@ IR RBREMEHRARNBIRSE

GemPharmatech Co.,Ltd

Genotyping Report

Strain ID T015600 Strain Type KO(Cas9) Genetic Background C57BL/6JGpt

Designer Zifan Lin Gene Name Gpr3lb

1. Strategy of Genotyping

Wild type: 0 copy.

Heterozygote: 1 copy.

Homozygote: 2 copy.

NOTE:

Because the sequence of the gene is very nonspecific, 4 other sequences with only base mismatches can be found in the
genome. Therefore, it is necessary to use the heterozygous mice as a single copy control, and detect the copy number of
KO genotype through qPCR to judge the genotype.
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2. Primer Information

PCR No. Primer No. Sequence Band Size

T015600-g-tF1A | AGGCACTATGAGGGTAACCTCTTC

o T015600-q-tR1A | TCACACCCTGGTCAGGCTGTAGTT 146bp

Gapdh-Q-TF1 GCCTAGTTGGCTTCATCTCAAGG b
c 770bp
Gapdh-Q-TR1 TGAGGGCAAAGAGAGACCCATC

3. Conclusion

Result
Sample No. 2-AACT Genotype

1 1. 00 Homo

2 0. 67 Hetero

3 0. 55 Hetero

4 0. 57 Hetero

5 0.49 Hetero

6 0.59 Hetero

7 0. 53 Hetero
4. PCR Condition
PCR Reaction Component
Seg. reaction component Volume (pl)
1 2X SYBR Mix 5
2 Primer 0.2
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3 Primer 0.2
4 Rox 0.2
5 Template+ddH.O 4.4
PCR program
Seg. Temp. Time Cycle
1 95°C 30s
2 95°C 5s 40%
3 60°C 30s
T015600-wt:

AAACTGCACTCCAGAGGGTCCCTAGCACATGGAACAAGAGCTGCTGCTGAAGGCTGACACATCTG
CAGGCAGGACAGTAGTAGATCAAGTGTTGGTGGCCAAGGCAGGGTCTGCCCACAAGAAAGTGCA
CATTGGGAGCAGGGGCACAGTGGGCTCTGGGTAGCACATTGCAGGACGTGTCTTGTAAACAGCCC
TGGCTGCAGCTGACAATTCCAGAAAGGTGCAGGCATAGACAATGCACCAACCTAAGGCAGATGC
TCAAGACCAAAGTCTTAAGGTCCAGCTCCTTCCTCTGTAAATGTTAGTCCCTCACTTCCCTCCTTCT
GAGCATCAGAGGATCTTTCTCCCTGGACCCAGACAGAAGACTTAAATTATATTGGCTTCAGCCTTT
GCATGATTAAAAGGAATTAAATTAAAATGAAGAATTCACTGATGAAATGTAGTTCCCATCTGGAA
ACTCTTGCTTGCAGGGCACAAAACCCAGTGTTCCAGGTCCTATGTAGA

T015600-wt similar sequence 1 (Lowercase letters are inconsistent bases /NS NA—BHEEL) -
AAACTGCACTCCAGAGGGTCCCTAGCACATGGAACAAGAGCTGCTGCTGAAGGCTGACACATCTG
CAGGCAGGACAGTAGTAGCTCAAGTGTTGGCGGCCAAGGCAGGGTCTGCCCACAAGAAAGTGCAC
ATTGGGAGCAGGGGCACAGTGGGCTCTGGGTAGCACATTGCAGGACGTGTCTTGTAAACAGCCCT
GGCTGCAGCTGACAATTCCAGAAAGGTGCAGGCATAGACAATGCACCAACCTAAGaCAGATGETC
AAGACCAAAGTCTTAAGGTCCAGCTCCTTCCTCTGTAAATGTTAGTCCCTCACTTCCCTCCTTCTG
AGCATCAGAGGATCTTTCTCCCTGGACCCAGACAGAAGACTTAAATTATATTGGCTTCAGCCTTTG
CATGATTAAAAGGAATTAAATTAAAATGAAGAATTCACTGATaAAAATGTAGTTCCCATCTGGAAA
CTCTTGCTTGCAGGGCICAAAACCCAGTGTTCCAGGTCCTATGTAGA

T015600-wt similar sequence 2 (Lowercase letters are inconsistent bases /N SHENA—BHEEL) -
AAACTGCACTCCAGAaGGTCCCTAGCACATGGAACAAGAGCTGCTGCTGAAGGCCGACACATCTG
CAGGaAGGACAGTAGTAGATCAAGTGTTGGCGGCCAAGGCAGGGTCTGCCCACAAGAAAGTGCAC
ATTaGGAGCAGGGGCACAGTGGGCTCTGGGTAGCACATTGCAGGACGTGTCTTaTAAACAGCCCT
GGCTGCAGCTGACAATTCCAGAAAGGTGCAGGCATAGACAATGCACCAACCTAAGGCAGATGgTC
AAGACCAAAGTCTTAAGGTCCAGCTCCTTCCTCTGTAAATGTTAGTCCCTCcCTTCCCTCCTTCTGA
GCATCAGAGGATCTTTCTCCCTGGACCCAGACAGAAGACTTAAATTATATTGGCTTCAGCCTTTGC
ATGATTAAAAGGAATTAAATTAAAATGAAGAATTCACTGATaAAATGTAGTTCCCATCTGGAAAC
TCcTGCTTGCAGGGCICAAAACCCAGTGTTCCAGGTCCTATGTAGA

T015600-wt similar sequence 3 (Lowercase letters are inconsistent bases /N AN —BHHEL) -
AAACTGCACTCCAGAaGGTCCCTACCACATGGAACAAGAGCTGCTGCTGAAGGCCGACACATCTGC
AGGaAGGACAGTAGTAGATCAAGTGTTGGCGGCCAAGGCAGGGTCTGCCCACAAGAAAGTGCACA
TTaGGAGCAGGGGCACAGTGGGCTCTGGGTAGCACATTGCAGGACGTGTCTTaTAAACAGCCCTG
GCTGCAGCTGACAATTCCAGAAAGGTGCAGGCATAGACAATGCACCAACCTAAGGCAGATGYTCA
AGACCAAAGTCTTAAaGTCCAGCTCCTTCCTCTGTAAATGTTAGTCCCTCcCTTCCCTCCTTCTGAG
CATCAGAGGATCTTTCTCCCTGGACCCAGACAGAAGACTTAAATTATATTGGCTTCAGCCTTTGCA
TGATTAAAAGGAATTAAATTAAAATGAAGAATTCACTGATaAAATGTAGTTCCCATCTGGAAACT
CcTGCTTGCAGGGCItCAAAACCCAGTGTTCCAGGTCCTATGTAGA

T015600-wt similar sequence 4 (Lowercase letters are inconsistent bases /N SHENA—BHREL) -
AAACTGCACTCCAGAaGGTCCCTACCACATGGAACAAGAGCTGCTGCTGAAGGCCGACACATCTGC
AGGaAGGACAGTAGTAGATCAAGTGTTGGCGGCCAAGGCAGGGTCTGCCCACAAGAAAGTGCACA
TTaGGAGCAGGGGCACAGTGGGCTCTGGGTAGCACATTGCAGGACGTGTCTTaTAAACAGCCCTG
GCTGCAGCTGACAATTCCAGAAAGGTGCAGGCATAGACAATGCACCAACCTAAGGCAGATGETCA
AGACCAAAGTCTTAAaGTCCAGCTCCTTCCTCTGTAAATGTTAGTCCCTCcCTTCCCTCCTTCTGAG
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CATCAGAGGATCTTTCTCCCTGGACCCAGACAGAAGACTTAAATTATATTGGCTTCAGCCTTTGCA
TGATTAAAAGGAATTAAATTAAAATGAAGAATTCACTGATaAAATGTAGTTCCCATCTGGAAACT
CcTGCTTGCAGGGCICAAAACCCAGTGTTCCAGGTCCTATGTAGA



