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Figure S1.  CD55 is highly expressed on CSCs. (A) CSC and non-CSC histograms for additional membrane-bound complement inhibitory proteins CD59
and CD46. (B) mRNA expression was determined by quantitative real-time PCR and compared between GFP+ (CSCs) and GFP— (non-CSCs) enriched from
A2780 cells using the NANOG-GFP reporter system. Actin was used as a control. (C) CSCs were also enriched by surface CD49f expression in A2780, which
demonstrated higher CD55 levels at protein and mRNA levels. (D-F) Cisplatin-naive and cisplatin-resistant CSCs versus non-CSCs histogram plots for CD55
expression. (G) Cell lysates from cisplatin-resistant CSCs and non-CSCs were immunoblotted for CD55. Actin was used as a loading control. (H) Limiting
dilution analysis plots of CD55+ and CD55— cisplatin-resistant cells. The graph compares the estimates of the percentage of self-renewal frequency in these
sorted populations with the corresponding p-values. *, P < 0.05; **, P < 0.01; ** P < 0.001.
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Figure S2.  CD55 maintains self-renewal in cisplatin-resistant endometrioid tumors. (A) Immunoblots of cisplatin-naive A2780 CSCs with CD55

silencing and nontargeted (NT) control for CD55, CD59, and CD46. Actin was used as loading control. (B) mRNA expression was determined by quantitative
real-time PCR and compared between CD55-silenced CSCs and NT control CSCs. Actin was used as a control. (C) Immunoblots of cisplatin-resistant parental
cells silenced for CD55 using two shRNA constructs and a nontargeting control for CD55, NANOG, SOX2, and OCT4. Actin was used as a loading control.
(D) Limiting dilution analysis of CD55 NT control compared with CD55 sh1 and sh2 silencing constructs in cisplatin-resistant parental cells. (E) Cell lysates
from CD59-silenced A2780 CSCs and their NT controls were immunoblotted and probed with CD59, NANOG, SOX2, and OCT4. Actin was used as loading
control. (F) Limiting dilution analysis plots of CD59 NT control compared with CD59 KD1 and KD2 silencing constructs in A2780 CSCs. *, P < 0.05; **, P

<0.01; ™ P <0.001.
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Figure S3. CD55 maintains platinum resistance in patient-derived xenograft and cisplatin-resistant endometrioid tumors. (A) CD55-silenced
cisplatin-naive uterine PDX CSCs and their nontargeted (NT) controls were treated with cisplatin, and percentage of surviving cells and relative caspase 3/7
activity was analyzed. (B) Relative caspase 3/7 activity for CD55-silenced cisplatin-naive cells and their NT controls after treatment with cisplatin. Data are
representative of three independent experiments. (C and D) CD55 silenced cisplatin-resistant parental cells and their NT controls were treated with cisplatin,
and percentage of surviving cells and relative caspase 3/7 activity was graphed. (E) In vivo cisplatin sensitivity studies were performed comparing the NT
control and CD55-silenced group. Graph shows the growth rate of tumors compared with the first day of cisplatin treatment. (F) CD59-silenced A2780 CSCs
and their NT controls were treated with 0-50 pM cisplatin, and percentage surviving cells are graphed. *, P < 0.05; **, P < 0.01; **, P < 0.001.
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Figure S4. CD55 regulates self-renewal and cisplatin resistance in a complement independent manner. (A) Complement-mediated cytotoxicity was
assessed by the percentage of BCECF dye release in CSCs versus non-CSCs and cisplatin-resistant versus cisplatin-naive cells treated with 10%, 20%, and
30% NHS. (B) A2780 cells sorted according to their surface CD55 expression were treated with 10% and 20% NHS, and growth relative to untreated con-
trols was graphed. (C) Limiting dilution analysis plots of CD55+ and CD55— A2780 cells cultured with or without 10% NHS. (D) CD55+ and CD55— A2780
cells cultured with or without NHS were treated with 0-50 uM cisplatin, and percentage surviving cells was graphed. (E) Immunofluorescent staining of
cisplatin-naive CSCs was performed for CD55 and cholera toxin B. (F) PIPLC-treated CSCs and their vehicle-treated controls were treated with 0-50 uM
cisplatin, and percentage of surviving cells was graphed. (G) Receptor tyrosine kinase array was performed against 71 unique tyrosine kinases to identify
the pathways altered by CD55 silencing in CSCs. (H) CSCs of cisplatin-naive cells were sorted according to surface CD55 expression and immunoblotted for
CD55, ROR2, pLCK (Y394), and LCK. Actin was used as loading control. *, P < 0.05; **, P < 0.01; *** P < 0.001. Bar, 4 um.

JEM S23



A TOV112D B CP70 C  saracatinib in A2780 CSCs

CSC non-CSC P 125
pLCK [ 1 56 kD Input IgG CD55 = 100
(Y394) | 8 PLCK Ty 56kD B 3 DR
LCK | W W |s6kD  (Y394) c2 75
. LCK | - 56kD & S 50 Il 500 nm
Actin Eu kD o g H1um
0
D E LCK KD in A2780 CSCs E
A2780 CSCs ~ 100 e LCK OE in A2780 non-CSCs
@
NT KD1 KD2 KD3 % 80+ ——KD1 _
‘ S 604 —~-KD2 T 8
LCK ' . " |56 kD @ ——KD3 5 = B
c c Q
Actin b- S e (42kD 8 40 $ ] q B Empty
S 20 55 i IlLcK OE
0 T T ¥ 1
0 0.5 1.0 1.5 20 0
Cisplatin (uM)(log)
G LCK OE in A2780 non-CSCs | A2780 non-CSCs A2780 CSCs
. . Jedkek
*ekk *kk
Empt o
% 600 Bl Empty £200 100 oy
s I LCK OE g ***
5 550 H . S 150 *** 75 0.75 0.75
3 l_' 2100 05
< 2 <
2 z Lll [—Il >
Z 1 14
£ . h 0
0 LCK NANOG SOX2 OCT4 MLH1 BRCA1 MLH1 BRCA1
M control: [Mcps5 oE M Lck oE M cD55 KD M saracatinib
H  CD55 OE in A2780 non-CSCs J A2780 CSCs K A2780 CSCs
47 —=-CD55 OE NT KD1 KD2 NT KD1 KD2
ae=CDEO OE +aar MLH1 | - |s4 kD BRCA1 | - |220 kD

——Empty

o
>
©
T 34
2 —— Empty + sar - Actinl ——— [42 kD Actin| —-"l 42kD
>
E 2+ MLH1 KD in A2780 CSCs BRCA1 KD in A2780 CSCs
° :I* 100 1004 -
P _ ——NT ——NT
< 14 Sso —=-KD1 801 —=—KD1
o <
& 5 60 ——KD2 60- —+—KD2

0 1 2 3 4 5 6 7 g4 Al

Days after cisplatin treatment S20 20-

0

0 T T T 1
0 0.5 1.0 1.5 20 0 0.5 1.0 1.5 2.0
Cisplatin (uM)[log] Cisplatin (uM)[log]

Figure S5.  CD55 signals via LCK and induces DNA repair genes. (A) Cell lysates from TOV112D CSCs and non-CSCs were immunoblotted and probed
with pLCK (Y394) and LCK. Actin was used as loading control. (B) Pull-down experiments with CD55 antibody were performed in CP70 parental cells, and
elutes were probed for pLCK (Y394), LCK, and CD55. (C) Limiting dilution analysis plots of saracatinib and DMSO-treated cisplatin-naive CSCs. (D) Cell
lysates from LCK-silenced A2780 CSCs and their nontargeted (NT) controls were immunoblotted and probed with LCK. Actin was used as loading control.
(E) LCK-silenced CSCs and their NT controls were treated with 0-50 uM cisplatin, and percentage surviving cells is graphed. (F) Limiting dilution analysis
plots of cisplatin-naive non-CSCs transduced with LCK overexpression and empty vector constructs. (G) mRNA expression was determined by quantitative
real-time PCR and compared between LCK-overexpressing non-CSCs and empty vector control non-CSCs. Actin was used as a control. (H) Growth curves
for CD55-overexpressing non-CSCs and their empty vector controls treated with or without saracatinib. The graph shows growth relative to day 0. (I) mRNA
fold changes of the four most significantly modulated genes from gene expression profiling, comparing non-CSCs transduced with empty vector control
versus CD55 or LCK overexpression, and CSCs with nontargeted control versus CD55 silencing, and CSCs with DMSO versus saracatinib treatment. (J and K)
MLH1- and BRCA1-silenced CSCs and their nontargeted controls were treated with 0-50 UM cisplatin, and percentage surviving cells is graphed. fEmpty
vector control for non-CSCs and nontargeted control for CSCs. *, P < 0.05; **, P < 0.01; ™, P < 0.001.
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