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1. Intracellular distribution and inhibitory
function on HTLV-1 LTR of ZFN

: 3
= pnd n )
B HTLV-1LTR-Luc
FEEEG ZFN1+2 ZENS*4 @ Caviue
129- :
88~ e
e 2
@ - £, 2o,
88°7 83
o = O
Ve il 85 g
anthFLAGantibady 5% s
g8 28
Hoochst anthFLAG  merge g3 2e
1 - 1 -
° B
§ ——— o § —— o
5§ zPNt+2 5 & 8 ZFN3+4 B
Average of 4 independent expt #: P < 0.01 against CMV-Luc, Student’s t-test

2 . Detection of site-specific mutations in HTLV-1
LTR generated by ZFNs in an ATL cell line SI1T

REBR

Tcell linea

Flyut gone Monaduction; @

WY vertor e ying ZPRT4
ey puroh caganiie %:E %

@ l Modification of S1T proviral LIR by ZFN1+2

Clone # examined No mutations targeted mutations
Sacond gene teansduction;

MLV vectoy carrying ZFN1-4
Ires NeoR cassette ZFN1+1 1 1 o

2EHL4L d 4 3

86 well plate TIMD IO~

LTROZEREAE ZEN2+2 1 1 0
Modification of S1T proviral LIR by 2FN3+4
Clone # examined No mutations targeted mutations
ZFN3+3 3 3 0
2ENIHS i 8 4
ZFN4+4 2 2 Q

Frequency of mutations introduced by heteroogous ZFN pair was significantly frequent than
the heterologous ZEN pair (0.029 by Peason’s exact test).



