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WE  ZHR B AR IR (BC)R IR IR (Exo)ill iT miR-374a-5p¥e s 47 4| & & 45 3%
% € 3(ARRDC3) &) o T AU, B AACH T i F 948 R, ) FUIRJE 0506 J7 4R A HT ¥e 5.
B 70 K qQRT-PCRAG M FLAZ & 40 I8 F miR-374a-5pFn ARRDC3 44 % ik K-F. RIXMDA-MB-23148/2
BNILIR S5 5 MDA-MB-23 1483535 7 48 h. J§ MDA-MB-23148 /4> % 648 : ConZi. Exo-
NC#ZL. NC inhibitor#2. miR-374a-5p inhibitor#E. miR-374a-5p inhibitor+sh-NCZEF= miR-374a-5p
inhibitor+sh-ARRDC348. i@ iT-FH L. Xk FE Ao Transwell L34 AAC M ao fe g 76, L 45 Aef2
. 5CDS8 Tafedkidic, 4m CD8" T4mfit 8 = /K-F A% am it o 45 % . ELISAR#0 4w
Jo b7 ¥ e B F/K-F , QRT-PCRA=%& @ %05 FP i ik A2 M PD-L1IKA L. 4R 2+, HEFILR
L E mEMCF-10A48 55, Z£MDA-MB-231. Hs578T. MDA-MB-46842MDA-MB-453% $LA% 5% 4@ e,
¥, miR-374a-5p& A 2 & L, ARRDC3 & A 2 % TFiA(P<0.05). GEPIA%LIE Eo#r 2 7, ARRDC3
FEFURR IR 4L 20 p R A KT 2 F 51K (P<0.05). 5 ConZi48 L, Exo-NC#142 NC inhibitor£l # miR-
374a-SpR ik F. FHILEL. FRMICKDFH I, XREEE. CDS T@RATEIEZANZ
(P<0.05), TNF-0. [FN-y. IL-47K-F, CD8" T 4m et &4 7 4% 5 VA A ARRD C3 35 7K-F 2 [41K(P<0.05);
5Ex0-NC£L#4=NC inhibitor£848 tb, miR-374a-5p inhibitor4AmiR-374a-5p&k ik &. FMILEL. F
JE 4m oA R R Y, RIS A F . CDS' T4t = F 2 2 4K (P<0.05), TNF-o. IFN-y. IL-47K-F,
CDS8" T#mfitY) 315 FvA R ARRDC3 %A KT 2 F H 5(P<0.05); 5 miR-374a-5p inhibitor+sh-NC42
A8t , miR-374a-5p inhibitor+sh-ARRDC340 49 ARRDC3 %35 Ff, TNF-0.. IFN-y. IL-47K-F VAR
CD8" T#mfa e 45 5 2 Z K (P<0.05), FHILIEH. FRMILI T E G, RRMSEF . CD]'
T B T F A2 PD-L1 & A K-F B EF 5 (P<0.05). 22 Pk | SUARIE 20 0 S R 69 SN ik AR =T 38 3T
miR-374a-5p/ARRDC3 %% L iAPD-L1A&A, 74| I8 i IR F CD8* T4t e & e, 1t m % utJE tm e
EOP R SR
X8R HMIAMA; miR-374a-5p; ARRDC3; CD8 T4Hji; PD-L1
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Abstract

somes promote tumor immune escape through the miR-374a-5p/ARRDC3 axis, and to explore its potential as a

This study aimed to investigate the molecular mechanism by which breast cancer-derived exo-

novel target for breast cancer immunotherapy. In the study, qRT-PCR (quantitative real-time PCR) was used to de-
tect the expression levels of miR-374a-5p and ARRDC3 in breast cancer cells. Exosomes were isolated from MDA-
MB-231 cells and co-cultured with recipient MDA-MB-231 cells for 48 h. MDA-MB-231 cells were divided into
six groups: control group, exosome-negative control (Exo-NC) group, negative control inhibitor (NC inhibitor)
group, miR-374a-5p inhibitor group, miR-374a-5p inhibitor+shRNA negative control (sh-NC) group, and miR-
374a-5p inhibitor+sh-ARRDC3 group. Cell proliferation, migration, and invasion were evaluated by colony forma-
tion, wound healing, and Transwell assays, respectively. Co-culture with CD8" T cell was performed to assess CD8*
T cell apoptosis and cytotoxic activity against tumor cells. Cytokine levels in the supernatant were determined by
ELISA, and PD-L1 expression was detected by qRT-PCR and Western blot. Compared with the normal mammary
epithelial cell line MCF-10A, miR-374a-5p expression was significantly upregulated, while ARRDC3 expres-
sion was downregulated in breast cancer cell lines (MDA-MB-231, Hs578T, MDA-MB-468, and MDA-MB-453)
(P<0.05). Analysis of the GEPIA database also revealed significantly reduced ARRDC3 expression in breast cancer
tissues (P<0.05). Compared with the Con group, the expression of miR-374a-5p, the number of plate clones, the
scratch repair rate, the number of penetrating cells, and the apoptosis rate of CD8" T cells in the Exo-NC group
and the NC inhibitor group were significantly increased (P<0.05), and the levels of TNF-a, IFN-y and IL-4, and
the expression level of ARRDC3 were significantly decreased (P<0.05). Compared with Con group, the expres-
sion of miR-374a-5p, the number of plate clones, the rate of scratch repair, the number of transmembrane cells and
the apoptosis rate of CD8" T cells in Exo-NC group and NC inhibitor group were significantly increased (P<0.05),
and the levels of TNF-a, IFN-y and IL-4, the killing rate of CD8" T cells and the expression level of ARRDC3 were
significantly decreased (P<0.05). Compared with Exo-NC group and NC inhibitor group, miR-374a-5p expres-
sion, plate clone number, scratch repair rate, transmembrane cell number and CD8" T cell apoptosis rate in miR-
374a-5p inhibitor group were significantly decreased (P<0.05), and TNF-a, IFN-y and IL-4 levels, CD8" T cell
killing rate and ARRDC3 expression level were significantly increased (P<0.05). Compared with the miR-374a-5p
inhibitor+sh-NC group, the expression level of ARRDC3, the levels of TNF-a, IFN-y and IL-4, and the killing rate
of CD8" T cells in the miR-374a-5p inhibitor+sh-ARRDC3 group were significantly decreased (P<0.05), and the
plate clone number, scratch repair rate, transmembrane cell number, CD8" T cell apoptosis rate and PD-L1 expres-
sion level were significantly increased (P<0.05). In summary, BC-derived Exo can up-regulate the expression of
PD-L1 through the miR-374a-5p/ARRDC3 axis, inhibit the activity of CD8" T cells in the tumor microenvironment,
and promote the immune escape of cancer cells.

Keywords exosomes; miR-374a-5p; ARRDC3; CD8" T cell; PD-L1

FLNRIEE (breast cancer, BC) & — Ff 5 J5i P4 5595
AFAEAFINEAL . Horb, 7870 1 i ) 3, =B FL
¥ (triple-negative breast cancer, TNBC) 5 [hik
15%~20%, HARE MR HiaeIm. ERES,
HAUEEZEM. BERM, MsiasT k&M EZET
TNBC/) 32 (R8N 57 Jo2 14 B L ARe A 8 e 8 41 ol 2
TR P, fiRg A K 5 i bt T R v FEE A4 e
968 240 L 5 e R PR B N 25 SR A B R (A5 5 RS T A
fitl 7€ (extracellular vesicles, EVs) EL 47 iIE 52 /& J&)

IS AL IZE Ak e R B K5 o 24 i RSB A B A S AR B Ak
WA (exosome, Exo)A2 FiTA 4 i 4314 IR 107N 248 i 41
PR — AR, FAEA IR . B AR Y
RNASEZ IR, |2 AFE T &M, JTHEZ
JIRE AT A R A A , L IR 2 2R b R AR I RE I,
YERNHRERME T 0 TAARIEAEfE, 25
TR IS PR YA o Jod 240 PR m] ) FH &0 i A 12 3 e g
A R HL, Ik i 5 % R G R
HiEREY. miRNA(microRNA)E—4 /N EZm I RNA
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53, PIIE U)W mBRIN A S )50 3 1ok R R4 ) 52
RIRL B, B FE SR, o 200 PR SRR 1) 4 il A e i 2
¥ miRNAZ 5 a5 4, il SEUERE ., N
SRR AL IT T 245 9. miR-374a-5p i %5 N
TNBCH; 21 miRNA, 7E TNBCH 45 51t Eif , i)
miR-374a-5p W] ik 55 40 B ) AR K AT # g 7 7. 40
fil] & 1 45 #4385 1 3(arrestin-domain containing pro-
tein 3, ARRDC3)/& — P37 2 1) e i B 1 L s
JEINHIE T, ARRDC3FRIAH AL 5 7L IR H A 18
PR & R K TG AN AR DG B, AR, H AT AN B A
miR-374a-5p /e 75 e % # [/ H T ARRD C 333 1711 5%
M) LR G g 1 3k o AT 9 SR AR T HR T IR 440 e ok
5 () AR A4 o miR-374a-5p %t L A5 Jo 20 it 184 5 R 4
P W IR (P RE A, RN B N 7EVE R AL .

1 MR5E%

1.1 MRS

111 @mies £24K5  ANIEHEILIR B4 &
MCF-10A. FLAMESIEL R (MDA-MB-231, Hs578T.
MDA-MB-468. MDA-MB-453)ll [ 2 [E ATCC;
RPMI 1640(%2 5 4 11875093). 41L& (55 A
A525670 1) H 3 [F Gibco A ] ; HSP70%7i/A. CDS81
Fifk. CD63%Hifk. PD-L14i4& M GAPDHFTIA (15
554 ab5439. ab79559. ab134045. ab205921.
ab181602)I1 [ 3£ [E Abcam /A 7] ; PKH6 7RG IR £
A Ficol ik 75 & (525 437 W MINI67-1K T+ 341691)
5 H 3 [E Sigma/A 7] ; miR-374a-5p inhibitor. sh-
ARRDC3. miR-374a-5p mimic 2 2 [ 5%} 8 1 25
Invitrogen’s 7] ¥ it & B ; Lipofectamine 3000( 62

5N L3000150). TRIzolik 7] (1254 15596026CN)
HLEL A W A4 3 8 50 (17 50 4478359) 18 H 3% [
Invitrogen A A 5 S B X8O 2= BT 1
R & (525 43 51 A A5002. E2920)1 H 3%
Promega/A 7 ; UltraSYBRAI miRNA qRT-PCRi 7]
RS RN C11096-1. C10712-1)1 H 75 M B
A B AR B IR AR BEAHCE A V-7
R ¢ 6 25 /Tl AL I WE (Annexin V-fluorescein isothio-
cyanate/propidium iodide, Annexin V-FITC/P1){# T
AANE S M IRTEA T -o(tumor necrosis factor-a,
TNF-a). T -y(interferon-y, IFN-y) Ml (= 4
fr % -4(interleukin-4, IL-4)ik7 & (525 2 5 N
C1383M. PT518. PI511. PI618)H [ FifgZ =k
EMHEARB D EHRA A, BARIWT-ARRDC3 . =A%
B MUT-ARRD C3#f 15 B4 HH B 3 @ s AE A TR A
CikS a1 iaeys'as
1.1.2 & BEHHEFEMEES: Talos L120C).
bR (FY 5 : Varioskan LUX)I H 3% [E ThermoFisher
Scientific/A 7]; 2GR A RMEL (B 5 : AX R MP).
818 A 22 W EE (45 Eclipse Ti2-E)JHH H A
Nikona 7] ; it XA (B . CytoFLEX)IW H 3%
Beckman Coulter/A &) .
1.2 gRT-PCR

AR 15, KA TRIZoAFFEHUERNA
mRNAZ Jz % 5l @ % 5 J5 , {8 UltraSYBR
TR A WAT QRT-PCRAE I ; miRNAK il & F miRNA
qRT-PCRIAF G [FE FE i Ak S e B 1. L5
PL GAPDH A mRNAW 2. U6HmiRNAWN S, K
2R SRR R AN R &, ST A AR L.

®1 3MFIIER

Table 1 Primer sequence information

S FP3I(5'—3")
Gene Sequence (5'—3")
miR-374a-5p F: GCG CTT ATA ATA CAA CCT GA

R: AGA GCA GGG TCC GAG GT

ARRDC3 F: ACATGC GAAAGT ACG CTG GA
R: GGT GTC TGT GGAAGC TCG AA
PD-L1 F: CCT ACT GGC ATT TGC TGA ACG CAT
R: CAATAG ACAATT AGT GCA GCCAGG TC
U6 F: CAG CAC ATA TAC TAA AAT GGAACG
R: ACG AAT TTG CGT GTC ATC C
GAPDH F: TGT GGG CAT CAATGG ATT TGG

R: ACACCATGTATT CCG GGT CAAT
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1.3 HE9H

F| ] GEPIA %4 J# (http://gepia.cancer-pku.
cn/index.html) 4 Ml 7. B9 H ) ARRD C3 R 15 1%
o
1.4 SNAARRIRREL. £E

MDA-MB-23 14075 I {72 B Fh 155 9%, frfl
B IEIE80% )5, B AN IR (7 10% J: Mk
PRRGZE ILIE B RPMI 1640). 15952 dJE, IEE &8 9%
I e (R 25 A B 95 3 (29 15 mL), SR ZE 330 g
WA SR G A B ANAMR . BAARD IR T
KA REFEIAR R4 °Cy 1 000 *xg 0210 min, 4 °C-
2 000 xgB5.0»10 min, 4 °C. 18 000 xgE5.C»30 min,
B R A SR A AR . B S, A
PEE R AE L% <3 mL(4 000 xg. 4°C. 15 min), 4}
BN AR R IEYE RS o S5 B A 1 R A A R
BRI G Ui B 1 58 AN R itk , PG 4liqb = B
T—80 °CHRIF & H . BU10 uLiZAMBIAREA , 2 Fi%
S HL T BB R AS RIS, [RIB R FH 2 25 )
BT AAS I 7 A AR B LA RN
1.5 ZRRRENTEE

FETRA AH 2L oz i h 2441 i 20~30 min.
13 000 t/min. 4 °CE5.L210 min/5, Y& FiEW, SRHIBCA
PEEERE . SR OSSR R
RA, ZhS mine FEM7E120 V N IEISDS-PAGEH
KOS, R THBETE LB RN T 4R
b o 5% B0 AR 2F W3 AE 2= R h, SRS TE
4 °CiigE %, —#i: HSP70. CD81. CD63. PD-
L1, MR b3 9 1:1 200, FIPBSTRER 3R, £HIK
5 min, 7E % 5N H P (FHRE L35 1:2 000)5F
H1ho FECLIRMAF BRI R G RRE A%
7, LAGAPDH A N 2, #6025 14 (A 3RIE K
1.6 N ARRRER

HEL 73 B (P ANIAAR, [ RN 100 pL PKH674%
B TAEWR, BRI 78R 5], B Ja ¥ HE T4 °C
I E 30 min. WEE L5 S, KRR I BRI
(%7 0.1% BSAFY PBSELYMAMARFEM ), T 120 000 xg+
4 °CHEH 5090 miniE AT Pk, FK L E R . HIMDA-
MB-23 1401 #2 B AE 5L 110%™ %5 & e 21 6 FL AR
Wi T S ZH RN R, SEEGZH in N £ PKH 6745
0B A A R R b B AT R, T FEZEL DU o N 5 AR 1
PBSZE#i. 1E37 °C. 5% CO.R5 7 155724 h
J&i K FH DAPDA 40 B A% 34T G €8, P 2R 3L R AL B

B W8I0 5 MDA -MB-23 140 i o 4/ 4 (14 45 X
1.7 ZHAEST4E R AL EE

¥ MDA-MB-23 14153}y 641 : Con4, % #i
F59%; Exo-NCHAL, fERE IR 10 mg/L MDA-
MB-23 1R 1 7ML EE 24 h; NC inhibitorl, 4
2 [F AM AR AL 2E 24 b5 % %« NC inhibitor; miR-
374a-5p inhibitorZi , ZAMBALLIE 24 )5 % G4 miR-
374a-5p inhibitor; miR-374a-5p inhibitor+sh-NC4 ,
ZEHMIMARLLEE 24 h )5 H#E e miR-374a-5p inhibitor5
sh-NC; miR-374a-5p inhibitor+sh-ARRDC34 , Z:4h
WAL FE 24 15 384 Y miR-374a-5p inhibitor5 sh-
ARRDC3. KM Lipofectamine 3000 32F 17 4% 4%,
48 hJg AT fa BS54 T
1.8 FiRsepELI

Y 40 B2 B L S 104N (1 2 FE B A T 6FLAR
T37 CEMTME 14 do Bl)5, Ha%Z R =R
[ 52 ZH 1 30 min, FF PBSYEIS 31K, BEHKS min. 3¢
2:PBSJa, MTINIE B4 55 g i, 75 = Il 2 1
TH 30 mine B TERE , HRKER R 40
Fif, HEY R NLA, BT EE B N ok
1 HE A 57 T T 1 O
1.9 ZApERIIRSCIE

VAR LS 1002 R T6 L R, FF L
TE RIS o1 52 H AR A BEIA F124) 85%KT , 43 200 pL
TS R TS I Sk o 76 411 i 2 2 1 7 ) o) P 2
BRI 2300 T RIRERAE J5 BD %1 (0 h) 2353724 b,
5 P 181 LA 22 Y T R A R TSR AR 5 R R X 4k
HHAT B AW BRAC K . RIRIE 2R (%)l i LA
TARITE . SRE[(Wips—Waa 1)/ Wi 1%100%..  F
SRIRERIRIEE R, WRELIRTEE .
1.10 TranswellSEIE

60 wLHERE 5 1038 I (matrigel) Y 5146 T
Transwel/NE T fER T, BT 37 CCRE 7R [E 1L .
AR FE I | RS ZH COC LRI A278041 Y, FHE I
TE R IR T B R A R . A R R A
Transwell |5, T EIINE 10%06 24 L& 1 5¢ 4= 55
FrdE. 1837 °C. 5% COI5FFEH 424 Wi E 5, H
RIS R TR L EMRITE AR, TRET
M0 DL 4% 2 5 AR 2 I [ 52 10 min, 450
Y020 min, B PBSHEFLIR P 2~3 K (BK 1 min)
DLEFRTF . Bl /N EEER T AR T10 min,
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AT s BT R .
1.11 CD8' TZARER 5 BT

R AR (R B I I IR A (BT 2 i 3
R B R RS ), %M Ficol il 77 & 1t B 45
WIRAT BRAE , 4 B R 4l 45 BN A i A A
Zf ffi(human peripheral blood mononuclear cells,
hPBMCs). BE/5, Z R ZH 0k 91 77
%, fd I 4l fe X (Partec) A hPBMCs A 43 % HH
CD8" T4, H3EFKH Transwell R4t : L&
HMMDA-MB-23 141}, T s M alifk 5 CD8”
T4/, 559724 hg, W4 CD8" T4H/fl, K An-
nexin V-FITC/PIH T-# M5 &, EBE &4 T
F Annexin V-FITC/PIZ: 15 min. 4%t 5 37 B il
S AN AR A I AT BT TR . ARSI 2 1 H R
PR 25 B b 3 AV s B = 2 R A 3 2% 57 2t vf
(HLHES: 20241253).
1.12 RNZEpaAR

AR 0.25% % 8 E A 37 °C FiH 4k 2 min,
FH 74 PBSTE P H & . K H Annexin V-FITC/PI
WA £, A8 FH FACSCaliburifi 2040 A i3k 4T
JHTASIN 88 3k 4y A BT AR 5O T A O T3 (%):
AR=AcuiytAuee FeH ARTRERANMI TR ; Acany KT
FLAME T2, B Annexin V*/PT-4H (5 4 350 40 i i)
3 A MR HAZH B H 2%, Bl Annexin V*/PT*4H]
Ji 5 AR L
1.13 ELISA#N

HRE 524 g, WK B 7R A (1) E 3 i
TR . A FH ELIS ARSI e S h5 72 40 i b3
TNF-o. IFN-yFIIL-4[13K % .
1.14  #&NEHLCDS" THAEXT & AMDA-MB-2314H
BRI R A3

FHEAL CD8 TEH % 20:1 Hu 5] 5 5% 5256 2H 2
HEFEEA T 96 FLAR G 7%, Rl 55 1 —2H 96 FLAR B fh
SF NAMAE I CD8* TAMRAE s k741, UL MDA-
MB-23 141l JL85 774 Fonof FEEEA L . 2444824 h
B350, FFLIIN10 pL CCK-8iFI4k£e & 1.5 h, BE )5
FHBEARCSEMIAS0 nmif K AR IR E (DY E . ARHE A
TR AR 77: CVAD 3D DD ) <100%0
H CVARRYIRTE J1. TR 4040 WO B A8 T B0
H.CD8* THH AT MKN-4SZH 18 55(%), THE A N

FKRAERZIH

1.15 JUORAREGLIE

F| FH| StarBase % ## /£ (http://starbase.sysu.edu.
cn/) % miR-374a-5p 5 ARRD C3HH A FHA £ .
¥ WT-ARRDC3 }2 MUT-ARRDC3 5 miR-374a-5p
mimic 5 B P B SE 5 e 2 MDA-MB-23141 1 &,
FE37 °C. 5% COS5F- 46T H 48 him, RfARAIE,
SR U2 s 2% T v A 0 3K 7 4 e B A 2 O 3R
Bl S 1
1.16 ZtESHH

K HI SPSS 2108 AT HHE 7 dfr . P&
B MR MIEZS 73 A1 B J7 2255V, B DU (EHhn ik
72 (eks) Ko PIALIA] LR XU Student’s #4556
%2 AR AR B L BCR F B R R 7 22 73 T (One-Way
ANOVA), 4 [i] 2 73t — D d it SNK-g KL 30 i e«
HIB] EL IR MR AR efS 50 . P<0.0S N ERAA
GuiteEE L.

2 H#R
2.1 miR-374a-5pFlARRD C3TESLBRfE P HIFRIEE R

5IEHE M LR B 40 5% MCF-10AHH L, 78
R 40 L 2 MDA-MB-231. Hs578T. MDA-
MB-468Ff1 MDA-MB-4539", miR-374a-5p3R ik i
# L, ARRDC33R1K 3% N (P<0.05), WL 1A
A 1B, #2518 H GEPTASUE % LA o 1)
ARRDC3FIRNE B AT YIS I, R ILAE FL R
FIE R T (P<0.05), WE1C. fEMDA-MB-231H,
miR-374a-5p ik KV I imy, PRIGIE B2 40 i RdEAT
JE B
2.2 JNIMARRIERRER. X EFNIREL

F 485 00 52 T W, MDA-MB-23 13 WA 1) 70 s A 5
PISIROR, HEAAZILE 100 nm, WK 2AME 2B, &
F 28 B 328 v 4G I 2] 40 W4 7 FH S8 AR E 4 HSP 70
CD81 M TSG1017E A i A b I 2 53R 04, (HAE A2
Wi b ANk, WE2C . B M 2 45 R B R,
MDA-MB-23 140 Jfl Jit A K &5 0L 1 4 iddae, WA
2D.
2.3 Shib iR/ FmiR-374a-5p3t 2L AR #2 40 A 1 5E
EBMRENMN

EConZH A EL, Exo-NCZLAINC inhibitor4l
miR-374a-5pRikE . PR o B HOM 58 15 20 g 4
BERN, KRB E R TR (P<0.05); 5 Exo-
NCALFINC inhibitor#1 A k., miR-374a-5p inhibi-
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torZHL ffJmiR-374a-SpRIiE & PR o B BRI 2 4 2.4 MDA FmiR-374a-5pxtFL AR B 4HRECDS" T
N >, RRE R R B PR K(P<0.05), W #MERENEHIFE

K3, 5 ConZHAHEL, Exo-NCALAINC inhibitorZl (]
T N
(A) (B) ©) N
g -
* 5 -
. g BN
6 - = < — &
\% * -§ E 1.0 8 67
5, x g8 g
o 0 < Z
& s = %
E E 28 0.5 S 4 &
2 - E "5 }
= .-"4'1 5
0- = o4 5
< Qv@'ﬁ\%@w“@ > < QY{CJ\ @bb‘b%ﬁ
Q BRCA
» @Q » w‘o & @Q T=1085; N=291

A: miR-374a-5pfE FLIME 4IHL 2 R R IE 5, *P<0.05, 5MCF-10A41H EL; B: ARRDC3{E FLIRME AN & P (1 RIA 15 I, *P<0.05, 55MCF-10A
AR, C: GEPIAKLR 3 BT ARRD C3 15 L s o I 2R i 450 (T JIgd; N 1R X HR); *P<0.05.
A the expression of miR-374a-5p in breast cancer cell lines; *P<0.05 compared with MCF-10A group; B: the expression of ARRDC3 in breast cancer
cell lines; *P<0.05 compared with MCF-10A group; C: GEPIA database was used to analyze the expression of ARRDC3 in breast cancer (T: tumor; N:
normal control); *P<0.05.
E1 miR-374a-SpFIARRDC3TE AL IR E P FRIAIER
Fig.1 Expression of miR-374a-5p and ARRDC3 in breast cancer

(A) B) 100-
: = g0
2
Z 60
[}
o
2 40
©
2 204
0 . * SR T
40 80 120 160 180
Vesicle diameter /nm
C D
©) N o (D)
C < DAPI PKH67 Merge

HSP70 O —
CDST

TSGI01 R .

A: BT R SNBARTEZS; B: FI9UK R R B OR 2 SR KA C: HSP70.CD81AITSG101 8 H 3R IAKF (& : 20 pg/keih); D:
PKH67% 6 Y RbR B A TIIMDA-MB-23 16 A 4 (1 3 F

A: observe the morphology of exosomes by transmission electron microscopy; B: the particle size of exosomes was analyzed by nanoparticle tracer
technique; C: HSP70, CD81 and TSG101 protein expression levels (spot volume: 20 pg/sample); D: PKH67 fluorescent dye tracer method was used to
detect the uptake of MDA-MB-231 on exosomes.

50 pm

B2 SMBFEIRER. £EMBEE

Fig.2 Extraction, identification and uptake of exosomes
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I
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S
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24h
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300+
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Fig.3 Effects of exosome-mediated miR-374a-5p on proliferation, invasion and apoptosis of breast cancer cells
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