGGTGCGCCCCAGCCGCAGTGCAGGAGGTGCACAGTCATCGGATCTGCTGCTGTGCTTGGCAGGGCCCTCCGCGGGCCCG
CGCTCTCTGGCGGAGCTCCTTCCCAGGCCGGCCGTGGACCCACGTGGCCTGGGCACACCTTTCCTCGTACCTATGCCTGCCCG
GCCGCCCCTCACCCGAAGCCAGTTTGAGGAGGCACGAGCCCACTGGCCTACATCCTTCCATGAAGACAAGCAGGTGACCAGT
GCTCTGGCCGGGCAACTCTTCTCCACGCAGGAGCGAGCTGCCATGCAAACCCACATGGAACGGGCGGTATGTGCGGCCCAGA
GGGCAGCGGCTCAGGGGCTGCGGGCAGTGGGCGCCGTCGTGGTGGACCCAGCCTCGGACCGCGTGTTGGCCACAGGCCAT
GACTGCAGCAGTGTAGCCAGCCCCCTGCTGCATGCCGTCATGGTGTGCATCGACCTGGTGGCCCAGGGGCAGGGCCGCGGTT
CCTGTGACCT

F1 genotyping

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

WT 333 bps

F3-R1

211 bps
122 bps
After  RsaI digest 
(diagnostic RE) 

14          15            16         17
RsaI   -      +     -     +     -     +     -     +

Sanger sequencing



GENOTYPING INSTRUCTIONS

PCR genotyping strategy for the PM

Primer ref. Sequence
Amplification 
product size WT

After RsaI digest (if PM and 
diagnostic restriction site 
present

F1 ACCTGTCCTGGACAAGCGCCAGACG
585 bps 351 bps + 234 bps

R2 AGGTCACAGGAACCGCGGCCCTGCC

F3 GGTGCACAGTCATCGGATCTGCTGC
333 bps 211 bps + 122 bps

R2 AGGTCACAGGAACCGCGGCCCTGCC



GENOTYPING INSTRUCTIONS

PCR Protocol

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

Cycling conditions

Mix PCR Initial conc Final conc Volume 
(µl)/reaction

H20 / / 6,23

Buffer IV 10X 1X 2

MgCl2 25mM 1,5mM 1,2

dNTP 10mM 0,2mM 0,4

Red Hot 5U/µl 0,0375U 0,15

PWO 5U/µl 0,005U 0,02

ADN 6

Oligo (F+R) 0,125µM/oligo 4

Temp Time #Cycles

96°C 5min 1

96°C 8s

62°C 10s 30

68°C 45sec

68°C 10min 1

15°C ∞

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

Digestion protocol                Volume / sample
PCR product 10 µl
Buffer 10X 2 µl
Restriction enzyme 0,2 µl
H20 7,8 µl

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