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DSB by I-Scel

e
—i ——
TSCER122 cell oy X
—_— & l—l— K

v,

ﬂ pPCBASce vector

356 bps
Al ! E ; A 1 TK
N CPD N
A J A
e 5 E—am— | 2rgeting vector containing CPD

(pV|TCPD)

ﬂ HR with pvITC"P vector

—s -—% - Tk

ﬂ HAT selection and cloning (2 weeks)

Mutati(ir:

—_f &—ik ——
— —
Pri#291 PIi#292
ﬂ PCR
—————

PCR products (821 bps)

ﬂ Sequencing

Determination of
mutation frequency and
spectrum of CPD

TATAM

Table 1. Mutation spectra induced by integration of pvT<"P

Targeted and non-targeted
ID number TK mutation at CPD site?

Targeting CPD-integrated . Total b
of 96-well revertants No mutation . .
vector . revertants Original seq. mutation ND
microplate analyzed Number
5' TTAAHCTCC
77 69 68 5" TTAAAACTCC 1 1 3
pUITePP
2 74 68 57 5'"TTAAANCTCC 7 11 3
5'"TTAAAANCTCC 2
5'"TTAATGCTCC 1
5'"TTAATTCTCC 1
3 77 67 62 5'TTAAAACTCC 3 5 1
5'"TTAAATCTCC 1
5'"TTCTTTCTCC 1
Total 228 204 (100%) 187 (91.7%) 17(8.3%) 7

3Underline indicates CPD site and Aindicates one-base deletion. ®Not detected.
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