Supplementary Materials: Altered Profile of E1-S
Transporters in Endometrial Cancer: Lower Protein
Levels of ABCG2 and OSTp and Up-Regulation of
SLCO1B3 Expression

Renata Pavli¢, Suzana Vidic, Maja Anko, Tamara Knific, Tomaz Biidefeld, Kristina Marton,
Masa Sinreih, Stefan Poschner, Walter Jdger, Snjezana Frkovi¢-Grazio and Tea LaniSnik Rizner

8
=S
3
5
+
3
3
FS
3
o
3
ES
3
3
3
E3

S &
Fe Fo re * S £ s SR
& GD O A & P O A S F P S L& EFEE
SE FEE F G O F & FFGE TG FEE
SESE SEEE SESE SESE LS LS bl
<& - b ——
a E :I EF T EEER E=En E
8= - 2 ZE=8 = B g F=
o A & gt O A o A o T el A e d TS & j"u\"&’\
S FE & FEEL & E S SEF EFFE SEE
b FESLe SESE FESE FeEEe S SE FFgs FFEE
\oe - J soatol 10010« . 1ok0s 100108 40 0
oo 88 1oior I w0 i g ol o fitS
634Dn ol 6303 S 62102 53408 s1kod
35kDs - 1510008 35100 stoall 35403 3540 35kDa 33404
® L] ] s 4 ] 2
e, @ £
LIS > o = S £.% & D
A N A N A Ay LB N & & N EF FE
S S & S S EF P ETFEE
c FEFE FESE FESE FESE FFEE FFEE &
100 K02 wa - 02 100405 0o ,g p——— 00103 = 100M0a g0
Bas - 98k i HhE - e i i BN -——
63k0a - a6 & 63102 0 B 61403 o — ol _ e [y P
el s 35402 35408 35403 o 3540 35403, 33402
re L x X o &5 g L. XA .
O A & D & NS O A O @ VT ] S F & N
o EEE & FGEE S FFLE EFFEE EFTEE ELE
d SEFE SESE FESE SESE SEEE FEEE FEEE FEEE
. s Loios 103 1000 100108 1010 0
75 ki 5 75 kDa el ) 75 kDa 5 kDa
Sl 218 B o104 it it Ry
-
3510 e 25500 4 (R W03 —— 15401 gy e — 35 s 3510 e e 35 10a [ e 3500 ey
e Densite Image I (area)
w1 m ™ e
Protein  Expected band position HIEEC HEC-1-A_ Ishikawa MCF-7_ HIEEC HEC-1-A Ishikawa MCF-7 HIEEC HEC-1-A Ishikawa MCF-7 HIEEC HEC-1-A Ishikawa MCF-7.
Post-translationally modified STS. at approx. 100 kDa 630,557  26183.693 3589660 255.021 3355.882 5395267 1593.033 1358719 13883915 467.506 778874 344263 1446.749 14513844 5453.560 1804.326
STS. atapprox. 63 kDa 1850.861  14628.238 1110.234 2080.154 5184267 23825158 1889.619 2975.589 11072.187 18591329 0.000 4369.146 3424.832 5994.560 1046.238 1184.477
GAPDH atapprox. 35kDa  16537.066  10614.752  23807.501  17465.238 15061.673 4013.832  10436.359 4382.660 5261024 0.000 4479.368  12885.602 15404794 13180.794 9171.409 3806.125
with image | (srea)
s me w ma
Protein  Expected band position HIEEC Ishikawa HEC-1-A MCF-7 HIEEC Ishikawa HEC-1-A MCF-7 HIEEC Ishikawa HEC-1-A MCF-7. HIEEC Ishikawa HEC-1-A MCF-7
Post-translationally modified STS atapprox. 100 kDa  24172.844 17172167  32110.643 232607 14184.217 269.192 3495.861 359.435 4727.832 4176.175  25427.765 1620.376 557.849 1269648 0.000 173778
srs atoppron.63k0a 28657208 255482 99991 9924388 B33 DI M60N  LGELSI2 LSS0 BONSGW  ZGSAN  GE27  OLBA6  ABLISS  ZG4ISA7S  ALSE7ER
GAPDH_ at approx. 35 kDa__10131.903 2794.983 691.355 698.577 4860,246  58732.614 5433.196  12387.631 15023581 10219317 8672953 9038.196 19473.844 27079.635 6871581  18696.744

Figure S1. Uncropped gels and blots in Western blot detection of STS and GAPDH. a) Gels after
staining with Coomassie brilliant blue, b) full-length membranes after staining with Ponceau S, c) full-
length membranes after chemiluminescent detection of STS, d) full-length membranes after
chemiluminescent detection of GAPDH, e) densitometric readings for quantification acquired with
programme Image J. Membrane 7 (m7) was chosen as representative membrane of STS levels in
investigated cell lines.
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Figure S2. Positive and negative controls for anti-ABCG2, anti-OSTp, and anti-OATP1B3 antibodies,

used in immunohistochemical staining.
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Table S1. Technical conditions for immunohistochemical staining.

LIVER (400%)

Primary Primary
Primary Pre- Pre- Pn.m ary antibody Antibody .antlboc-:ly Detection .
. treatment  antibody . . . incubation . Thickness
antibody treatment . o incubation diluent kit
(min) dilution . temperature
(min) o
O
ABCG2 CC1 48 1:50 60 TTBS 37 OptiView 4 um
OSTB CC1 48 1:100 60 TTBS 37 OptiView 4 um
OATP1B3 CC1 72 1:50 120 TBS 37 OptiView 4 um

IHC was performed on the Ventana BenchMark ULTRA platform. CC1 - Cell Conditioning Solution 1 (Tris-
based buffer, pH 8.5), TBS — Tris-Buffered Saline, TTBS — Tween-Tris-Buffered Saline.



Table S2. Normalized expression of evaluated genes in model cell lines and tissue samples evaluated using qPCR.

HIEEC Ishikawa HEC-1-A Normal tissue Tumor tissue

gene mean SD mean SD mean SD mean SD mean SD

ABCC1 21234791  120167.83  793260.86  871703.41 287172.96 185450.98  171007.00  105071.00 268428.00 239633.00
ABCC4 17563.24 7331.72 93064.76  106863.99 252419.40 231728.27 64531.10 74076.40 59001.10 47012.40
ABCG2 41691.98 15412.68 26622.47 25065.35 1329.01 1271.83  905358.00  779787.00 299870.00 780028.00
SLC10A6 524.56 137.10 4287.98 4711.50 3841.04 3018.53 20421.20 20447.50 32124.90 110341.00
SLC22A11 106.17 70.20 135.98 85.85 976.17 954.03 11375.70 9168.96 7678.84 7745.00
SLC51A 14797.83 8470.23  207015.19  295527.05 92745.15 99959.00 44121.50 44178.70 59825.20 55194.40
SLC51B 1439.37 536.86 61868.48 96982.06 9572.80 11705.51  180466.00  134256.00 85590.40 107595.00
SLCO1A2 338.55 202.35 11891.72 20194.06 107.75 135.02 6724.91 16820.90 24512.90 87127.70
SLCO1B1 10.82 6.81 397.36 298.16 6500.27 7250.01 88513.40  205123.00 85141.20 179207.00
SLCO1B3 410.02 394.39 13556.37 22706.14 821222439  7316381.75  353300.00  751143.00  3020220.00  13262300.00
SLCO1C1 32.90 20.13 1777.63 3210.93 683.96 1307.26 3509.41 2818.91 3803.15 4128.28
SLCO2B1 1407.00 389.01 1010.77 1238.63 142565.28 100526.24  392533.00  285953.00 358978.00 486884.00
SLCO3A1 925.72 815.48 49.26 85.39 278.00 220.62 9883.77 14303.70 8493.11 16459.40
SLCO4A1 8896.66 5529.25 11596.36 12879.74 346579.01 249855.69  281831.00  366875.00 286660.00 516142.00
SLCO4C1 3466.15 852.02  408303.85  354990.02 852.59 971.24 14510.30 15098.10 26496.60 50860.70




Table S3. Results of DHEA-S, DHEA, E1-S and E1 metabolism in model cell lines of EC evaluated using LC-HRMS.

Metabolite (calculated concentration)

Sample ID DHEA DHEA-S AD T E1 E1-S E2 E2-S E2-G E3
Ishikawa control n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
Ishikawa control n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
Ishikawa 10nM DHEA 9.197 nM 30.749 fmol/Mio/h n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
Ishikawa 10nM DHEA 9.213 nM 17.664 fmol/Mio/h n.c. n.c. n.c. 1.264 fmol/Mio/h n.c. n.c. n.c. n.c.
Ishikawa 100nM DHEA 93.775 nM 195.921 fmol/Mio/h n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
Ishikawa 100nM DHEA 91.836 nM 150.140 fmol/Mio/h n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
Ishikawa 500nM DHEA 388.361 nM 481.770 fmol/Mio/h 23.700 fmol/Mio/h n.c. n.c. 2.040 fmol/Mio/h n.c. n.c. n.c. n.c.
Ishikawa 500nM DHEA 438.961 nM 428.753 fmol/Mio/h 27.026 fmol/Mio/h n.c. n.c. 2.591 fmol/Mio/h n.c. n.c. n.c. n.c.
Ishikawa 1000nM DHEA 780.560 nM 945.828 fmol/Mio/h 78.053 fmol/Mio/h n.c. n.c. 2.322 fmol/Mio/h n.c. n.c. n.c. n.c.
Ishikawa 1000nM DHEA 755.463 nM 811.222 fmol/Mio/h 46.373 fmol/Mio/h n.c. n.c. 1.416 fmol/Mio/h n.c. n.c. n.c. n.c.
Ishikawa 10nM E1 n.c. 4.770 fmol/Mio/h n.c. n.c. 3.026 nM 79.650 fmol/Mio/h 78.437 fmol/Mio/h 32.044 fmol/Mio/h n.c. n.c.
Ishikawa 10nM E1 n.c. 3.084 fmol/Mio/h n.c. n.c. 3.043 nM 85.446 fmol/Mio/h 85.344 fmol/Mio/h 32.635 fmol/Mio/h n.c. n.c.
Ishikawa 100nM E1 n.c. 3.678 fmol/Mio/h n.c. n.c. 51.361 nM 107.343 fmol/Mio/h 1470.020 fmol/Mio/h 69.065 fmol/Mio/h n.c. n.c.
Ishikawa 100nM E1 n.c. 1.960 fmol/Mio/h n.c. n.c. 56.220 nM 84.602 fmol/Mio/h 896.104 fmol/Mio/h 49.760 fmol/Mio/h n.c. n.c.
Ishikawa 500nM E1 n.c. 7.584 fmol/Mio/h n.c. n.c. 386.867 nM 328.617 fmol/Mio/h 3023.847 fmol/Mio/h 226.756 fmol/Mio/h n.c. n.c.
Ishikawa 500nM E1 n.c. 66.104 fmol/Mio/h n.c. n.c. 370.105 nM 451.509 fmol/Mio/h 4056.246 fmol/Mio/h 296.022 fmol/Mio/h n.c. n.c.
Ishikawa 1000nM E1 n.c. n.c. n.c. n.c. 595.627 nM 896.478 fmol/Mio/h 18305.047 fmol/Mio/h 461.948 fmol/Mio/h n.c n.c.
Ishikawa 1000nM E1 n.c. n.c. n.c. n.c. 615.821 nM 637.871 fmol/Mio/h 12119.243 fmol/Mio/h 294.448 fmol/Mio/h n.c. n.c.
Ishikawa control n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
Ishikawa control n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
Ishikawa 10nM DHEA-S n.c. 6.580 nM n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
Ishikawa 10nM DHEA-S n.c. 6.308 nM n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
Ishikawa 100nM DHEA-S n.c. 61.750 nM n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
Ishikawa 100nM DHEA-S n.c. 61.751 nM n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
Ishikawa 500nM DHEA-S n.c. 491.766 nM n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
Ishikawa 500nM DHEA-S n.c. 461.321 nM n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
Ishikawa 1000nM DHEA-S n.c. 919.895 nM n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
Ishikawa 1000nM DHEA-S n.c. 933.723 nM n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
Ishikawa 10nM E1-S n.c. n.c. n.c. n.c. 11.713 fmol/Mio/h 7.950 nM n.c. 0.972 fmol/Mio/h n.c. n.c.
Ishikawa 10nM E1-S n.c. n.c. n.c. n.c. 30.588 fmol/Mio/h 8.989 nM n.c. 2.493 fmol/Mio/h n.c. n.c.
Ishikawa 100nM E1-S n.c. 0.024 nM n.c. n.c. 128.292 fmol/Mio/h 80.673 nM n.c. 8.949 fmol/Mio/h n.c. n.c.
Ishikawa 100nM E1-S n.c. 0.030 nM n.c. n.c. 250.570 fmol/Mio/h 82.692 nM n.c. 12.171 fmol/Mio/h n.c. n.c.
Ishikawa 500nM E1-S n.c. n.c. n.c. n.c. 1016.009 fmol/Mio/h 456.395 nM 134.201 fmol/Mio/h 21.079 fmol/Mio/h n.c. n.c.
Ishikawa 500nM E1-S n.c. n.c. n.c. n.c. 2013.594 fmol/Mio/h 405.687 nM 342.191 fmol/Mio/h 20.579 fmol/Mio/h n.c n.c.
Ishikawa 1000nM E1-S n.c. n.c. n.c. n.c. 2055.953 fmol/Mio/h 894.851 nM 318.671 fmol/Mio/h 31.475 fmol/Mio/h n.c. n.c.
Ishikawa 1000nM E1-S n.c. n.c. n.c. n.c. 4357.706 fmol/Mio/h 867.621 nM 705.346 fmol/Mio/h 31.994 fmol/Mio/h n.c. n.c.
HEC-1-A control n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
HEC-1-A control n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
HEC-1-A 10nM DHEA 6.705 nM 48.277 fmol/Mio/h n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
HEC-1-A 10nM DHEA 7.187 nM 64.807 fmol/Mio/h n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
HEC-1-A 100nM DHEA 72.971 nM 308.462 fmol/Mio/h n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
HEC-1-A 100nM DHEA 80.207 nM 625.002 fmol/Mio/h n.c. n.c. n.c. n.c. n.c. n.c. n.c. n.c.
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n.c.
n.c.
n.c.
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0.966 fmol/Mio/h
1.398 fmol/Mio/h
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12.216 fmol/Mio/h
15.599 fmol/Mio/h
77.748 fmol/Mio/h
109.444 fmol/Mio/h
192.607 fmol/Mio/h
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n.c.
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0.592 fmol/Mio/h
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4.082 fmol/Mio/h
20.533 fmol/Mio/h
43.819 fmol/Mio/h
74.554 fmol/Mio/h

n.c.
n.c.
n.c.
n.c.
n.c.
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n.c.
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n.c.
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n.c.
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n.c.
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n.c.

n.c. - not calculable due to levels below the limit of detection or below the limit of quantification.



Table S4. Results of immunohistochemistry presented as scores.

IHC scores
Tissue sample ABCG?2 control ABCG2 tumor OSTP control OSTP tumor OATP1B3 control OATP1B3 tumor
2 NA 100 NA 60 NA 45
3 100 100 100 90 135 90
6 NA 90 NA 80 NA 135
7 NA 100 NA 20 NA NA
9 100 100 150 75 180 225
10 100 100 100 95 135 180
11 NA 100 NA 130 NA 158
14 NA 100 NA 70 NA 180
15 NA 100 NA 8 NA 135
16 NA 100 NA 98 NA 135
18 NA 90 NA 8 NA 45
19 100 70 100 20 135 60
20 NA 60 NA 50 NA 43
21 NA 100 NA 85 NA 180
22 100 NA 100 NA 135 NA
23 NA 78 NA 48 NA 88
24 NA 90 NA 14 NA 53
25 100 50 100 60 180 135
26 100 100 100 23 135 90
30 NA 90 NA 0 NA 40
31 NA 85 NA 55 NA 113
33 NA 100 NA 88 NA 180
34 NA 100 NA 65 NA 40
35 100 100 100 85 135 50
38 100 98 100 30 180 180
39 NA 100 NA 98 NA 40
40 NA 100 NA 95 NA 135
44 100 NA 100 NA 180 NA
46 100 45 100 80 135 135
47 100 95 98 80 113 103
48 NA 100 NA 120 NA 135
49 100 35 100 90 135 90
50 NA 90 NA 80 NA 90
51 NA 70 NA 40 NA 160
52 NA 83 NA 82 NA 68
53 100 NA 100 NA 180 NA
54 100 55 100 35 158 33
55 NA 21 NA 7 NA 88
56 100 50 100 80 135 90
57 100 100 100 90 68 90
58 100 NA 100 NA 158 NA
60 100 NA 100 NA 135 NA
61 100 15 100 20 135 10
62 100 100 100 100 158 135
63 100 98 100 80 135 10
64 100 75 100 70 135 30
65 100 NA 100 NA 113 NA
66 NA 90 NA 80 NA 90
68 NA 100 NA 90 NA 90
69 NA 80 NA 80 NA 30
70 100 75 100 0 135 180
71 100 85 100 13 180 180

NA - data not available.



