Supplementary Information, Fig. S1.

a MDA-MB-231 b BT549
...  Clone#l g 20 250- wxn
PD-L71%. . i PDL1sgRNA + + S 15 b4 .. |
WT# ey Dox - + o shCtrl 'S 2004 1 = ¢
- S 100 o R
B 3 [} = ~— ~
PD-L1 Po-L1| * £ = o 150~ 3 3 3
N H Y o o
KO “ o e o P PD-L1 sh1 © 100- ~
: Clone #2 27— 'E 50= - | .
PD-L1 i PD-L1sgRNA + + 5 200 PDL1 sh? ‘ s Ly |- - Actin
WT#2 e Dox - + 8 150 -L1sh2 Z - ‘
- - < 100 shCtrl PD-L1PD-L1
y PD-L1 Fso & sh1 sh2
PD-L1 5
KO#2 2 Actin| S e . % o
—— PD-L1T wrt#2 Ko#2
¢ N HER2+ ER+ d MCF7 e ZR-75-1
® © 200 200
a e 0 4 0
o @ - - .g shCtrl © .g T
T8 In <ol S S 1507
S8E8faoxSe o o
S IonmI<m=2=01FN &_’ 8100_
o PD-L1 < = o
%0 - |PD"-1 5 shi =
. e o -
1 . e % - w|Sororin € g
—— v — e w— . — | D[} 3 PD-L1 S S
371’9 e | ._a.,“l =z sh2 B =z r
[ - - e | ACHN shCtrl PD-L1PD-L1 ' shCtrl PD-L1PD-L1
37 sh1 sh2 sh1 sh2
f BT474 Knockdown Efficiency g
Relati RNA ti
300 5 @ 'v%m gq"a",‘.;:ty Lung Cancer  Colon Cancer Prostate Cancer
(]
Q [To)
shCtrl = — shCtrl D~ o o ©
5 PD-L1 sh1 ?1) 8508%%EEEO§8>MS
8200- PD-L1 sh2 ~ ©¥INB8356568 2% 35
- ITIIIIIIIIC® J & a0
PD-L1 S shCtrl ‘
sh1 o 100 PD-L1 sh1 5 PD-L1
'g PD-L1 sh2 o ‘
S Sororin
PD-L1 = shCtrl w !
sh2 T PD-L1 sh1 = .
a Actin
shCtrl PD-L1PD-L1 PD-L1 sh2 3 |
sh1 sh2
h
HCC827 DU145 .
= S W
=~ : O ) N
> = > 0 350 La—| g RN = O N
- § ‘:‘ % 300 - <& RS Q
-l < T o -
L o Q o 250 1 PD-L1 WT KO WT KO WT KO
E S Q O 200 QQ_
5 S S 150 501' =) |«{# |PO-L1
g / ° X F 100 Q
3 3 £ o |l -] Actin
3 'g ‘.‘ g 50 3 37-I--I 37-I 37
. 3 Q Z o0 !
E = a wr KO QQ_
i j k |
=
BT549 MDA-MB-231 BT549 g
15=1—e— Control IgG 10y —e— Control IgG 2 2
g mzso a 9 ~ —%— aPD-L1 5pg/mL QL ~ =¥— aPD-L1 5ug/mL - -
z 2 200 . Q'S 12—+ aPD-L1 10pg/mL S 28— aPDL1 10pgimL 02 o2
4 5 =1_0 S X 5 x 2 n 2 o
— S 150 2 [ g - [ : . -— |
X3 % 205 238’ 2 3 i
- = 100 g = -g = 2
Q 2 X S 5 6 S 5 41 PD-L1
E 50 20.0 E =z £ = .. <
g =z = Q ’0\ a S5 = 3a 3 = 2
5 : S B3 g3 S
- shCtrl PD1 PD1 ¢ é“Qo N g0 g0 Tubulin
E sh1 sh2 <Q 0 O+—TTTTT -
012 3 45 6 012 3 456 88| H3
Time (d) Time (d)




Supplementary Information, Fig. S1. PD-L1 is required for TNBC cell proliferation and tumor

growth, independent of PD1.

(a) Colony formation of wildtype (WT) and PD-LI knockout (KO) MDA-MB-231 cells. Quantification of
colonies in each group is shown in the left panel and PD-L1 western blot is shown in right panel. Data are
presented as mean + s.d., independently replicated three times. Statistical significance was calculated
using 2-tailed Student’s #-test. **P<0.01, ***P<0.001. (b) Colony formation of BT549 cells expressing
control shRNA or two different PD-L1 shRNAs 14-16 days after cell seeding. Quantification of colonies
in each group is shown in the left panel and knockdown efficiency is shown in the right panel. Data are
presented as mean =+ s.e.m., independently replicated three times. Statistical significance was calculated
using Student’s z-test. ***P <0.001 (c¢) Protein levels of PD-L1, Sororin, and PD1 in breast cancer cell
lines of different subtypes. Longer exposure time was used for PD1 blotting due to low protein level in
breast cancer cells. (d-f) Colony formation of MCF7, ZR-75-1, and BT474 cells expressing control
shRNA or two different PD-L1 shRNAs. (g) Protein levels of PD-L1 and Sororin in lung cancer, colon
cancer and prostate cancer cell lines. (h) Colony formation of wildtype (WT) and PD-LI knockout (KO)
RKO, HCC827, and DU145 cells. Data are presented as mean = s.d., independently replicated three times.
*#%P<0.001, Student’s t-test. (i) Colony formation of BT549 cells expressing control shRNA or two
different PD1 shRNAs. Quantification of colonies in each group is shown in the middle panel and knock
down efficiency is shown in the right panel. (j-k) MDA-MB-231 or BT549 cells were incubated with
anti-PD-L1 monoclonal antibody (5 pg/mL and 10 pg/mL) or corresponding IgG isotype control for 6
days and the cell proliferation was analyzed at indicated time points. Data are presented as mean + s.e.m.,
independently replicated three times. (I) Cytoplasmic/membrane (C/M) and nuclear (N) fractions of PD-

L1 from MDA-MB-231 cells treated with either 5 pg/mL IgG or PD-L1 antibody were examined.
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