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Supplementary Figure S1: The molecular phenotype of macrophages in human breast cancer or co-cultured with
breast cancer cells. A. Arginase activity (urea concentration) in peripheral blood monocytes (PBMs), primary tumor-associated
macrophages (TAMs), monocyte-derived macrophages (MDMs), or MDMs-derived TAMs. B. and C. Expression of IL-10 and 1L-12/23
in macrophages was detected by ELISA. D. and E. Expression of CD163 and CD206 in macrophages was analyzed by flow cytometry. All
the experiments were performed thrice in triplicate. Mean + SD, *p < 0.05 and **p < 0.01.
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Supplementary Figure S2: Western blot analysis of COX-2 in TAMs. TAMs were transfected with control Ad-Easyl,
Ad-COX-2, control Ad-scrambled siRNA or Ad-siRNA COX-2 for 48 h. COX-2 protein was detected by western blot. f-actin was used as
a loading control, and the blots shown are representative of six independent experiments.



www.impactjournals.com/oncotarget/

Oncotarget, Supplementary Materials 2015

== Ao
- Abme = TAMs
130+ - TAMS 0 == AoEasy] TAMs
-+ AdEnsy! TANS = AACOX.2 TAMs
1004 - AGCON.2 TAMS 1004 == AoScrambia siIFNG, TAMS
=5 Ac5Crambl SRNA TAMS —== AdsiRNA COX-2 TAMs
8 = ™ o Ad-aRMA CON-Z TAMS % T oA
s g s £
w T o
e B3 .
404
3g a
20- 204
E - S » R D o w2 » 3 B
Dose of ADM (logM) Dose of ADM (logM)
G ICHADMY  Rebative eshiance indes = Groapn ICSOATM Reallve resdstance lides
Az L4930.23)-10 ¥ 1 | Alone (455a038) 10 1
TAMs (5.1920.41)10° E ERET 24344048 151

I Adbasyi se%0.38 )00 " 151 % | Ad-basyi 1AM [

2 AJCOX-ITAMS (16420.31 )0 102 = | AdCO%-2 TAMS 1T
Aldecrisnide SRNA TAMs (56340.28) 10" T S | Al SRNATAMS | (15 410
AdRNACOX -2 TAMs 2244034y 0 156 | Ad-lINA COX-2 TAMS 132

Cc MCF-7 D MDA-MB-231
= flene == Alone
1201 - TAME 120+ - TAMs
-4~ Ad-Ensyl TAMs - Ad-Easy! TAMs
A -+ AdCOK-2TAMS pre) - AdCOX-2 TANS
=~ Ad-Scramble siRNA TAMS == Ad-Scramble siRNA TAMs
,g T h - Ad-siRNA COX-2 TAMs % T &~ Ad-siRNA COX-2 TAMs
i hid
28 ™ 5%
23 23S
= a0 = 40+
a2 as
20 20+
¢ T T T T ¢ g T T '
L] A L] E] b > b kS 5 £ > El
Dose of cisplatin (logM) Dose of cisplatin (logM)
Grais | 103 (Clapdaing index Groups W80 | Choplatin | | Relstive restsemee indes |
Alone (4492032 1 Abene (63520440710 [}
| TAMs (1102900 140 T | TAMs (1.82-025): 10" 286 |
"i Ad-Eseyl TAMS {1.1620.24)+10" 134 £ | AdEsviTAM (1.75=030)-10 " 240 |
3 | AdCOX-2TAMs (224037100 [ I [Adconz 1A (A35=031)-10° 528 |
Ad-seramible sifNA TAMs (108 20.15 10" 131 S | Ad-scrnble sRNATAMs (L8022 10" 284 |
[ Ad-slINACOX -2 IAMs (62320391107 13 Ad-SRNACOX 2T AMS (EOSL03TI 10 1
- Abne == Aone
120 = TAMs 13 -a- TAMs
-~ Ad-Easyl TAME - P-Easyt TAMS
e - ACCH-2 TAMS 1004 - A-COK-2 TAMS
=6 Ad-Scramble siRNA TAMs. == Ad-Scramble siRNA TAMS
8=~ ~e- Ad-aiftva COX-2 TAMs A= -~ Ad-siRNA COK-2 TAMS
m g 304 w2 ad
- - 5
® ®
28 =% .
g2 g9
52 w0 52
(7] (]
204 204
- = » ® A ® - W& L = A »
Dose of taxol (logM) Dose of taxol (logM)
Laroaps MOS0 Tl ) Relative resistance index roups BUS0( Taxaly Helative resistance index
Ame (13620.23) 10 * 1 Alos 128680361 10 1
| TAMs (65128 45) 10 142 T | TAMs (L01+0.28)<10 * 354
: Ad-Emy. 1AM (7440 41010 452 ‘5_ Ad-Eaev] TAMs (L0420.20) 40 * 363
2 | ALCOX-2TAMS (1622025 10* 1L = | MCOX-2TAMS (2695030107 939
| Ad-scambic SENATAMs (66620420510 * 491 S | Adsoamble sHNATAMs (920 A2) 10 348
| AJSRNACOX -2 TAMs (221:0.38)10 163 | Ad-siRNA COX -2 TAMs 130

Supplementary Figure S3: COX-2 in macrophages enhances multi-drug resistance in breast cancer cells. Breast cancer
cells which were co-cultured with or without TAMs transfected with adenoviral COX-2 or siRNA COX-2 for 7 days were treated with
different concentrations of chemotherapeutic drugs including ADM (A and B), cisplatin (C and D) and taxol (E and F) and incubated for
48 h. At the end of the drug exposure duration, cell viability was measured according to the protocol of CCK-8 (KeyGEN Biotech, Nanjing,
China). All plates had control wells containing medium without cells to obtain a value for background spectrometric absorbance which
was subtracted from the test sample readings. Data were expressed as ratios of treated to control cells, mean + SD for three replications.
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Supplementary Figure S4: Western blot analysis of EP1-4 in macrophages. EP1-4 proteins in MDMs and TAMs were
detected by western blot. B-actin was used as a loading control, and the blots shown are representative of six independent experiments.
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Supplementary Table S1: Antibodies used in this study

Antibody Clone Company Isotype/Source Dilution
Ki-67 MXO006 Maixin-Bio Mouse 1gG 1:200
cleaved caspase 3 | SALE Cell Signaling Technology Rabbit IgG 1:200
Bcl-2 S0E3 Cell Signaling Technology Rabbit IgG 1:1000
Bel-x1 54H6 Cell Signaling Technology Rabbit IgG 1:1000
Bax D2E11 Cell Signaling Technology Rabbit IgG 1:1000
Bad D24A9 Cell Signaling Technology Rabbit IgG 1:1000
Bid 7A3 Cell Signaling Technology Mouse IgG 1:1000
P-gp EPR10364-57 | Abcam Rabbit IgG 1:2000
MRPI EPR4658(2) Abcam Rabbit IgG 1:3000
LRP EPR13227(B) |Abcam Rabbit IgG 1:3000
BCRP EPR2099(2) Abcam Rabbit IgG 1:2000
COX-2 D5HS5 Cell Signaling Technology Rabbit IgG 1:1000
total Akt C67E7 Cell Signaling Technology Rabbit IgG 1:1000
p-Akt (Ser473) | D9E Cell Signaling Technology Rabbit IgG 1:1000
EP1 Polyclonal Abcam Rabbit 1:1000
EP2 EPR8030(B) | Abcam Rabbit IgG 1:2000
EP3 SF5 Abcam Mouse IgG 1:1000
EP4 Polyclonal Abcam Rabbit 1:1000
B-actin D6AS Cell Signaling Technology Rabbit IgG 1:1000




