Distribution bias and biochemical characterization of TOPIMT single nucleotide variants

Hongliang Zhangl, Yeonee Seol®, Keli Agamal, Keir C. Neuman®, and Yves Pommier'”

'Laboratory of Molecular Pharmacology, Developmental Therapeutics Branch, Center for Cancer
Research, NCI, National Institutes of Health, Bethesda, MD, 20892, USA

* Laboratory of Single Molecule Biophysics, NHLBI, National Institutes of Health, Bethesda,
MD, 20892, USA

* . .
For correspondance: pommier@nih.gov




Formatted Alignments

hs-topl.pep
Pe_topl
rat_topl.pep
mm_topl.pep
Goa_topi.pep

hs_toplmt.pep T Ll lllllLllLLlLoiiLLllllllLllllllliiii.lllllLlolllllllilllll
MSGDHLENDSQIEADFRLND SHKHKDKHKDREHRHKENKKDKEDKDREK SKHSNSEHKDS SEKKHKEKEK T HRDENGEKHDE

hs-topl.pep
Pi_topl
rat_topl.pep
mm_top1.pep

HRE DEHEDGSSEER EEHEDEHE EK SGD KIKKEKENGFSSPPR IKDEPEDDGY PEED KPLERPRD DD D

hs-topl.pep KLEKEPEN|
P

Top turtl
Toplmt_pep_Xt {frog}
TopImt_p_Green Anole.
Goa_topimt.pep
mm_topImt.pep
rat_topImt.pep
Pr-topImt-final.pep
hs_topTme.pep.

hs-top1.pep
Pi_topl
rat_topl.pep
mm_topl.pep
Gaa_toplpep

hs_toplmt.pep.

hs-topl.pep

133

7
o
5

REYNNEREBESE

hs_toplmt.pep

hs-topl.pep
Pe_topl

Goa_topl.pep
Tapl_p. Green Ancle

TopImt_p_paited turtl
TopImt_pep_Xt {frog}
TopImt_p_Green Anole.
mm_topImt.pep
rat_topImt.pep
Pr-topImt-final pep
hs_toplmt.pep

BRNSYBEESEREREREE

Figure S1. TOPIMT V256, R525, and E168 highlighted in red boxed of alignment of
TOP1 and TOPIMT. Hs, Homo sapiens; Pt, Pan troglodytes; rat, Rattus norvegicus;
Mm, Mus musculus; Gg, Gallus gallus; Xp, Xenopus pygmaeus; Xt, Xenopus tropicalis.
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Figure S2. Cleavage assay of purified TopTmt mutant proteins: (lane 1) DNA alone;

(lane 2) TopTmt alone; (lane 3-6) 1:3 fold serial dilution of TopTmt incubated with 1T uM
camptothecin; (lane 7) E168G Top1mt alone; (lanes 8-11) 1:3 fold serial dilution of E168G
Top1mtincubated with 1 pM camptothecin; (lane 12) R525W TopTmt alone; (lane 13-16)
1:3 fold serial dilution of R525W Top1mt incubated with 1 uM camptothecin; (lane 17)
V256l TopTmt alone; (lane 18-21) 1:3 fold serial dilution of V2561 TopTmt incubated with
1 uM camptothecin; (lane 22) R525W-V256l TopTmt alone; (lane 23-26) ) 1:3 fold serial
dilution of R525W-V2561 Top1mt incubated with T uM camptothecin.



