@ - InSEZEHLREMIEHRRNEBIROSE)
GemPharmatech Co.,Ltd

Genotyping Report

Strain ID T001459 Strain Type KI(Cas9) Genetic Background CBA/CaJNju

Designer Tianjiao Wang Gene Name Btk-R28C

1. Strategy of Genotyping

# Target mutation — Primer @ PCR Reaction Number == Sequencing Region

The genotype should be confirmed by Sequencing.

Sequence:
ggcaggcctgtaatctagatagcactgtagatgctgaagcagcaggattgatgtgatgtctaggtetgggtetgectggactaccaaatgagttgaaggtcagcatgagcetatg
ctggggcatcaatcttcagcaccacagaaaagcatttgatggttttgtggaatgttctggagtattctaagcactgttcttccaaaatgagcacagcetggcatccttaacagcaaca
tagttatgtcacttgttttaaaaatagatgttattttagtgtatgattatgagtgttttgcctggggcetggtgagatggcetcagtggtaagagcaccegactgttctictgaaggtccag
agttcaaatcccagcaaccacatggtggcetcacaaccatctgtaacaagatctgacgecctettgtggtgtgtctgaagacaagtacagtgtacttacatgtaataaataaataaa
tctttaaaaaaaaatgagtgttttgcctgcagtaacatatatgcaccactagcatgcectgatgcccaaggaagtcagaagaaggcaccacatctcctggaactggggttacaagt
ggttgtgagccatcatctgggtgctggaaactgaatgetggttitctgcatgagcaacaagttctcttaaccactgctcceattgatgcatcatttatacctcgtgccatctaaaagaa
actgtctaagggaaggggagagggaggccaaagtgctaaattactgtaggaaagcetggtctcagettgaaaacgaagcttetetectttataccetggttagetgacaatggge
taaatcacctggatggtagtcactgtgtatttataagtataggtgatgacgtatgttttagctacagacctgagtgagtccaattttgaaaaattacatcattgtttaggatcctgggaa
ctgaaagtttaatatctgccttagtggtttctggtacttgaattatccctictgagaataccagggtcaacagtttcaccgaaaatgttgctgtttacagattagaaacatgtgtcataa
aggggtaagtagtgtaaagtggtgtctagacattactgaccaaa(cc>aa)ctgatcaagtactaacatctgtgaaatgatctgcgagagggctatgttgtcgggcetctagagea
ttcagttcccttacccaagaagcccagttttgtaaactcaccatgtagaatcaatcecctggttaaatagtatgagtttgggetggagagaaggctcagtggttaagagcactgac
tgctcttccacaggtectgagttcaaticccagcaaccacatggtggctcacagecatctgtaaagggatccgatgcecctettgcggceatgcaggtgtacatgcagatagagea
ctcacacataaaataaataaatctttttaaaaaaaatagtatgcgttcactgtacttgaaatttgaccaagatggggggactgtggaagaaggagctcaggcagaaagaaacaa
gattccctgctagegttgtatatttgtgttttgtttacaacagggagcagggcetgaggcagaaccaggtaggacaaagatgactatgctagaaccttaaaaactttccttatccaca
gtacacaaacaagttccagagagaggaagccatggcetgcagtgatactc(g>c)gagagcatctttictgaagegcetcccagcagaaaaagaaaacatcacctttaaacttcaa
gaagt(c>t)gectgtttctcttgactgtacacaaactttcatactatgaatatgactttgaacgtggggtaagtttcccaaatgagaagtccaaatttcaccatagtcttggatcttct
gtgagaaatgagatatgtggtaggtaggaacttagtagagctaagtacatcaaacttgaaaacatatttcctagcctaggagtaggcacagtcatggcaggggaaaagtcaaat
atgttaagaagctgttcagaatgtcttaccatggaattgtgtggttagtaagaactcactctatgcttcttgagaatgaaatccaagaatttgacattgcgtttttatttctggaacaata
atgcatataatcatttattcttctatgttatctgcttcccatttggcatttaaaggttaaataaaatgctggatttgtttaaaactaacaggttctgccaggcacagtggcacatacttttag
tcccggcactcaggtttacacagtgagttctaggccagcecagggctacattgtgagaccttgagtcaaaaacaaaaaaccaggttcttttaggctgecagtaccacctcaccac
agagggtgattagatacctgtgtaaacatctggtggctcgatcactcgtaacctttctecattttcttectceattctttccttcagagaagaggcagtaagaaaggttcaatagatgtt
gagaagatcacctgtgttgaaacagtaattcctgaaaaaaatcccccaccagaaagacagattccggtaagatgagacccatgtcaaagagagggggcetgcagattgtaagg
cactgggaactctcaaatactccaatccaatggtggtggegtagtgtggtatagaatgceagttttggttccttagaaaattcttcaccgggagcecagcaagattgeccagtaagg
aggggaacttgtttccaagcctgatgacttgaattctatcccagaaaatcgtectctcacctectcatgagaactgtgectcacatgtggacacacacacacgaagcagaaage
aagaatgc

2. Primer Information

PCR No. Primer No. Sequence Band Size

OTM T001459-F1 | CTGAGAATACCAGGGTCAACAGTTT WT:160bp
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T001459-R1 | CTTGGGTAAGGGAACTGAATGC Targeted:196bp

Sequencing:

Primer Name Sequence

T001459-F1 CTGAGAATACCAGGGTCAACAGTTT | OTM

3. Gel Image
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Note: P: Positive control; WT: Wildtype control; B: Blank control (ddH2O); M:DNA Ladder

4. PCR Condition

PCR Reaction Component

Seg. reaction component Volume (|A)

1 2 xTaq Master Mix , Dye Plus, (Vazyme P112-03) 12,5

5 ddH20 9.5

3 Primer A(10pmol/pi) 1

4 Primer B(10pmol/d) 1

5 Template(=100ng/ul) 1

PCR program

Seg. Temp. Time Cycle

1 95°C 5min

2 98°C 30s 20x
3 65°C (-0.5°C/cycle) 30s

4 72°C 45s

5 98°C 30s 20
6 55°C 30s

7 72°C 45s

8 72°C 5min
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10°C

hold




