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MDA-MB-231 Zi i R FEATARSMSL 5 , 308 3 40 M KSR AN Transwell SZEGHFSY SEMA6D X TNBC 4l fifd {1t 1 £% F112 22 (1 21 ; cBioPor-
tal B4 2 A GEPIA2 $C 7 i ikt 5 HL O AR DG 6 R, RIRR OY 3 A (aurora kinase A, AURKA) , =415 B2 Rl G i 4146 53 T
AURKA 7 TNBC Fl8 55 35 Wi 41 40 b i 22 55 /KO K L 55 58035 I R BEARFAIE 1) 56 3R s Western blot 5258 43 BT Ik SEMAGD &
AURKA (9335 F0 b K 0] B4 A0AE X br B B 1 B % 15 #2811 (Claudin-1) (£5%5 2 11 N(N-cadherin) F1j % & [ ( Vimentin)
FERMEN, R WS BT G AL 45 B 5 R, SEMAGD 7E TNBC 4140 b ) 32358 T g2 MR 4141 (35 P <
0.05) , AURKA #£ TNBC 2 2 () 3235 i I 5 JE g 4141 (3 P < 0. 05) ,SEMAG6D 1 AURKA 7£ TNBC Hh ik 2 M (P <
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<0.05) ; Bk SEMAGD {233 TNBC 40 9348 R ZERE 11 (¥ P <0.001) ; Western blot 45 5L 1% , Bl SEMA6D J5 AURKA 2
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SEMAG6D X} TNBC A=) 2% 47 My () 5% e Je 5 AUR-
KA R KR
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AB B EARA AR50 PR T 2 411k 2 Wl TNBC.,
ZH 2B A i %o IR 2H 2 R 55 21 4 (BB R 7 2% >
2 cm) 3 AT HURE TN 4% WV MR AT [0
OB PR G il 35 A i A ALY o A
FEAE 43R A5 38 R0 [F) 58, A S2 0 2 3l 2ok 22 8
BB 2 55— B I s e 46 B0 22 01 23 i AL o (AL o
£-.2024284)

1.1.3 %KM R4 0IH (s 4E AR AR A P 4
ARABRA A, 4% 5 087-150 ) ; DMEM 1% 5% 5k | RP-
MI1640 5355 DMEM/F12 1535 55 PBS () M 22 2k
K RAL 2R H R AT, 185 : 11966025 11875176
11320033 ,10010023) ; &5 1 24/ RIPA( B =
KAEARAGBR 7], 525 PO013C) ;3 F 45 46
B E (Pl EWEARARAA, 185
PV-9000) ; fie it A SEMAG6D (b 5t Ui A< 5 A 9 B
AR A T, 575 : TA351645 ) ; Fahit A AURKA | ff
Pt GAPDH 'R %% #: 8 1 1 (Claudin-1) (55552
I N( N-cadherin) .} £ % [ ( Vimentin ) ( 37 = J&
N, B S 10297-1-AP, 60004-1-Tg, 28674-1-AP
22018-1-AP ,10366-1-AP)

1.1.4 F Z#HMBAE  Transwell /NE (£ H
Corning A F], 535 :3491) AT HEAN (VLIR s
YR A BR N W), %15, JIMBIO FIL) 1% 58 55 .00 4L
o m WIS B AR A R A | S . TDZ5-WS) | &
B O ML (ZEE beckman coulter 237, KI5 Mi-
crofuge 16) fHIRHRY % (LI RIS BIHECA A
A, S ZD-85) A RE AR (B R I3 A AR
TN S ZHWY-344)

1.2 7Fi&

1.2.1 3% E 54 it GEO FudE
(GSE38959) 43 #1 TNBC F4i 55 g 4 41 22 55+ =
IRBEDH, B e 2500« 1log, FC1 > 1, H. P <0. 05, 34 th
VB 35 A4, T IRSE 24 A~ R TE S B R
UALCAN i#—#43#r SEMA6D 7E TNBC F11E % 2%
HA Y FRIE K B T B P2 cBioPortal
GEPIA2 iz 5 5 ik th 5 SEMAG6D i AH G iy HE 1A,
153 H B 5 AURKA , FIITES 885 %2 UALCAN i
— 3 it AURKA 1£ TNBC FlIE 5 L 2H 2 v i 3
KK

1.2.2 %% 404¢ (immunohistochemistry , IHC) ¥
A1 5 AL Y TNBC AR 25 6 s 4 2Ltk A7 2k 4
pm P, Y k E 95 CEFEHERE 30 min, SR 5k
A 65 CHEFEHE - 2 h, >R Envision P 2532 46 )
SEMAG6D #1 AURKA 7£ TNBC F145 5235 i J8d 4 21

R A FRIBKT . @KL Frigmesh e R
i AL S BT SEMA6D (1 : 50) & AURKA (1 :
100) i e & AR5 ARt B/ 1eG KA W
(2B ZIRBEF 15 ~30 min \DAB {4 IR A
Y B RE CBEMLK L W AGE I A RS A
25 H 152 . SEMA6D & [ Al AURKA & 1334 T 48
JHLJST , 20 5 v o B G s e €5 R SRy BAYE  E PR
o BRI SR FHOBUR ¥ 19 R, Bk U0 R BE AL I S A
LR (% 400) AR 8 = RGEHATIEAT,
SR AT 7 2L 40 1) A R L (B 5 B Sy 0, 9T 5
HHCE XTI TCE AR 0 45 IR BN 1 4, BEIR
N2 3 IV BT A 1% ~25% R 1 43 ,26% ~
50% K2 4% ,51% ~T75% 3 43 16% ~100% Hy 4 45, Wi
FAHPRI RS 1 ~2 7 WRFE 3 ~8 S Edis ™
1.2.3 mpzs A TNBC 40l % MDA-MB-231
R B i 293 T 765 A 10% 4 135 , 1% (75
- HER R AP DMEM JE R 5L 5 33 R 4%
4 37 C 5% CO, fHiRAH .

1.2.4 MEAdmm i shSEMA6D /7441 F,
shSEMA6D-1 :5'-CTGGCAGGGATCAAGTTTATA-3';
shSEMA6D-2; 5'-TGGCCAGCGATGCCGTTATTT-3',
$ 11,25 weg HAYFRL 3. 75 weg pMD2G 7. 5ug ps-
PAX2 AT MA 330 wl 0.1 x TE ¥ ,56. 5
wl ALES R, I JC R 7K 2 570wl s 22 18 & %
A 570 wl HBS ¥k, % i E 15 min; 5 RHR A
WIS ZIEIMA 293 T HHMIIFHES) . WdEwi i big
WO 0.22 pm P8 A )8 f5 8% %« MDA-MB-231
YN, A I AR 25 R i 2R GA B By ORI R i
R . BeJE U EIRTR A i, SR T AR 1 5T R
(Western blot, WB ) S5 %} 4 YL &4 8 R A7 A, ) 4
W T IE 2R 555

1.2.5 WB 5% I 53 42 A0 i S 2 1
N B VR BE S5 T B AR 22 o =, 3647 10% SDS-
PAGE #ERHLTK , fH I 225 mA B4 FH4 5 90 min,
TR 1 x PR P = i 4] 20 min, —$i GAPDH
(1:5000),SEMA6D ,AURKA . Claudin-1 \N-cadherin ,
Vimentin(1 : 1 000)4 CH¢E 7. W Hf# ] TBST
VEWRGEIR 3 Y (10 min/¥R) J& , —Hi (B AR hidhik
1:10 000 7E TBST s ) I H 1 h, TBST i
WRBERE 3 (5 min/R) J5 i 1] ECL W52 5%
1.2.6 A RIRER 76 fLB A4 x10° 4
TNBC 4l ifd, B2 N LGS 20 i 22 3559 73 A 1 15 55 LIS
PMEAESMRRE, 10 wl TSR AEfL b Rl il — 4%
HZ, BN TG IR A IR R A E i A E N
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MRICS%, 24 h )5 FEOCTE [R)RE O B 41 IR T3 AR 58
AL

1.2.7 Transwell 522 i [ Transwell /NE 1741
JIERS MR ZE AT . IBO £ (K TNBC 41 i,
TCILHG R TR 4 M LA S5 x 10° A/ml By 2 T,
200 wl A Bz, 38 10% 15774k 800 pl
AT 2,37 CHEFR 24 h g o/ NERGE ] 4% 25
P PB4 ] YA [0 58 00 30 miin Ji, 1] 0. 1% 45 5 58 YT
Jed 1 h MR L L EE b ry g, 76 B 5dE
NG I RS W /N A R AR
SR B TR A BRI, 5 220 PR IR 525
1.2.8 %itsa®  ffiH] Prism9 31758112
G0 TR SER AT B AT 3 WK, et A R IS %
+ HRUEZE R IR . P BRI A ] Students ¢ 46
Rt AT 3 A , Z2 2] HEBE 5 2K 07 2270 H ( One-
way ANOVA) FE47 73 M7, = = 41 18] 1 19 1 L 350 oR
Tukey 555 , P 2H [A] #4) B L 1 G350 - O 46 46 ik
F193 M, A AL 43 B >R ] Spearman £k AH 56 73 7
P <0.05 HZm A GiT# R,

2 HR

2.1 SEMAG6D 7£ TNBC iR ZEKFERESIGK

A ype C

20F

SEMA6D mRNA relative expression
S

SRIBAFERIE B X GEO $diE 4 ( GSE38959)
43AF TNBC FNIE % FLAR L 20 22 R 3k HE N, 15 3
VRFER 35 A, FIRIER 24 A, DI E,
1330 H 3L B SEMA6D , iz MK fE TNBC 4 21 3k
AT (B 1A), UALCAN %32 ¢ 2 7%, SEMA6D
mRNA 7£ TNBC H )38 KR F 1E 7 FLAR 4L 21 (¢
=2.63,P <0.05,[& 1B), i@t IHC ¥l SEMA6D
7£ TNBC Figi 55 3F b 98 21 23 b 19 22 35 /K8 JE AT,
45 7R : SEMA6D F= %L v T 405, 72 TNBC 44
ZU IR AT o LI S T S AR L 4L (P
<0.01,E 1C 3 1) ;3 —24>Fr SEMA6D ik 5
BE RIS HOCR 45 R R : SEMA6D fik k34
bRy N NN L R R o QN 177 e
R (¥ P<0.05,32),

%1 SEMAG6D ZH7# TNBC HLFERE
EMBHARRRIE [2(%) ]
Tab.1 The expression of SEMAG6D protein in TNBC tissues

and paracancer non-tumor tissues [ n(% ) |

SEMAGD X I
Sample -
High Low value value
TNBC 25 (30.5) 57 (69.5) 12.71 <0.01

18 (37.5)

Paracancer non-tumor tissues 30 (62.5)

TNBC tissues Paracancer non-tumor tissues

1 SEMAGD 7 TNBC AL p3RIAKF B 5 KRB EFFIEAE X

Fig.1 The expression level of SEMA6D in TNBC

tissues and its correlation with clinicopathologic features

A: Heatmap of screening key gene SEMA6D based on GEO database
( GSE38959) ; B: The expression level of SEMA6D mRNA in TNBC and normal breast
tissues from UALCAN database; C: The expression of SEMA6D in clinical paraffin
sample sections detected by THC (a, c: x100; b, d: x400); a; Normal breast

group; b: TNBC group; * P <0.05 vs Normal breast group.



B EMKRFF® Acta Universitatis Medicinalis Anhui 2025 May;60(5) <791 -

*2 SEMA6D ZH5 TNBC £&
e RAEEEFHERI R R [ n(% ) ]
Tab.2 Relationship between SEMA6D protein
and clinicopathologic features of TNBC patients [ n( % ) ]

L SEMA6D X P
Characteristic :
High Low value value
Age (years) 3.719  0.156
<35 1 (4.0) 5(8.8)
35-55 18 (72.0) 28 (49.1)
>55 6(24.0) 24 (42.1)
Tumor size (cm) 7.535 0.006
<2 15 (60.0) 16 (28.1)
>2 10 (40.0) 41 (71.9)
Menopausal state 0.284 0.584
Premenopausal 13 (52.0) 26 (45.6)
Postmenopausal 12 (48.0) 31 (54.4)
Grade 5.924 0.015
[+1 13 (52.0) 14 (24.6)
| 12 (48.0) 43 (75.4)
Stage 6.839 0.009
I 13 (52.0) 13 (22.8)
I+ 12 (48.0) 44 (77.2)
Lymph node metastasis 4.181 0.041
No 24 (96.0) 42 (73.7)
Yes 1(4.0) 15 (26.3)
Ki67 0.091 0.955
<25% 3 (12.0) 6 (10.5)
25% -50% 8 (32.0) 20 (35.1)
>50% 14 (56.0) 31 (54.4)

2.2 BER{K SEMA6D %t TNBC 4T fEZE W
B0 HIRZE SEMAGD i TNBC 4= ¥4 47 K 5%
i) , i MDA-MB-231 4ii ffg k47w AR R i i R
Fgd, JF R 4T WB S5 56 UF 50K, 45 R Bn : SE-
MAG6D i IRA1%) SEMA6D i [ Z ik K1 I B AIG T X
HRZH (¢ =27.71 18. 14, ¥ P <0.001) , 2 B Bk &
SN F A A (T 2A) 5 20 i R I 45 R
N i I SEMAGD 2Z I, 240 i 0] I A 45 3 B 1) gk P
FRTHEL (1 =9.673.9.661,3 P <0.001, & 2B);
Transwell 324625 B 1 7R . SEMA6D &% i) MDA-MB-
231 YT RE HE 77 (¢ = 28. 43 34.28 34 P <0. 001,
2C) FfEZ8Re 1 (1 =17.52 .12.95, 34 P <0. 001,

& 2D) ¥4 0 G 1
2.3 AURKA 7£ TNBC HAHHPRIEKERHES
GRRIBEFMERIZ R FIH A FF B E i 5 SE-

MAG6D TAH SR LA, 15 5 H 92K i AURKA (P <
0.001, 3A), [ J5 UALCAN %3 8 i 7% AURKA
mRNA 7¢ TNBC H )23k K 8 T 1E % FLIR A 21 (¢
=2.622,P <0.05, & 3B) ; il THC £l AURKA

£ TNBC HUEE 55 A felieg 20 20 b ) e 3k KOE A, 45
7R AURKA F2 2058 A T4 g Jit, 78 TNBC 4441
PR TSR MR 4281 (P <0. 05, 18] 3C, 5%
3) s 2E— 200 TNBC (91 PSR PSR, 45 2R B
AURKA (5 2235 S8 5 I /0N iieg 2 4200 i
PRIT IR L A5 5672 B i (2 P <0. 05,3 4) .

%3 AURKA EH7E TNBC A4
EEAEEAR PHRIE (n(%) ]
Tab.3 The expression of AURKA protein in TNBC tissues

and paracancer non-tumor tissues [ n(% ) |

AURKA C P
Sample -
High Low value value
TNBC 41 (50.0) 41 (50.0)
5.384  <0.05

34 (70.8)

Paracancer non-tumor tissues 14 (29.2)

*x4 AURKA EH5 TNBC &
e RFEEIFERIX R [n(%) ]
Tab.4 Relationship between AURKA protein
and clinicopathologic features of TNBC patients [ n( % ) ]

. AURKA X P
Characteristic
High Low value value
Age (years) 3.258 0. 196
<35 4 (9.8) 2(4.9)
35-55 19 (46.3) 27 (65.9)
>55 18 (43.9) 12 (29.2)
Tumor size (cm) 4.201 0.040
<2 11 (26.8) 20 (48.8)
>2 30 (73.2) 21 (51.2)
Menopausal state 1.222 0.269
Premenopausal 17 (41.5) 22 (53.7)
Postmenopausal 24 (58.5) 19 (46.3)
Grade 6.681 0.010
I+1 8 (19.5) 19 (46.3)
| 33 (80.5) 22 (53.7)
Stage 5.632 0.018
I 8 (19.5) 18 (43.9)
I +1I 33 (80.5) 23 (56.1)
Lymph node metastasis 4.970 0.026
No 29 (70.7) 37 (90.2)
Yes 12 (29.3) 4(9.8)
Ki67 5.149  0.076
<25% 2(4.9) 7(17.1)
25% -50% 12 (29.3) 16 (39.0)
>50% 27 (65.8) 18 (43.9)

2.4 SEMA6D 5 AURKA RiXtHE MR 33
BRUELRA EMT B9800 THC 255 /576 TNBC 41
Zirf SEMA6D %5 [ #il AURKA & s #RisH 7
il AR 2R ik # 23 il SEMA6D 2K [ & 3% ik 1
AURKA & FIRFR A 4 18 451 \SEMA6D £ (AL 32 35 1M



£ 792 - B EMKRFF® Acta Universitatis Medicinalis Anhui 2025 May;60(5)
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X
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£ 40t
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0 a b c
C a b . s00, MPA-MB-231
5 400}
‘gt 300F sekk kRk
Migration 5o % 200k 1
= g 100F |=—|
0
a b c
=)
D a b ¢ S 250 - MDA-MB-231
G
5 200
a
2 150
Invasion ,qg 100
(]
2 50
>
S0

E2 #E SEMAGD %t TNBC fARE B2 M
Fig.2 The effects of the knockdown of SEMA6D on TNBC cell migration and invasion
A:; WB detection of SEMA6D protein expression levels in three groups; B: The effect of the knockdown of SEMA6D on migration of MDA-MB-231
cells determined by wound healing assay x40; C: The effect of knocking down SEMA6D on MDA-MB-231 cell migration detected by Transwell assay x
100; D: The effect of knocking down SEMA6D on MDA-MB-231 cell invasion detected by Transwell assay x 100; a: shCirl group; b: shSEMA6D-1
group; c: shSEMA6D-2 group; ** * P <0.001 vs shCtrl group.

A B ¢ 80r * C
7 P-value<0.001 g TNBC tissues Paracancer non-tumor tissues
~ =-0.34 8
Z 6 2 60f
> o
< 5 2
M 5]
& 4 o 401
= <
<3 Z
ERp) E 20f
1 2
0 2 4 6 = 0 a b
log,(SEMA6D TPM)

3 AURKA 7£ TNBC HARKRIEKE R SIEKFREFENEXE
Fig.3 The expression level of AURKA in TNBC tissues and its correlation with clinicopathologic features
A: Screening for genes negatively associated with SEMA6D based on the cBioPortal and GEPIA2 databases; B: The expression level of AURKA mR-
NA in TNBC and normal breast tissues from the UALCAN database; C: The expression of AURKA in clinical paraffin sample sections detected by THC
(a, c: x100; b, d: x400); a: Normal breast group; b: TNBC group; * P <0.05 vs Normal breast group.
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AURKA 7B [ 7525355 34 {5, TNBC £[41rh SEMA6D
HHFRIKKFH AURKA 8 H R 5K &2 Uk
(r=-0.291,P <0.01,% 5) ; flf i WB £l @ %
SEMAGD J& AURKA ZE [1 5% |- J% 8] i 5 4k ( epitheli-
al-mesenchymal transition, EMT) #5759 25 [ ) % 1A
K S5 R BRI SEMAGD J5, 41 il AURKA 3%
IR B b R ARAEY) Claudin-1 323K FEAR; 18] 58
JEkr Y N-cadherin 1 Vimentin 2 35 T 5 (£
—14.32 11.58 ,15pr . 7.09.9.78 1y, =13.17
9.87 ,t,upxs =6.64.8.93,¥ P<0.01,K4), AL
ZERAEH]RK SEMAG6D 1) 3535 RE W6 4 37F i 98 4 ffd
AURKA py5RikF1 EMT i i

%5 SEMAGD 5 AURKA F 57 TNBC AL g X1
Tab.5 Correlation between SEMA6D and
AURKA proteins in TNBC tissues

AURKA P
SEMA6D n r
Low High value
L 2 4
o 3 3 ST 0,291 0.008
High 18 7 25

3 i

T ER PR fll HER2 %550 F2RBMR0L, 7T LUK
FLIRIE 4> R B 52 (R FH P \HER2 BHEF1 TNBC =
FRFAY, TNBC 2 L 8 oW i A5 B e v 9 32 28
WG E2, BATIIRIT I 8 226 FARIGIT Ak
JERBT o SR, — &6 TNBC HR 3 7EHI21 B 45

i TFAREHL, AETFARIGIT TNBC M FRAEST A58
SELAARRE ALY 8 £ H R A AF] 30% 1Y) TNBC
BEPAGE RN, B R SE AT 5 T4k TN-
BC AL P, R B IAYT HE S 4 R TNBC
S BRI Bls HAT B S

SEMAG6 5k T 5 I 11, Healhity th SEMA
SRR 55 HRES A SR L 5 205 4 S A ik, SEMA. 45y
HAGTNEAMMATBEAZERNESRF,
SEMAG & 5115 8 1 RE 93 o 8 5 52 1A I = IR VL
fiff ( receptor tyrosine kinases , RTKs ) 3 == H: [7] 45 44 45§
N AP 22T B2, 5 4 E RTKs 19 40 i
FOo AR, R R R T W N i AR A PIBK/
Akt \MAPK/ERK Fl%5 — 5 {55 , X L858 % 153 7 1Y
ST S SRR B R & JE T . SEMAGD 7R £l
TRd o S 23, ol 25T ST R SEMAGD 2B 178
R Rk, 5 B R R R R
RELSE 565 A1 TNM Z) 0142 IEHI5E . Duan et al'®’ ff
98578 SEMAGD 7' 17 W 400 i i 2H 24 vp 1 351K
TIEE AL, i Rk al 4 B 7 B A0 e i 4 5 T
BRI Z. SR, SEMA6D 77 it TNBC .24
FE P A BT . PR, A58 Je e T UAL-
CAN %48 FE 4y #1 & 1 SEMA6D 1) mRNA 7K 3 7E
TNBC H 335 1 25 F I, F — 20 3 2ok i RATE AR G )
KI SEMA6D i TNBC 2H4H {323k, H SEMA6D
FEIR 5 IR RN 03 R I DR 23 S AR 25
R 5 A K, KR SEMA6D 1 TNBC i)
AW IRE , AW T R E IR IS SEMAG D )

MDA-MB-231
a b c
5 Ja kkk
Claudin-1 b
=F 1
= 4r ek ko
N-cadherin i)
o —-I; Tk k
o _-I—_ koskok
Gy 3 -
Vimentin e T
o
2 ok
£ 2f
AURKA s
2
GAPDH e R ok % %
MDA-MB-231 0 Claudin-1 N-cadherin Vimentin AURKA

El 4 &% SEMA6D 3 AURKA HIE B FRIZK EMT EBHAREWHI#IE
Fig.4 The effect of the knockdown of SEMA6D on AURKA expression and EMT protein marker

a: shCul group; b: shSEMA6D-1 group; c¢: shSEMA6D-2 group; * * P <0.01,

** " P<0.001 vs shCul group.
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MDA-MB-231 4ff jfd 7 17 4K &) 55 55, 45 2R 3¢ W] ml A%
SEMAG6D HefgAR#E MDA-MB-231 41 fifd (15 5% Fi1 {12 22
)1, LAE$E/R SEMA6D BEfEHI i TNBC 2 i)
HEAEWAT R .

AURKA J& F 2251/ 73 A R i , & 5 HAh %K
T 7 A BE AR SE I A S5 A B, A
PRI TEA 2257 34 R v R P A B 43 34 B R %5
FEAVE MY . AURKA 13 3 15 58 5 R 97 19/ 98 725
RAAEA RSB i v, B8 i 25 e AL
J IR A5 5 0o (0 240 SR SR TS A0 A0S R
AT EINSEE I T 15 515 3 S SRR A AR ETE
EMT FU i 1 20 6 76 98 7 g & A Fn i Jie v & 4%
ZRVE RN o A BT B T A SR P O vk DL &
UALCAN 548 5 4307 % B AURKA [ mRNA 7K SEAE
TNBC w33k i 3 bR, 1F— 25 3 2o i PRASE A< 4G )
%P AURKA 7 TNBC 44 b 361k, H AURKA 3%
K5 MR RN (LR G G R Sy BRI L 25 54 S
PR IEMISE . X 55ERTE TNBC frddfaE —a0 ",
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SEMAG6D inhibits the malignant progression of

triple-negative breast cancer through AURKA
Zhou Jingni' , Zhao Rongrong' , Luo Wenwu', Wang Xian>, Guo Qianying', Wu Zhengsheng'~
(' Dept of Pathology, The First Affiliated Hospital of Anhui Medical University, Hefei 230022 ;
*Dept of Pathology, The Second Affiliated Hospital of Anhui Medical University, Hefei 230601 ;
*Dept of Pathology, School of Basic Medical Sciences, Anhui Medical University, Hefei 230032)

Abstract Objective To explore the role of semaphoring 6d (SEMA6D) in the malignant progression of triple-
negative breast cancer (TNBC). Methods Bioinformatics and Immunohistochemistry (IHC) were used to analyze
the expression level of SEMA6D in TNBC and paracancer non-tumor tissues and its relationship with patients’ clini-
copathological features. MDA-MB-231 cell line stably knocking down the expression of SEMA6D was constructed
and the effects of SEMA6D on migration and invasion of TNBC cells were investigated by Wound-healing assays and
Transwell assays. cBioPortal and GEPIA2 databases were used to screen out the gene negatively associated with it,
namely aurora kinase A (AURKA). Bioinformatics and THC were used to analyze the expression level of AURKA in
TNBC and paracancer non-tumor tissues and its relationship with patients’ clinicopathological features. Western
blot assay was used to analyze the expression of AURKA and the effect of epithelial-mesenchymal transition ( EMT)
makers Claudin-1, N-cadherin and Vimentin after knocking down SEMA6D. Results Bioinformatics analysis and
IHC results showed that the expression of SEMAGD in TNBC tissues was significantly lower than that in paracancer
non-tumor tissues ( both P <0.05). The expression of AURKA in TNBC tissues was significantly higher than that
in paracancer non-tumor tissues ( both P <0.05) , SEMA6D and AURKA were significantly negatively correlated in
TNBC (P <0.01). Both low expression of SEMA6D and high expression of AURKA were positively correlated with
tumor size, tumor histological grade, clinical stage and lymph node metastasis in TNBC patients (all P <0.05).
The knockdown of SEMA6D significantly promoted the migration and invasion ability of TNBC cells (both P <
0.01). Western blot results showed that the knockdown of SEMA6D upregulated AURKA expression, promoted the
expression of N-cadherin and Vimentin, and inhibited the expression of Claudin-1 in tumor cells. Conclusion
Down-regulation of SEMA6D expression in TNBC may be involved in the malignant progression of TNBC through
up-regulation of AURKA expression and promotion of EMT.
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