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Abstract

Objective: Triple-negative breast cancer (TNBC) is characterized by high proliferative,
invasive, and rapid progression properties, leading to a poor prognosis and making it a
challenging clinical treatment dilemma. Docetaxel, also known as Taxotere, is
extensively used across various treatment stages of TNBC. Resistance to docetaxel is a
significant cause of treatment failure. This study is dedicated to elucidating the
correlation between COMMD3 expression and the prognosis of TNBC, particularly
focusing on its mechanistic role in docetaxel resistance. By integrating in vitro
experimental research with clinical data analysis, this investigation seeks to evaluate the
feasibility of targeting COMMDS3 as a novel strategic approach in counteracting
chemotherapy resistance in TNBC treatment.

Methods: 1. RNAseq data and corresponding clinical information of TNBC were
extracted from the TCGA database, and genes related to survival were identified through
bioinformatics analysis. Gene expression profiles of docetaxel-resistant and non-resistant
strains of TNBC were extracted from the GEO database, and differentially expressed
genes were obtained through bioinformatics analysis. The intersection of differentially
expressed genes and genes related to survival prognosis was taken, and a prognostic
model including intersecting genes was constructed based on the lasso regression
algorithm. Single-gene differential gene analysis was conducted on intersecting genes in
TNBC, COMMD3 was identified as a potential key gene causing docetaxel resistance in
TNBC. 2. TNBC cell lines resistant to docetaxel were established, and differential
proteins in BT-549 and BT-549/Doc cells were detected using TMT for Relative and
Absolute Quantitation. 3. The expression levels of COMMD3 in docetaxel-resistant and
non-resistant TNBC cell lines were detected by gPCR and Western Blot. Pathological
sections and treatment information of docetaxel-resistant and non-resistant TNBC
patients were collected, and the expression levels of COMMDS3 in tumor tissues of
patients with and without docetaxel resistance were detected by immunohistochemistry. 4.
COMMD3 was knocked down in TNBC cell lines resistant to docetaxel, and the effects

of decreased COMMD3 expression on the 1C50 of TNBC, cell cycle, and apoptosis were
i
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detected by CCK8 assay and flow cytometry. 5. COMMD3 was overexpressed in
docetaxel-sensitive TNBC cell lines, and the effects of increased COMMD3 expression
on the IC50 of TNBC, cell cycle, and apoptosis were detected by CCK8 assay and flow
cytometry. 6. Utilizing Co-Immunoprecipitation-Mass Spectrometry (COIP-MS) analysis
to identify COMMDZ3 interacting proteins, and integrating bioinformatics approaches to
further investigate the mechanism of COMMD3 in mediating docetaxel resistance in
TNBC.

Results: 1. In the TCGA database, 184 survival-related genes for TNBC were identified,
and 3563 genes associated with docetaxel resistance were identified in the GEO database.
An intersection and subsequent filtering yielded 10 candidate genes, and a prognostic
model was constructed based on dimension reduction via Lasso regression. Single-gene
differential gene analysis of COMMD3 in TNBC indicated that the differential genes
were mainly related to pathways such as PI3K/AKT signaling pathway, cell cycle and
metabolic processes. This indicates that COMMD3 could be a key gene for docetaxel
resistance in TNBC. 2. Compared to non-resistant TNBC cell line, 223 differential
proteins were detected in docetaxel-resistant TNBC cell line by TMT, including 98
upregulated proteins and 125 downregulated proteins. Functional enrichment analysis of
these differential proteins revealed a concentration in pathways related to metabolism,
cell cycle, and necroptosis, among others. 3. qPCR and Western Blot analyses showed
that COMMD3 was significantly upregulated in docetaxel-resistant strains compared to
non-resistant strains, and immunohistochemistry results indicated that the expression of
COMMD3 is significantly increased in the tumor tissues of TNBC patients who are
resistant to docetaxel. 4. In the docetaxel-resistant TNBC cell lines, knockdown of
COMMD3 reduced the 1C50 to levels comparable to non-resistant cells, and docetaxel
treatment induced G2/M phase arrest and an increase in apoptosis. 5. In docetaxel-
sensitive TNBC cell lines, overexpression of COMMD3 elevated the 1C50, and docetaxel
treatment failed to induce G2/M phase arrest and increase apoptosis. 6. The results of
COIP-MS analysis suggest that COMMD3 may regulate the resistance of TNBC to
docetaxel through pathways involving metabolic reprogramming, cytoskeletal proteins,
cellular stress, and protein synthesis regulation.

Conclusion: High expression of COMMDZ3 is intricately linked with both docetaxel
v
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resistance and adverse prognostic outcomes in TNBC. Targeted suppression of
COMMD3 has been shown to effectively counteract docetaxel resistance in TNBC,
whereas its overexpression significantly augments this resistance. COMMD3 may
regulate the resistance of TNBC to docetaxel through pathways involving metabolic
reprogramming, cytoskeletal proteins, cellular stress, and protein synthesis regulation.

Key words: COMMDS3; Triple-Negative Breast Cancer; Docetaxel; Chemotherapy

Resistance; Bioinformatic analysis
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% EBIO-RADA 7]

2 [EBIO-RAD s ]

Amersham Imager 680 35 [E i H /A ]
Z[EBioTek A A

A 5 RIRAE B A 7]

W E E R AR WA PR A ]
FEE]T A

& [E Thermo FisherA &)

2% [E Thermo Fisher /A ]

L EGRANTAH]

2 [E Beckman/a #]

2 [# LI-COR Biosciences 2 )
NanoPhotomoter 507 [Elimplen /A &]
HYQ-2121A 73 HEESL AL T AT IR 2 7]
Hh A ]

FM210 Jb 5t KR s IR ]
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2.1.4 FERFISFEM

F2-2 TG R
B FR NG
ERa 1IN e AR AR A IRA #
DMEM#5 75 2 2 [E Corning A 7]

NS ZE® (10 mg/mL)
164035 77 4k

LR

BEIR EhS2 . (PBS)
HHHERBATIW (100

G L7 4 i R A7

PMSF (100 mM)

BCAZE HIRZME Bfl & (HG5aid)
Omni-Easy™u i 4 8 [ _ERE 2Pl
PAGE B R iz il 2 77 &
XL TG F Marker

+ AR IR AN

=R R

HaEm

FH

ToK L

PVDFfE (0.45 um)

JIid i WAy

TBSZ il (PR %)
PBSHNR #h 22l 4

Trizol Invitrogen

]

SN

DEPCIK

ChamQ Universal SYBR gPCR Master Mix

g IR AR R R A
S [E Corning 2 7

R T AR A H IR A A
2 [E Corning A 7]

H & AYRHCH R A 7

HE AR R A 7
EEEREVEARARA A
iR RAEMFEARGIR A A
BG4 R 2R A IR A F
g HERG AR TR A IR A F
e AL R TR A F
HE AR R A A

HE AR R A A

H & AR R A 7

5] 245 48 H Ak 0 A IR A F]

I 24 4 A4 22350 BR A 7]

A ] 20k 2 it 5 4 T B e R A
HE AR R A A

H & AR IR A A

R R ERA R A A

R R ERH AR A F

[ 24 48 B Ak 220 TR A 7]

5] 24 48 H Ak 22 AR TR A
R R ERH AR A F

Vi MERE AR YR AT IR 7
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R2-2 LEGUN S bl ()

BB FR B
HiScript 111 RT SuperMix for gPCR W MEE AR A TR A 7
B-actin3| 4 A T TR A BR A A
COMMD35| 4 A T AR TR A R A

AR DABI A & (0 175 &
COMMDZ3 Polyclonal antibody
P glycoprotein Polyclonal antibody

Beta Actin Recombinant antibody

Multi-rAb Goat Anti-rabbit recombinant second

ary antibody

Starvio 5 B DNAK: Y 7 &
ORI T8 7

Polybrene

WIS il 2%

DNA & &AMl & C4H i 31D
2 P A oA R

\PZLfF

85 H A/G-beads

50*cooktail

B A B I AT A7)

PVDFJ 0.22 um

TWEEN 20

His

PIGHMC I PR T

L 2L

COMMD3 Rabbit monoclonal Antibody
JRE

% Ly e W 4Rl G250

TR W P 2

AP AEBARIT KA PR 22 7]
X = EVBARA R ]
B = JE AR A R 22 7
B = JE AV ARA IR 2 ]
X =LY BARA IR ]

FigRRAREMRHECHRA A
S0 B D) ERHA PR 2 7]
PERH FE AV HARA PR A 7
R R RAEVFARGIRA A
AR FRERL AR A A

R ZRE R R A 7

H A [FAZ AL 0 55 P

B REVMEARARA
R RAEVFEARGIR A F
R RAEVFEARGIR A F
E#EE REVMEARARA T
% [E Sigma /A &)
FigAETAMEARAIR A A
RN = E AR IR A7

3 [ LI-COR Biosciences /A
A E AR A IR A A

Cell Signaling Technology

3% Thermo Fisher A &

3% E Amesco 2 ]
Sigma-Aldrich=246 =
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R2-2 LEGUN S bl ()

FEAT IR B
i T R i % [F Amesco A 7
CL8YAH i i 2% [ElPhenomenex /A 7]
L 5% [E Thermo Fisher A ]
TMT10plex™ lIsobaric Label Reagent Set 3% [E Thermo Fisher A &

R2-3 FEFEM i

FER AR NGB
G K T AR AR A A R 2 ]
FHRE B R L To it A B A IR A 7]
B RS FLIR T A BB A IR A 7]

B RO E
AR Ve

HRAE

PCRR M (Fii, JoBE)
PCR 8k
WBHLIAE & &

BE
IRV P L AR

T A AR A A R 2 H]
S EFALCONZA 7]

£ [E Corning A Al

P ZEYE R AE YR IR A
HPZE4E R YR PR A #
HPZE4E R YR PR A #
& AR A PR A 7

H & ERHECA R A 7

2.2 KWAE

2.2.1 RiIEESEFHEXEAMNTFE

A TR T 97 36 = B 14 L e o RO B 5 AR A A O R DR ) R VR 1 e oA R
41 % (The Cancer Genome Atlas, TCGA) T H, @i H B 4 Bl 117 Wk
FIFIGDC Data Transfer Tool (fiAv1.6.0) F#%k
i, R = Y LR R B IRNADI T (RNAseq) #dfi (Level 3) S i Rifi
RAE B XFRNAseqi AT i 4 H], A ZBRCRER B RIEWF4RE D
%, FEEHETFastQC (JRAV0.11.9) #HE4T, R i 2 G 8 i 2
DA 3 552 60 41 0 280 0 A A2 4 2 A
S BdEbri it EiEid REedgeR (MiA3.32.1) 5E/k. 1o, FIFAZHAEH 1

(https://portal.gdc.com) 3KHL,

Ko WHFHV)E BB REAT b fEAL AL
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TMM (Trimmed Mean of M values) & AT BRFRHEAL, DABHORERE < [A] AT LL
Y. BEJ5, 3 edgeRH iremoveBatchEffect 5% ot Bt HEAT LR N AR IE, LA
DTSRI I FRT G E RGN T AL S RNAseq ¥4l 5
FHN B I R AR S HEAT ORI, B DR A A S 1) 388 A% B0 A0 i PR ACHE B0 — Bk, k2D
B H 7 RELComplexHeatmap (ili4<2.6.2) BEATHE &Ml ilk . H& 155140
ANFFE BRI = M FLAE RN Aseq B -

i limmatd (fRA3.46.0) X ArifEfb J5 I RNAseq 2 3 H 4 i 47 22 7 Rk 43
Mo 22 5 0B HE N ) d B bm v 2 T2 OE 5 B PE. (i A Benjamini-Hochberg 77 72 i
fTFDREZIE) , Adjusted P < 0.05H[log2 (FC) | > ¥\ N 7 B A WE Mm% it
RN, BT REsurvival (FA3.2-10) Flsurvminer (Fi4<0.4.9) i 1TKaplan-
Meier =47t 4 41, DAPEAS A FIZE R RIE KPS BH AN SR, AR E
5183 logrank £ 36 24T VE AL, DU E AN R B RIAH 2 R AE A 2R R EGHA SR
PR . il 84 & Cox [al IH A AL kA i 5 A A7 AH S ) R IR () S [ B (Hazard
Ratio, HR) , F£i15#95% & {5 X 8] (Confidence Intervals, Cl) , P < 0.05#{iA N .E
e -

2.2.2 TZGHEXEEIRA]

AT 78 DRl = 944 2L B i 245 R oK ik TR 1 Bl Vs 5 GEO % 2, AGEO
Bl PESR IO 1) 205 1 GSE28784, 8y A 0 & = AN [F) 25 284 [y MDA-MB-231
MR BURAY . 2P0 SRS RN 24 YR S A2 I i 24 2R 2 i ) SRR DR Sk B s o s
Affymetrix Expression Consolefff (hitAx 1.4.1) xf #ali #tAT Wik 2, i HHRMA
( Robust Multi-array Average ) SR &b 4T #0410 — 1k, % B V% 7E Affymetrix
Expression Console sl . hal, A 2 34 i) ot & i) 2 2R PPAS 85 B 2k
P AR R, ORS00 M R HERA 1

R limmak L (hA: 3.42.2) Hi&ss Dk s e Ui 5 275 8482
R 25 BV i R 2 (R (R 22 S R, SR DEGSIIFRUEIN R : |log2 (FC) | > 1, KIE
J5P <0.05.

2.2.3 TfRtEEEST
Xt 2RIk 5 AR AR ISk DA AR 24 AH O JE R B A 8, M 5 B I e D A B 0

o X 2 VUSRS (TR 25 9 T SE B R 3R, ik T e v o4 X 52 £ 2 PR E AT 5 170 O

» GRNTT T G 328 S 1) 22 DR BEAT TR A A T
9
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MTCGA%HE E (https://portal.gdc.com) % = B ¥4 FL iR J& 1 STAR-counts £
i Al R A5 S, Ad 3R BCTPM g 20 B9 #e 4l . 2 J5 #4713 — {1k Ak 2 log2
(TPM+D) , AR H A RNAseq 8 Milm RS B FEAH T IR 20 M. b3
MR E A ARIES (A 3.6.1) 1 ifpreprocessCorefd, (A 1.50.0) #1T. TE4F
TEEBEPT B, FRATRH T B/ N U AL R T (LASSO) [RIHEVE, &k
EIRHAF Mgimnettl, (HLAS 2.0-18) KB, FRA TR 1065 A8 AT KW & e 1 ¥
T, AT A 800/ 455 0 1) 42 % 2 O 2 v PN HAE A 1% - Log rank A T~ %6 % Kaplan-
Meier £ 4773 i, PO R P AH B2 H 2 (A1 AR A7 22 7, 64T 1 timeROC 73 A7 341 31
TOUDNASE Y P A 12k o

2.2.4 BERERFREEFTTSMEEE

X 104N AT B KL DK 43 Sl 3R AT Bk IR 22 e OB B DR A0 i AN Dh i ' B ARRE H 10 2k
D] 2325 7K ST P o 57 0K 17 S0 M TCGABHE P SR B 28 5 o 45 A v A () = 91 4
FU MR RNAseq #4873 NI 4H, 4yl Rk H SR E H . N limmai 4+ &
(hA: 3.42.2 ) HZL DUk % € 5 Rk 41 5 COMMD3MIR e ik 41 2 18] 1) 22
SFEQF, EPFEDEGSHIbRAELI R : |log2 (FC) |>1, f&ZIEJ/GP <0.05.

Ditie s %o fridid ClusterProfilerfd, (fRA 3.14.3 ) fERTISLHE, AFHGOSHr
MKEGGi& /> #1. GSEA (Gene Set Enrichment Analysis) & 7> #7if it GSEAK {4
(FA 4.0.3) SZPl. i@itggplot2fu st & &4 ki Al ditk .

Hot

2.2.5 COMMD3EITI /G 4y #fr

R A1 32 AP T A5 2 2 S B AN TCG AR J22 T 38 31 1) = B 1 7L I STAR-
countsE 4 Al IRAS B AT A A7 3 W7« AR COMMD3ZRIA 7K~ 1y v A H0Hs: T A 44
#54r NCOMMD3 = KA 2 5 COMMD3IR KA 4, %f P 2H 1 4T Kaplan-Meier 2 1741
B, 8 logrank & 36 A1 4% i Cox [al 3R 13 AR A7 22 P . 95% E S X (] (CID
MIfEREE (HRY o SN T PP COMMD3XF = B P 7L & BUG I It 3%
AITHEAT T timeROCH T, Z 2 R FH RER A b 1 T8 v B A2 47 ROC i 28 K PPl i [R]
FARAEAR FI 1] S U AR St . DL BT P < 0.05H 0 N BT St 2

MTCGAZLHE 22 73 5l T 4 Luminal A%, Luminal B%Y, HER2PH M7 7L BRdeE 11
STAR-counts ¥ Fl il R {5 B, M A IREXTPMAR s B4E, 2 Ja b 47 )0 — b 4b 72
log2 (TPM+1) , &R B4 RNAseq s Mk AR5 B IIREAH TR 0HT. %

10
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b AR HRIE S (A 3.6.1) HfJpreprocessCorefd (fixA 1.50.0) #47.
TR Y5 COMMD3Z A 7K1 1) Fh Az 50K 870 Y L e 204 70511l 73 9 COMMID 3 5 ik 41
5 COMMD3MKRIELH, X} 543k 47 Kaplan-Meier 2E 7273 81, 38 i logrank A6 56 A1 ¥
Ar B Cox [l HER 3 AE A7 22 S MPME . 95% B (S XA (CD Mfafktt (HR) o BLERT
A3 HP < 0.058 N W R A G L.

2.2.6 MPEIEFE

M T K SE PR Y (6 em¥EFRIL, LS R F Mk, 15 mLEO
BB NS TGP E 2200080, 7E15 mLEOE AL
mLEeERFREE . T8, M-80°CUKFE T BUHIRAFAML, L3 7°C/R I B
BEATRME . VRATE UK i 58 A bk J5 180 1000 L AAK PR B2 VROAE KSR A7 5 N VAR
BRI B AR 215 mLE OEH, MuFbsid, 1000 rpm & 0570 8. B
O HARLES cmIFFRIM A ID A3 mLsE ARG 72 8, [mIRHiirbnid (e R. E95H
W, LW AEARES) rzﬁu%ﬁé, F B3GR A R AR UTE , L mLsE
R IR MM PTIE AT E R, K EEE R R IR, DUKR SRR E
RRREIR, EHRTETR, B BAMEET TR LA37°C, 5% COff3hE
BEFR, 247N JE WS A MO IR A& I BE #B i 56 4 B R

ML JHRIRES RAF. o5 4 HA MRk & FE80% - 90%H 1& G648, sk
WY (6 cmBFFRIL, LmEiEF ek, 156 mLE.OE . BRI ANE
§ TAEG RN RIHR 202008 . HEE 56 HE 0 R IR B SR A B H B SR L, 5
3%, WELL mLICHEPBS (phosphate buffered saline) &R IMARE IR, %%
SE 2N M s R AT Pe gt i, Bl S SR PBSYE VR L EREE IR . 8 B A I L
mLZ EDTA (Ethylene Diamine Tetraacetic Acid) g4 [ B A B 2 NN K55
I, 7E SR SN M AR o 25 KR 0 2 0 A2 5 A 558 J5 NN 1 mL58 4 55 7%
FZORTHA . BRREEFRIAE R S 1 R R G5, ARG R R ET L4
B 7e o NG SR VR, VE R I R G == A . AR & 2 2215 mL
BOEF, Mrbsid, 1000 rpmB055 B . 550 B E] 7R B 6 em B FE LA I3
mLE ARG FRE (R MAEMR IR HE) , FRMGrbric (AR, 52

JRHML I AMAHS) o BOsgiE, FE LG R EOE R R TTE, 1
ML e 455 TR A M DT BT R, WM E SRR BRI, DUKRF R
R R RAN G TR, AR IR, B S RNAM3% 746 PA37°C, 5%CO2f ¥k

11
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iR TR, 24/NB] JE WL A0 MR AS I 5 o b e A s R ik

YHMIRAT: AR RIF Toi5 4% H ANl & 5 80% - Q0% & & A7, H45L
WY (6 cmBFFRIL. & RH RISk, 156 mLES.OE . B TR
FTAEG RN ZE 2005 . W e e G NS R A TP B B 7R L, 37
EiE, I mLEEPBSIEBAR R MR SR, 2 RA R IR M LATE BEd i, e
JGFEPBSIR, ZARAE EE PR BRI mL7 EDTAR & AIBA IR R
IMNEGFRIL, 5 BB NS AN At B . SR A AR AR 52 fE AL mL
ARG IR LW BRIE IR RN SRR R G S, AR RRRZERK
FTUME LR M7 0 A BF IR I L%, 0 B IR T o P e SO 7= A o ¥ 40 TR A VR
215 mLEOE Y, HiFbric, 1000 rpmE 0504, o5k, 3 B SRAE
OVE SR A M TsE , L mL TG M7 40 M VR A7 o i e it A7 B A, B BB
MR RNRAAE S, rbsic (HRRARR. HRAAHB, RRALES) o
AT TN -80°CUK AR FRAT o

HAEZRFEIT . BT-54941 g fIMDA-MB-23140 g 15 7% )5 XA [E, AN[R 2 AbAE
T HFR AR IREENC )T . BT-54941 U 50 A 85 7 2R ML 7 . 164055 77 + 10% iR
A= IfiL3E + 10 pg/mLIEE 5 25 + 1% 75 8 8 2 WPLIA W . MDA-MB-23141 ffl 56 4 85 77 &
i J7N: DMEM (Dulbecco's Modified Eagle's Medium) 3% 7% 3+ 10%/i5 4 1fiL i +
1% HER = AU . —HAEKEEARFE, ArERLILEIH A T2 7. BT-5494
M AR KRR, AR IR HE 5256 H i — M 1:5, MDA-MB-2314H i A K 3 5
— B, AR — AN L:2,

2.2.7 TZ5EkiE

Xof 22 P S A2 B 245 1) = ) 2 7L e 4 e e Ik 2 A 3k BV AT R o
P HRAT ) SCRR AR, FRATIEENO.5 nmmol/LVE NI A INZ5 IR . 3 5 J5 Al i 4 it
SUREREIRERE, Ti5d, MRS EIARIT0% 4 T2, fRZmat
H24/ BT J5 TR AR i 58 A R IR Ak, FR A AR KRG B IR 180% I & AR . ARG 4
ARARE R, Ti5de, MRt E AR T0% 4 T 25 ALHE, 25 AbF24/ N G
B e ARG IR . AT S A R B S AR KA S AN S, BE RO AL
X 3800 B AT HEATALAR, JEZRIE W #EAT A . Wik ERRE 290.5 nmmol/LiE 1,
PR 20 A KRS B A 20K T, A AE KRS — W T E T — KRG 2K
FE, AAMRA KRR, T B2 3 N 250K FE

12
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B ZMDA-MB-231 41 o in 25 £ 34¢ & 510 nmmol/L, B 24 ¥k iy 4 I MDA-MB-
231/Doc. BT-54940 1 nz4 £k FE 25 nmmol/L, i 2458k 6y % B T-549/Doc.

2.2.8 R 25N E

fi F| CCK87%: % MDA-MB-231 41 fig f1MDA-MB-231/Doc 41 fis . BT-549 41 fifg
BT-549/Doc i ) i 24 15 Z AT Ml 5

FTE/K S e i BR VOB 3IR,  FF CBEZE R S B g B TR 7. HY
X EH A KR L R B 1 MDA-MB-23141 i . MDA-MB-231/Doc 4 il . BT-5494H
M. BT-549/Doc4ifit, 3¢ i, WHUI mLEHPBSIER B FZIMARE RIS, 2572
A 7R L DA Ve 4 M, BEJS FEPBSTR VR . 24 AEILE S Wk, 8 MM L
mL & EDTARIJHEE AIBE R RN NER R, 75 B 50se ™ WS4 M Vi ALk . 2
R 53 40 M AR [ AR 52 J5 INNL mLSE R FR e Bk . B8 S 85 7 LS JR g 5 1 9%
FREBIS), B WRIT DUE A 78 40 AREFR I B, 3 T i #%
BRI IR AR E 15 mLEOE T, MUFFRid, 1000 rpmE L5
B, BOSERE, B LIEHEAEOEEAMITIE, L1 mLsg 4R %350 g1 j it
VERHTEE, R EEN BRI R0 nLA R E R RIS TS
TR S5740 )| WANSRINE o= Wi N x B R = I e o O R R e e B RN LI S
B 153 5 7 18 B RO S AT

PR T H s ST R A B, A B B A T 96 FLAR 4 L5000 11
s, 96U R AN B — Rl A0 fu s SR AL HIPBSIH A, BERAMMIARK . 247
I 5 R TS, A AERORES RAF, IR A7 255 SR A
AR IR A AR E LR FR, BAAYIRE R E =/ E 5L, FR
WE =G R SRR R4 .

BT-549 4 Jitd J2 I i A= i il s Ml 25 M)k FE MR JE e B . 0, 25, 50, 200,
500, 1000, 2000, 4000, 10000, 20000 nmmol/L. MDA-MB-2314 i K HA74: 44
AR 25 Wik FE R ¥ & N: 0, 5, 25, 50, 100, 200, 500, 1000, 2000, 4000
nmmol/L. Z5¥RIE24/ N 5, /NI FE ARG TR, IEEAERGEMM, HAE
ARG IR B TC I CCKBIE MK FE N 10% 1 85 7, IR AFFL.100 pL AR AR SR N 96
TR, VBT P B (AR . K 96FL AU [ 4 M 1% 7R A6 37°CHE B 2/ JE A
FH AR ORI - FLAH B WG {E. (450 nmid) .

15 FH Excel Ab Bt 45 5«

vty

2

¥
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R (%) =1- (ERA-WEL [ (EHHA-HFH

BIEE (%) =1-fFiEF

LR A AT Has T Ak

THA: SHYMEERS T AL

WEH: NSRS T2, R & CCKBFE R H10%H 1 IRl .

H# Excel 4b i i) Z0 s % A\ GraphPad Prism Q#EBEAT 08T, FF22 il 41 2 i
2§, 3KIC50 (Half Maximal Inhibitory Concentration) f{E.

RI (Resistance Index) = 1C50szu / 1C50 sz 0

2.2.9 BREXBUERREEX MBI EERA

FHEFRE: K EEA8 MEE. 30 mM HEPES. 1 mM PMSF. 2 mM
EDTAFIL10 mM B 77 B, il B0 B 2RV T V2 R A7 o B BSR40, £ BRES
Fede, FTA PIPBSYLMR AN X, LFBRPBS. [IIFFRMLA AL mLAN AR,
PR 0 M S A R . R IR A M, (R dh AR, o S AR SO IS R
HRBb L I B0 T, BT UK S AL RS A B (ikih28b, [RE3E, DhE
180 W) . &l ab# 5, Lh20000 g 030708, W4k Bisl. A
B 75 BB B AR EEL0 mM, SRIGAES6CCKIB I B L/ . )5, @A Lt
e 2 2R FEB5 mM, {EREE AP ERE 1. FFREA20000 g, 4°CHES030%0%, Yt
IEW . Ad I Bradfordyd: s 2 (A R HEAT € &= .

HE BB B30 pgfE ERAEM, MMALOKEEIEE F1, 114000 g, 4°CHEL
405780, ERRIEW . EEMPERBK, DIEREAR. AL ug/uLiBRE A,
i IRAF100 pg ™ A BURYIININ33 puglIBg I LB, 37°C/KIE g fE24/ N o B fE
JG, RTIEAL, A8 FH200 mM = Z 3R R Sk VA IR X .

FRECHIARE: BhRic iR A P E =i MEEPRCRFIFR A4l uL o8,
el e, BOREK. Bhnd A 5IKBOR S, (A FEA Z AR DA RFE .
RAJE, BERBEELNT. A8 uL 5%, =EFELS . MRS )G,
HAHT

RPN 85 o FH & MM HEAT T4 B8 o W b 5 3 T IO RE S L mL AT
fit, LA15000 gES/0r1070 8, B LiEW . IR E VAT (95% H20, 5% ACN,
FKHpHZE9.8) MBI (95% ACN, 5% H20, Z/KiHpHZE9.8) . wEE
B, BRSO B AT, SR T s B . ANUE HH I 153 S R AR IS AR

-
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R30I — & .

JR AW s E8AN T 4) B AL 43 ol 1R AT A A . 8 FH Q-Exactive 5 15 SR I ik
BES, 93RS s R 46 S5 APD  (Proteome Discoverer 2.2,
Thermo) BAF#EAT 1% . {8 FH Mascot i EAT# 2, AR 48 R 45 R ANk /5 11 1%
BlEAT € B0 1. 8 FHANOVATT ZE 40 BT Al 22 e W3 M, 1&4%P < 0.05, Ratio >
1.2 5% Ratio < 0.83E FAMENZERE A MR UA TS A7 5 1 &, LAFDR
< 1%MFRAERLIESE B, 132k B i 4 e 46

ARSI FE i AR R 4, 5 2SI AL AR R R B B R LA IR
TEo
2.2.10 MRS ERRER

PERTHC B I M 2R, PMSF5RIPA  (Radio Immunoprecipitation Assay) %4
fER R L 11:100, vk ELRAE . 4HHRIC A BEB BI90% I & A R IR H,  I4H s IR 46
AT, RBRET IR, RIS IPBSER R TR K, 3 APBS, [\
FUAR TIN50 nLAH MO RARR, W ERAAIRE 56 2 o . B MR R BT, (20
M5 AR 70 Ay e, BLARANME, R A R BB ETEUK |, R
FARIRZRAL0 8 . RURTERUE, 8 F RS AR 1 2L 7 B Tl AR id B 1) 1.5 mL
B . L5 mLESOE NIRRT TIA 22 4°CH =il 50001,  BL14,000 g 00157%7
B BLOJE, U RIS, XEDOvHREAAEE, BE T RS EA.

iWiEBCA  (Bicinchoninic Acid) A 8 AW : HX1.2 mL g [ br ik BC 1
MBI —EhrdEE I (30 mg BSA) H1, 7840V L il 1525 mg/mL ) & AR ALV
W, BB bRV WRAE -20°C 5% 1 T ORAF, A8 T I S A B HH K BBk . HUE & 25
mg/mLE FIFRAEA T, FHPBSH R 2R 2GR E 0.5 mg/mL . MRIEFE MR, 12501k
HBCARKAIAILAFBCAIRFAB (50:1) [LLBIELH|EEBCATAER, 7R .
BCATARBILAH I, HEiRRAF. FirdEsmiz0. 1. 2. 4, 8. 12, 16. 20 uLJn
296 FL AR (1 b5 kS L, IPBS M 2 220 pL,  AH 4 T Aw A SR BE 4 0 0
0.025. 0.05. 0.1. 0.2, 0.3. 0.4. 0.5mg/mL. & F#: 5 HB101% 5 i\ 296 LR
R s FLr, 7020 pL. BEFLINA200 pLIBCAT AR, 37°CHLE 304 Fh. Fff
BRI 7€ AS62 PRI IR ' B2 o R 48 A A it e A0 Y PR it A B T B e R o 1 R
JZ.

FR AR RE S EC VAR R B 1 AR 2 e 0 LU A9 1) 2 R S R BN B ><ER 1
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FEGZ P, BRBEWATIES, & /®HT100°CHN#AL070 8, Ik E R )5 B B AR AE-80°C
FAFRURIRAT . ER SR AR UK BT, 38 R AR

2.2.11 Western BlotSCLf

it H SDS-PAGE (Sodium Dodecyl Sulfate Polyacrylamide Gel Electrophoresis)
BB IRV B, B e HBOF M AE IR AR b, DARGEK R, WA
B FE AL AN S T AR IS . 1 S & R BCEEAR AR T 2 A O T 2R
R A2.7 mL, B FHEEERTIIAG0 pLr) i R AR &ET, HiES . &
TR A VA TBUE N ) R BB AR T, VR VRTET 5 R B A A i 22 TA) 0 R B AR 1A 1 0.5
cmo AJ B D VRIS TRAEBC AR b, DUH IR RS Bt IR L o TN GE B B To K Sl 5 T
TERZ Eo T REREER ST a6 & FEE: H0.75 mL) b2 B O AR [F] R FR
Rt LRRE M, IRE . ERAERE RS bR R R LA OR Gk} o A
B RSP INNLS pLE B R BLe &), RS BRTKOrE, ik
BWBENCEE N RERZ B, AN S855 L2 B 5 3k 25 i B el oF
6 LK o

EEES BRI EARE BRI &M H R 14409, Tris 3.039,
SDS 19, MZ&/KERZEL LIECTTBCE Ik, 78 - IR N 22 3l IR s, I
HVKI, VKRS ERESLIG R8Ik Vi, 14 M5 120 ngy EREEIMAE B
dt, GRS NS pLTGe & I MarkerfEJy 5. IIRESE B BT AT IR AR Rk, HY
IKFAFNTEIR120 V, 8074t . iR I ARG PR S 3h B R SR R R E I ED
A2 LK

R VKRR T TSI H R B 14.40 g, Tris 3.03 g, HEE200 mL, MA/KE R
21 LB B E FE R, 4°CA T . KPVDF  (Polyvinylidene Difluoride) J5
FERTFHHEEINR GBUEIR) , RIGFER BRI . HIK S R e B B,
DB b J2 AN S 8 2 b 2 b B0 B 8 20 B LA B J2 1R A 814 e T AR 4
BT HEC =G (B B4R IEAR3K — EE Ik —>PVDF I —JE 4R35k
—MEMIK (H+) « BREZRE LR K="k K5 Tk i i A
(=R B AT A R BRI, SR~ B0 DO A5 N REROZLTED , PR R
TR\ HL I AR e, AINRE TN DK Ja I 07 B R TR, R A R e AR B e s
UKIVEAEFE T, DAEIR200 mA, Q0738 (1) 25 AF % gk

B R R R R, FH 5% M G 9k & e P2/ N
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i E —Pi: BHHLE )G, LATBST (Tris Buffered Saline with Tween 20 ) iAW
FIACF RT3, FkE7r 8. MRS A Makerf) 70 T EARMCEITH HEA
ok, MUFARIC R BCEAE TR & &b, AN K ST A B (COMMD3#Hi
B LB 21:2000;5 P-gp#fi B LB 21:2500) , 4°C/AK-FREIKIFELR, LHKMEA
(2% AR I TE TBS TV HH IR AT -

CHRE: W ESRE, RIETARRR, DATBSTE MR S I /K V48 Kbk
B3I, BEIREIr%h . TEVESS S ARG —PUh & ik £AH B —HiM Bl GRRE L g3l
1:20000) , FIRAKTP-REIRIEE L/

K: ZHWELENRG, UTBSTIHR Z B TREIRBEE3 R, &FR105%0.
¥ ECL (Enhanced Chemiluminescence) AOGHURGIGE AL B LAL: LI EL 1 HC B I
RV, SONIRAERR (B0 G IR, BOCROGETBLH I . ke e
L ROCAB DR, T ERR B I B R B A H K BRI R S B IR AT
1035

2.2.12 ¢HHE S RNATRER

RNA (Ribonucleic Acid) %5 5 F&fig, #&BULFE 00— B AE TG LR 5L~
BEAT, HORFHIGE . MAHMBREL. BO0E A0 HE T, SLie A g E
FE. AL R|00%NESFEIE L, MR FRAT DM, RBRIEHR
5, FHIRATHA PBSE R BERAM MM X, F2PBS, (AN IAL mL Trizol
WA, BT, MTrizol 5407/ #5fh, 2R, =RBCESH 8, 4000
R BRI RL mLE LB S, 200 pLE i, Ryds FRIZIES
0F EEWA IR A, FILFES . HE GO BN TIA E4°CH)
B O HL,  BL12,000 rpm 01554, B0 A HUE BUH B0, AT SRR B O
WA NZ)E, EEBEVIRARRINRNA . /N3t B b 2 RNAVE 25 1 25 0
B, ERAERIE RN EAE. WRNABRFIMA0S mLFARE, T
{555 O AR S) A, 4°CTF % & 10581 5 BN 1A I 1) v 25 0L, BA12,000 rpm
BLOA5A B, BSOS RS AR O E IR R I E A GEUTE. I EE, mMALmL
FIDEPC (Diethyl Pyrocarbonate) 7KHTHCE FI75%BE, b NEURVES, HdksiR
JE TN A 2 4°CH i 250 i1, Lh12,000 rpm 505504, 78 25k, K850
EIFREE THOKAC E, S=iRAA NIT, BTS20 pL DEPC/KIA B0 E
JEHS A YT, R NRNAE, -80°CURAFIRTT . RAFRTENL pL RNAVFRARE
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101 Ja RO 6 BEE TR RNAR BE A2
2.2.13 RNAB%ERECIE

RNAMREE 5 B fife, e s SEBRd R b 20— ELAE O B C R 3R B R AT, fRIFAK
o R R. BOELALELHE, KRARMBOETFE, £BLE
H, ¥ 1 pg RNALRNase-free ddH07R A, SAAFIN16 L. M4 uLi4>gDNA
wiper Mix. BRWATIRS, RIGAE42°C T E2 8. £ Lk 2K 2 DNA
(Deoxyribonucleic Acid) Z:fgRMEH, BEHEHIIAS>HiScript [l gRT SuperMix,
SAARUN20 Lo BBRWHTIR S G AT W S N, [N SR AT 37°C, 1553 %
85°C, 5fb. Wit EIcDNA (Complementary DNA) , a7 B ] T qPCR &
i, 8% TF-80°CHRAFRAT -

2.2.14 SCRTZESEPCRSZIE (RT-gPCR)

i HISYBR Green Wik & 9 GIEREAT 2 B SEN G M 8E M. B ORITA SL I 11
WAETCE AT AT, @RI g BRITA WGRIAEE e R ERT e IR S, AR
PRI FAORSEIGIEREE R AT T HEAT, PART IR Gk .

FEQPCRAE ™, %R LLT E e il S A4 2R -

ChamQ Universal SYBR qPCR Master Mix: 10 uL

Primer 1 (10 uM) : 0.4 uL

Primer2 (10 uM) : 0.4 uL

cDNA: 2puL

ddH.0: %2 %20 uL

qQPCRX M. 26 I E -

AE: 95°C, 308 (hriERER) =3H) (PUEER) .

fEH R 95°C, 3-10%P; 60°C, 10-30Fp; 72°C, 10 - 30%b.

A REL: 407k (Rep: 1, Reps:40)

iR 2. A AR ER IR A i LR ER AR

Y TR 1) 47 ) S AR R TNPCRAX, JA BIqPCRFE 7o &5 3 o M i, LAB-
actin YN Z, BNFEARCTIH A=A EAMCTHICF IS, HE AKX T:

ACT=CT (HRZERED -CT (B-actin) , XKL T = 2°4¢T
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®2-4 EEF|IY RF A

FE LR FF31(5°—3)
B-actin Forward CTCCATCCTGGCTGT
B-actin Reverse GCTGTCCTTACCGTTCC
COMMD3 Forward ACTCCAACGCCTTCACGCTTC
COMMD3 Reverse GGATGATCTAACACGGCCTCGTC

2.2.15 GiRBALNFERASLE

W A V)R TN TR 2R 60°C IR HELTRLAE Hh b )8 30 7 o % ol 48 R 4 028 il o 11
AV RS IR0, 25 2R84, 35 “HIIR8M . oK £ 1E5
OyER. 90% ZLEE3 3Bl 80% ZLE3 ANl 700 £ 343 Bl (I P = IR ks, B A
XA IKIG P, BRI B LA SE UK AL -

IKAJE IV RIBAEPBS R A7 . % UL B BT ER MR Z W (—akr
BRSO A XGEKERZLL) , kb, SREE A A
B, R8sl IR G NGB R EGR A RE, AR AR R
JEPBSIEYEY) 3k, FHREEl

BRARFERE Y, BTKS, HAkdnempE, BEAKN, U R
NFERTIIN > B ZE K IR &b o 0 P v I S A P i LI 77, 55 5% 5 304)
B, PBSIEWEYIA 3K, BRHRS/M . BV ARG, FBTKS, KUI A O
M, WA R G e BB T ), s IR E 3040, AL S B 2
KO A MNB &, WG R PR, 4°Ci IR .

R B, PBSIEVEY) 3k, RRHIRSr 4. IBUREREIEY A, BT
Ky, KONGRS, WIAE RS ERUN R NR L RIGGER A WEL
RPCEIGER Y, FIEMEI0 8, PBSIEWEYI 3K, HIXS . HkGE G
WP, TR, BUIRBNR &S, e E P R RO - A,
HIRIFH 3054 PBSIHUEYI A 3IK, RIRG/ .

It & ¥ #£DAB (3,3'-Diaminobenzidine) YL, 7F 505 7 10.85 mL & 1H
K, TG INA. By Cikifl#%-50 pLiR%), BIE1 mLAIDABE Bk, Bo i il
BECAETL, 30BN AR VIR IEBRARGRGR Y, FRK S, R0 i e i i
DAB R (a3, WIS 5 M 41 405 (s BUH D) F . K&k B

TR E Y1325 b A PRAZ AR i i 4Rk, SRR PP Sl . % R 70%P9 kS 19>
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Bl 80%PGRE LA Bl 95% N KE2 8. oK LEEA B, 15 HIR3 B, 255 —H
IR K o WK S SR W I0E s R P e e, TR S A, i
REETA S S R TR

TSI AL 3 B2 R £ 10065 T BENLE B3N AT F AR BE . 48 FH Image J
BAFHIHC Profiler i {4 AR 44 FH 4 48 M (1) -3 K FEME (GetanifBE) AIPHME AR | 43
e (BeaTmAl) g Eam AT VR IR, 5 R alusE: BIE (043D, 55FH
ML), HEERME (240, BERHTE (34)) o VMG EEE TR NGO,

2.2.16 R

TR RT— R, AN EPUAE R0 58 A 85 7 3 0 0 f e i 244U, R AL
FEFN1.0 - 2,00 M40 M . BRI H A0 IR R 47 Jois 4 H 40 i fb & 2 80%, 1t
I IE A AT R G BRI BRI G (AmEHEFENek. BO0E. Bl
o) JRONME G TAE & i AN 25 2 /0200 B, 1 B 52 ¥ Jo 34T Starvio/DNAE. &
Yrfudk: fE1.5 mLICHE B0 H IS0 uL Trans buffer, FF¥I10.8 pgfiiiks, #
BIRATIRE], SEEDFIDNAFRESE F 1.2 L Starvio, 3##R%). ¥ Starvio/DNA
SEVEREELS P §E S N MR =M 249088, 5% B3, TREL
mMLIG B PBSTE R R I 55 57 FL e e 245U LATS BE 4 e, B )5 57 PBSYA
W ZIRAEEE IR MM IR AL N L mUE 8 (A B P AR 22 10 G 85 77
B, R ) 25 Y Starvio/ DNA S S0 I N A 5 F= 1L, R R 8h24 50K,
BV A . K244 BTINFE FRA T, 0% 8 24/ Ja AR 48 40 A KA 1oL 5
Bt e SR IR LB AT R4, 48/ We AR 4 PRtk AT I 85 56

2.2.17 BB R

TERERRHT— R, A 8 ARG IR 300G 4 M Al T 2490, B LA 4t i 50
Po A AR R BER E , BRI H A0 BRRAS RAF . a5 g H ARk & ££50%, I i
BT R KL TR (2R EEERRL. BO0E. B
RN TAE G R EINRTH R 202000 B, N -80°CUKFHEL H 125 20K LRtk ¥
B 52 ¥ 5 BE 4T 18 0% B - 55 9% L -Polybrene JiE & W ] % . AR5 MOI ( Multiplicity of
Infection) B FHBr 5 58 4 15 77 2 4 05 55 4 B¢ BT 75 W 2 (MDA-MB-231/Doc 4 fifd
MOIME y10, BT-549/Doc4llfiMOI{E 50) , JH & & Polybrene, {#Polybreneif
FEH5 ug/mL, BREVATIRS . WEEFRM I 24700, 7 BiFE, ORI mLIE

PBSYARE R MR IR, BSR40 15 77 ML LATS VR4 0D, BE)S FEPBSIR . %%
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TESLE WK 5180 -5 7R 2= -PolybrenelB AN ARG FR LA, RIERRS]. K55
TR B TR, 0038 240NN 5 AR 4 4 L A 4 156 0 B8 0 e 5 4 B 9 B AT
AR, A8/ JE FHIA R F R TR I A 2 -

ShCOMMD3J7%41] (5°—3") : GCATATTTGGTGACCTTAAGT

ShCon/741] (5°—3’) : UUCUCCGAACGUGUCGUT

2.2.18 RIS

T TR 2R BE . B3R — R A AP T 24500k, LA P 4 i 8RR 4t 4
MAR KRR, BORIC H AR R A7 Toy5 4 HA0M Rl & 5 80% . 14 SE0 B i
i (ZBmEETENRSk. BOE . Bl BANEE TEG PRI LEER
20435, W SRR IR NS R A L 249K, FF BE, L mLE R PBSIA TR R
FIMASEFRIA, 2 SRR IR M LUEBe M, BEJE FEPBSIR R . ZRIEEE MW
W, NGB e A gR %L . %805, 1.0, 2.0, 3.0. 4.0. 5.0. 6.0, 7.0. 8.0,
9.0, 10.0 pg/mL ¥ FE A BE NN NEWA il 25 o o R B 48 35 N 04 filg 23 100 58 A 3 9%
B, AB/ININ S 20 B 58 A AU T 1 S G FEE U e v il gk AR IR L

TR AR IR . 20 PRS0 B 4% Jed8 /NI G TR AR R I PR Rk, s Al B A 5
70%, FERGFRFEEH NN IR SEI6 i 16 TAEMRE RS B2, [R]I & B R Geam
MRS R IR ZH o A R T 8 B MR A Il 3R (PR B S8 A R IR, U A IR 4
SERSCTIN, TR IR I AN B IS Il R (R B e A R IR, I S I 4R R )
FEARTT LAV 2 PH R . X6 0% I (0 P A0 B @ A I 25 4E REFH MR Al 2R, 4EFF
W — O TAFMRBE R — 2, AR 25 1 40 A o 1 R 20 PR S T 3, I 40 i
BEAT DR A 5 S A

2.2.19 ¢H 6 B BAHEN SE56

¥ S0 BT 7 A S BN B TAE & R AMR T FE 202000 Bl . THEETEEESE M
MR RA R BUE R IR, 35 B, WL mLEEPBSHE R R IR R I, %
SN RE R I LATE Ve 4N M, B S FEPBSTE M. ZREEE IR, WL mLAEDTA
(PR 1 B VR NN FR 0L, 2 AU T UL S A0 B VR A B2 . >4 DK 4 2 i
AR G N mLSE A B R B 4 b Ak . 35 S8 B % LA JE g 5 1 75 VR & 3
&), BRI T DU A M 78 40 R IR I L B0, 3 T o A gk e <
A AR AR 215 mLE O E Y, FARid, 1000 rpm BS54 8. B

OEREF B, REAMYTE, AL mLTA KIPBSH & 411, 1000 rpmEg (25
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eI, X EREE R IR FEARITIE P IAL mLTA I70% 8, 4°Cid
W SE . Yk H MACUKAGH 4T, 1000 rpm B 055040, B4 G Bil, R
HRLTVE, AL mLTA FIPBSHE B4 M, 1000 rpm 057 BN, %35AF
FEEWIR. MY F 1100 uL RNase AVFW, 37°CHFE 304 . & 45 hn
400 pL PIL (A, 4°CHBEJCHT B3040 %1 . W% & 45 A fa K 4l i Bl i i N it U
dr, EAURIN, CSRUR K488 nmAL AL (B 5Ot

2.2.20 ¢HARET N SEE

W 5258 B 7 B SN 1R AR & R AN R R 2000 8. THFE R A
AR FRAE P B RS IR L, WO BB 215 mLE O E . UL mLIG#PBS
W F IR SR, B2 SR AN B 75 L DATE B i e, WO PBSIAWUF: % 2215 mL
BOE T, ZREIEE R K. WL mLASEDTAR RS FBEA RTINS 77
I, 7220 AN M AR o 2 KR 20 21 A2 [ 2 558 A N 1 mL 58 4= 15 7
B BRRIR A il 5 5 R R A 35, R WT DA 4 i 78 75 A BE
FRIL BRI R e S A AR TR SR 2 215 mLES L,
s pric, 1000 romE057 8. BOEOREFE BTG, REAEYIE, AL mLTR
& HIPBSEL S, 1000 rom L5 HARANM, ZBRAFER PIR. IIATISERS
B 1T 111xAnnexin V Binding Solution 500 uL, EEE 4. HL100 pL4fMlE, A
PRI E.OEY, RS NS uL Annexin V, FITCZ &%), HIIAS pLHIPI
Solution. =& &G B 15708, W% & 45 K5 1400 uL 1xAnnexin V Binding
Solution, VRJ G R AN B ARNE D, LA . WEX. RO
ML, Annexin V, FITCREGAME CXAPD . PIHEAAM (% Annexin V-
FITC) .

2.2.21 KA REITUERIE ST

S S PR E: A 10 cmZi i RE 3R MR R4, 4IRS R, s iH
21 1l fil 5 90% I T & SR AR B . 42 AT APMSF:IP 2L f# ¥R = 1:100, &5 H Bl 49l
FIIPZLAAE = 1:50 /7 b il e B 47 A0 B L R, UK HARAE o MAZH B 75 4 o B HH 48
Mo, ZbrEEaRdt, FIRATHUARIPBSHAEVLIRAIMPIIK, FF2:PBS, k=M AN
A1 mLANIB M, MRRARSE B . BT, A5 REm 7 o Bk,
KA, FEREEe AR, BRI EAK E, RFEGEREMAL1005 .,
flTE UG, R B TEARC I B O E . OB TN AT Tl 2 4°C
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() s B 0oL, BA14,000 g 00150 Bl e B0 E, WA BIETR, X RIh4H 2R
W, BE TSR E . W MR S TOINANL.0 pg HisHiiAR30 uL A/G-Ek
T (EFHATRMRED) , 4°CRRE T E 30508l LL14,000 g 055080, F BisEA
—ANFIEOE TR, WK EEAE, S5 RABCAILIE & IR (U B0
ISR S T inputs2 5D .

S PTiE: ML mLELS mLAM R, MALO nghifkH T UilE HiniE B
CRIB AN B R RRIGGHE N XD, 7E4°C I E L. 30 uL A/G-
By (EHATR R RS) , BRBEWYE, E4C I REEBEIR. E4°CKIIT
PL1000 gBg-0543 5, /NCoMk 2 BIE, B BRI BT, ERIETERE &
Yo AL mLUKA PR CRIMARHIFRD ek s iiie B G4k, FIRE
4°C N L1000 g .05, /NOvFRd: Bk, o —IRUEE)E, TIAN40 uL 2xSDS&
BiEE CWRER) AR, WR/KFE L0408, SRJ54°C R LA1000 gis 05 srBIEL i . HY
15 pL & FE & FH FWestern Blothaill . GEEEA [FIFHE B4 53 BIHET G Pive 58
B MWestern BlotSe:, X AF i3 — ANl J& 28 S S L 55 5 T0 Pl & 28 SR
(1) Ptk AT Western Blot=5s, AT AR Kk 55 HiA4 73+ 1 B8 A1 255 70 1 1) Western
Blotf5'5) & H L a5 U EE A, 5 B 4 .

Western Blotsi4: SE40 D BRAL AT SCRUR HEAT » BN KB A WP, Kk
FRHTHEEAEES, Photo Shop R 2u 8, BRI RS0 7 bT H bRt 6% E(E

F i g tt: SDS-PAGEHLVK LB 2 JR[F] b SDS-PAGEHLIK G, KR
ABEE I, N D e e, fE70°CHE B 5480, A5 B TR L Y130
Grhe ISR ER, REKEERE, IMAZSEEM AR, B TREAaRAK LT
W ZBRBEE, FEKBEER, X H AT U R B .

B A BB YT BRI NLS mLE LA T, IMARUE KIS, EE
PRI FEIMNE e i e, EEMIR, REEHCERKERRNAZ S, B
T 205 MAL0 mMR7FHERE, B8 LN . BERZREE, A5 mMiltZ
Wik, W= EATE . BERZ R, T2 mMIRIRE BT, HEWIR. W
UAEH I, BT N pg/uL B8RO R 5 (VAW LRI . A
N25 mMMBRER S 4% 78 5 ok, 37°CAKIAR Tt HAbE, TIAN0.1% = L
BRI AL . BU10 ULAE S EAT R AG 0 .

LC-MS/MS Z3#i7: 1 FH0.1% H RR VA R 5298 10 5 (R B, 38 3 TR R 43 BT A
BEAT 53 B o BIAHAN0.1% H ER /K I, IRBIAHBA0.1% FH IR Z GV . 160 B
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St ERTR . fEFHQ Exactivelsi i A AT B AR HOBUR SR A, B TR
NLB KV, IEBS TR, —Ziikia e 350-2000 m/z, 7} ##%470000; —4%
JFE 73 A 917500, BRSO e RERE MR B, L1 e B E DN 28%.

HAEEH 2. {4 Proteome Discoverer 1.4 (Thermo Fisher Scientific, Waltham,
MA, USA)  BRAfRt I 46 Bl RAW SC A e 4 il MGF % 3, 1 i Mascot  (Version
2.3.01, Matrix Science, UK) #ZUniprot human (Number of sequences: 172097)
ol e B AT 508, IR ARFEYEZEFDR < 1% 45 R g &4k dsimlE &
& i Carbamidomethyl (C) , A[AZf&{fiOxidation (M) , GIn—Pyro-Glu (N-term
Q) o WE Y EMZENIS ppm, R E Mm% ¥0.02 Da. fLVFEAIR IO
1.

ARLIGHFE AR AE &, Je 229kt b pt e R A At K O H IR 4w
T Mo
2.2.22 ZEEMIREE K SPPI T4

Tt = 50 il ClusterProfilertd (hAs 3.14.3) fERF LM, WIHGO Ml
KEGGIE2 7 #T. I STRINGAEM M E (hi4s: 12.0; http://string-db.org/) 4%
JF45PP1 (Protein-Protein Interactions) %%, FFCytoscape 3.9.1%%4E A Al 414k
PPIPZ%

ok

2.2.23 Gitoth

fiiH GraphPad Prism 9HEAT Gt it /04T, Ktk 46 A B PR R 77 2 0 Hr ok LB a2
Z )2 5% . ¥ FH Kaplan-Meieryx E4T 247 0 8, i85 Log-ranks: 36 i & A= 47 ith ¢
Gt FE . BALRREDELE =R, B3] TSR, P < 0.058 0 NER A
BHYitEE . P <0.05, P <0.01, ™P < 0.001, "P < 0.0001. NSHZEHE
TR G5
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3 &R

3.1 COMMD3Z S E =AM FLARTE % U A2 B2 2580 < R A A

3.1.1 RIEEEAEFHBXRERMTIZAHEXER

X ok H TCGARE A Y = B 1 7L e RN Aseq 3 His K 06 b7 I PR AL 40 41, 3k
FRAE =M AL I Th Rk B S IS B TS A G R R 4, B SRR U PR 4y 184
N (HR < 18(HR > 1, P < 0.05) . #ZPHEEEMEHT, #HoER (top20) W

1HT7
Names p-value Hazard Ratio(95% CI)
FOXHI <0.0001 4.589(2.17,9.708) ——
SRPK3 <0.0001 2.335(1.473,3.7) Ll
IGFL1 <0.0001 1.617(1.24,2.108) e
CELSR3 <0.0001 1.986(1.357,2.907) =
FAM72C <0.0001 2.245(1.424,3.539) e
EIFAEBP3 0.001 4.054(1.824,9.011) —
MRO 0.001 3.257(1.66,6.391) H—
ERMARD 0.001 3.877(1.777,8.458) ——t
EIF4EBP1 0.001 1.995(1.339,2.972) ]
ADAM32 0.001 2.528(1.47,4.349) -
MAPKI15 0.001 1.879(1.294,2.729) ©
FAAH 0.001 3.291(1.612,6.72) o—
DDX4 0.001 13.873(2.793,68.915) ’
PRRI5L 0.002 1.829(1.259,2.657) | o
BOLA1 0.002 2.566(1.431,4.602) -
STKLDI1 0.002 3.636(1.631,8.104) —o—
CBWD1 0.002 3.426(1.594,7.365) o—
CLDN7 0.002 2.381(1.382,4.099) gl
VPS28 0.002 3.382(1.565,7.307) o—
RPS6KL1 0.002 2.132(1.311,3.469) WA

T T T T T T T T T T T T T T T T T T T T T T T 1T 11
1.24 68.5 13.518.523.528.533.538.543.548.553.558.563.568.5
Hazard Ratio

[E11 TNBC ik B 15 /L 17 AR 6 SR 3 45
Xf K H GEO¥UH 7 ¥ GSE28784 % 4fs 48 h UMY 5 2 VG S0 42 B i 24 704 4 ffd 5 %
PEHEAT T, I 3RA5 A 25 78 S04 I SRR o) 25 16 5042 I i 245 F) = 9 7 L l e 4
M2 22 AR R R, B0 S = [T FU N 22 PR A I 2 A DGR IR . i B AR )
DEGsH K LI ER2AR R, &I E2BR (RIELogFCIEFFFITTL1%) -
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A
eo! ©
© Down-regulation |
None ® o | SLCO4Al
6 @ Up-regulation ® o
CD74
Y ViN [ADIRF .-
g
1 44
A
E:
& o}
AI RPL4 HLA-DRB1
@)
2 -
SO0 o oacC . & . . . e e m e it ——— -
1
1
1 1
Log; (fold change)
B
r r .

Group 12000 Group
Sensitive

RPL4 )

10000 Drug Resistant
RPL13
TMSBAX 8000
Fi 6000
vIM

4000
RPL41
TUBAIC 2000
UBC

cD74

IER3

ADIRF

HLA-DRB1

CCN1

SPANXB1

ZSCAN18

MGMT

G0s2

MAGED4B

SLCO4A1

GSM712686 GSM712685 GSM712687 GSM712684 GSM712682 GSM712683

K12 TNBCII 2 7 SAZ Wi 24 4 S 2k R 4
A: GSE28784[f1 253 RIENHTIIKILE . B: GSE28784[K) 2 5 1k 43 H1 2 57 3k [H (¥ 4 J&
(IRAELogFCAEHEFI T 1%) o i AL (73 55 2 osonf R T BL R RIE AR S e, TH
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B EA K S A it

ORRERRELEFA R .
= AL AR TP R B R RS TR A G ) 2k AR = [ 1 7L B 2 04 SR A B T
SIS A M B B B s (3D

3 TNBC H 3Rk & i ik 5 05 AH 5% 14 22 DRI TR 24 A 5 356 [T 1) 22 B A o
3.1.2 5z MEr B 25 <A TNBCT /1R EY

Xof A A7 A G 5 DR RH T 24 AH G R TR B AZ 4« 5% 22 T SR A2 RE IR i 245 2 101 s I R
o HET AR RS G UG o BN A SRR R AT 7 IRl Rk, A 3R 104N R R U ] —
#;, X+AFEE A BOLAL, CAMKID, CLDN7, COMMD3, EIF4EBPI,
HOOK?2, IKBKB, SLC12A8, VPS28, NR3C2. # A iR+ K 7F = {1 FL e
BEAT PG AR AL 5T

B — N Z AN B I RiskScore A 3K, SR FIABE, FERTZEF
NERY R, ERAARRIZIER AEE IR : lambda.min=0.0295; Riskscore =
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