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Efficient cleavage of single and clustered AP site lesions within mono-nucleosome templates by CHO-K1 nuclear extract contrasts with retardation of incision by purified APE1.
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Supplementary Figure 1: Immunoblot for APE1 in CHO-K1 nuclear extract and purified APE1. Various amounts of purified human APE1 and CHO-K1 nuclear extract, as indicated, were run on SDS-PAGE and immunoblotted for APE1 using ab194 from AbCam at 1:2000 in Odyssey blocking buffer, diluted 1:1 with TBS-Tween (0.1%). Following washing, the membrane was immunoblotted with LI-COR IR dye 680 goat anti-mouse diluted 1:10 000 in Odyssey blocking buffer, diluted 1:1 with TBS-Tween, before being scanned on the Odyssey. Quantification by Quantity One (BioRad) determined that 1 g CHO-K1 nuclear extract contained approximately 3 ng APE1, assuming equal affinity of the anti-APE1 antibody for human and hamster protein. 
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Supplementary Figure 2: DNase I footprinting of nucleosome in the presence or absence of CHO-K1 nuclear extract. Both free and nucleosomal DNA substrates were incubated with DNase I following pre-treatment with either H2O (-) or 1 g CHO-K1 (+) nuclear extract for 30 min at 37oC. The concentration of DNase I was increased across the samples as indicated. The nucleosome is shown maintaining a central position, with the linker DNA present above and below. 
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Supplementary Figure 3: Cleavage of the bistranded AP sites in the AP/AP+1 cluster by CHO-K1 nuclear extract. (A) cleavage of AP/*AP+1 (AP site contained within strand 1 was 5’-end labelled with 32P) (B) cleavage of *AP/AP+1 (AP site contained within strand 2 was 5’-end labelled with 32P). (Filled square) AP control free DNA, (filled triangle) AP control nucleosomal-bound DNA, (open square) AP/AP+1 free DNA, (open triangle) AP/AP+1 nucleosomal-bound DNA.

image1.tiff
ng APE1 ug NE
1.0 25 5.0 7510 1.0 2.5 5.0

. - € APE1




image2.tiff
S
\G’b
o O
& & ©

_—1DNase

- +- + - + - + Nuclear extract

linker DNA

histone-bound
DNA

linker DA





image3.tiff
AP/*AP+1

| —=— AP free
—A— AP nuc
—— AP/AP+1 free

| —A— AP/AP+1 nuc|

0 5 10 15 20 25 30
time (min)

*AP/AP+1

2 60

| —=—AP free
—— AP nuc
—0— AP/AP+1 free
| —o— APIAP+1 nuc

0 5 10 15 20 25 30
time (min)





