FEN1 Inhibition as a Potential Novel Targeted Therapy
Against Breast Cancer and the Prognostic Relevance of
FEN1

Johanna Berfelde !, Laura S. Hildebrand 12, Lukas Kuhlmann 12, Rainer Fietkau 12, and Luitpold V.
Distel 12*

> >
- 2 : 2 -
> 509 gecoass eskors  BJ4Td @ 309 Reoaos i [ 309 o i
= S S
] .
g 401 SMCF 104 MDAMB488  E E
5 S| =T o0l
£ 304 z320 SK-BR-39 zg 20 T4 eskera
s H ¥z MDA-MB-231, T47D w2 MDA-MB-23; AN B
2 2 . 2 @L1DA-MB-4
B >0 TS OMCFT  ®8T-20 L% MCETMGHICE 18 MOAME-458 L% M SNICF 10A
g w O . - ® & 851549
E 2 @ SBLFe ED 10+ SBLF.S BT-549 ES 10 SBLF-9
3 104 2 8
E] S =
=z o o
0 > o 5 o
(8] (8]
Q 8 0 1 8

2 3 4 5 6 2 3 4 5 6 0 20 40 60
FEN1 [foci/cell] FEN1 [foci/cell] Nuclear FEN1 intensity [gray levels]

e Celllines  — Correlation

Figure S1. Association between nuclear FEN1 foci number and FEN1 intensity of untreated cells. The linear
regression analysis was performed with all cell lines and is displayed as line. The values represent the mean value
of at least four independent experiments. (A) Linear regression analysis of FEN1 foci and nuclear FEN1 intensity.
(B) Linear regression analysis of FEN1 foci and cytoplasmatic FEN1 intensity. (C) Linear regression analysis of
nuclear FEN1 intensity and cytoplasmatic FEN1 intensity.
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Figure S2. Representation of the relative distribution of cells in the cell cycle 2 days after treatment with FEN1-IN-
4 with or without IR. Breast cancer cell lines are grouped according to hormone receptor status, mammary
epithelial cells and healthy fibroblasts serve as controls. Each experiment was repeated independently at least
four times, the resulting mean value and the standard deviation are shown.
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Figure S3. Percentage distribution of cells in the cell cycle phases after double therapy with FEN1-IN-4 with or
without IR and a total incubation time of 10 days. The mean value and the standard deviation of at least four
independent experiments are displayed. Breast cancer cell lines are grouped according to hormone receptor
status next to mammary epithelial cells (MCF 10A) and healthy fibroblasts (SBLF-9).
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Figure S4. Relationship between FEN1 foci quantity and response to therapy. Only tumor cells were included in
the calculation, non-malignant cell lines are nevertheless shown in a different color for comparison. The line
represents linear regression, and the values represent the mean value of at least four independent experiments.
The respective baseline values of the control were subtracted from those of the combination or inhibitor therapy.
iTX, FEN1-IN-4 monotherapy. Association between FEN1 foci quantity of untreated cells and effects of FEN1-IN-
4 monotherapy (A-J) or FEN1-IN-4 combined with IR (K-L).



