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Inhibition of CD36 and Nogo-B expression inhibited the
proliferation and migration of triple negative breast cancer
cells

WANG Chengyi, HAN Jihong, CHEN Yuanli’

School of Food and Bioengineering, Hefei University of Technology, Hefei 230601, Anhui, China

Abstract: Cluster of differentiation 36 (CD36) is a membrane glycoprotein receptor capable of
binding and transporting fatty acid. Nogo-B regulates the metabolism of fatty acids in the liver
and affects the development of liver cancer. To date, it remains unclear whether the interaction
between CD36 and Nogo-B affects the proliferation and migration of breast cancer cells. In the
current study, we aimed to determine whether the interference of CD36 and Nogo-B affects the
proliferation and migration of triple-negative breast cancer (TNBC) cells. The results showed
that inhibition of CD36 or Nogo-B alone can inhibit the proliferation and migration of TNBC
cells, and the inhibitory effect was more pronounced when CD36 and Nogo-B were inhibited
simultaneously. Meanwhile, it was found that inhibition of CD36 and Nogo-B expression can
inhibit the expression of Vimentin, B-cell lympoma-2 (BCL2) and proliferating cell nuclear
antigen (PCNA). In vivo, knockdown of CD36 or Nogo-B in E0771 cells reduced its
tumorigenic ability, which was further enhanced by knockdown of CD36 and Nogo-B
simultaneously. Mechanistically, inhibition of CD36 and Nogo-B expression can decrease fatty
acid binding protein 4 (FABP4) and fatty acid transport protein 4 (FATP4) expression. Moreover,
overexpression of CD36 and Nogo-B-induced cell proliferation was attenuated by FABP4
siRNA, indicating that inhibition of CD36 and Nogo-B expression could inhibit the absorption
and transport of fatty acids, thereby inhibiting the proliferation and migration of TNBC.
Furthermore, inhibition of CD36 and Nogo-B expression activated the P53-P21-Rb signaling
pathway which contributed to the CD36 and Nogo-B-inhibited proliferation and migration of
TNBC. Taken together, the results suggest that inhibition of CD36 and Nogo-B can reduce the
proliferation and migration of TNBC, which provides new targets for the development of drugs
against TNBC.

Keywords: triple negative breast cancer; cluster of differentiation 36; Nogo-B; proliferation;
migration; fatty acid
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21 fif1 9 (hepatocellular carcinoma, HCC)H' CD36
I A TR B2 IR 25 1 (oxidized low density
lipoprotein, oxLDL)W Y5, M i Nogo-B %=
ik, WE YAP 5 S BEI HCC A&

http://journals.im.ac.cn/cjben

I, 7TEMEM kKA K, CD36 fil Nogo-B 17
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Figure 1

CD36 (A) and RTN4 (B) mRNA expression data were retrieved from the gene-expression profiling

dataset (#206488 and #210968, respectively, from Kaplan—Meier Plot database). The data were then used to

conduct the Kaplan—Meier analysis, respectively.
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1.1 R FIFabr Rt

DMEM =5 7R 3L . RPMI 1640 1557501
H Biological Industries; Ji§ Jit /A& 1% fR %% YL i 57 1
H Sigma; %5876 . AceQ qPCR SYBR
Green Master Mix W [ 1§ st i A YR A
FR/\H]; anti-Nogo-B HUKIA H Novus A+l ;
anti-BCL2, PCNA ., HSP90. CD36. Vimentin,
P53. P21. Rb Il GAPDH #i{&lJ [ proteintech;
AL RNA $2BGLF 4 [ biosharp; /) RUEEFEFLIR
PR R E0771. /NERBEREZLIRE AN R 4TI
MFLIR 40 2 MDA-MB-231 ¥l [ 3£ =
ML 7R B 5 W L8 56K o0 (American Type Culture
Collection, ATCC),
1.2 CD36 5 Nogo-B siRNA #id FRiAF &
SO AFES

CD36 5 Nogo-B siRNA #JIt [ ) £ 1 2E
Y ARA IR W [RI, #)2#T CD36 1 Nogo-B
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R 2ok 238 R (e A e R s AR B T 2 9 51 )
FRalingk 1 fro). W AP MCF-7 4iji
RNA, S 5% )5 W B IR 5 | Wy kAT 55 i S
)W (polymerase chain reaction, PCR), k15 CD36
Fl Nogo-B ik #ik HI F Bt PCR j=¥4tid
MUY | 3 SOV A T3 Rk R py e, H
i CD36 i#%# pCMV-HA # 44 , 1fii Nogo-B %
pEGFP-C2 # ik . A By 2 A R 4700 e 25
1.3 ARSI RIE

P A 58 e B IR B AE 6 SR P kAT B
¥, MU BELE 50%/AE AT, ] RNAIMAX
BRI AN AEIES T siRNA #5Y, siRNA TAEHE
A 20 nmol/L. ¥4 24 h J5 B 5E R 7 L4k
ZedigR 48 h, WORANRAE TR RNA FEA, &
[ Jii E[J 38 (Western blotting) Fl 5& B} 2¢ Y6 & &=
PCR (quantitative real-time PCR, qPCR)Kﬁ?ﬂ'J 53
R MY TR 80% AT I, AR AR
a0 Xk 2 i A T 2ok e ik A A e e (6 LA,
2 ng/fL) e Uk 12 h Ja 8 e SR L Ak e 1 57
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Table 1

Primers used in the construction of overexpression vectors

Primer name

Sequence of primer (5'—3")

CD36-F
CD36-R
Nogo-B-F
Nogo-B-R

AAATCTAGAGATGGGCTGTGACCGGAACTGTGG
CCACTCGAGTTATTTTATTGTTTTCGATCTGC
ATGAATTCATGGAAGACCTGGACCAGTCTCCTCTGG
CAGGATCCTCATTCAGCTTTGCGCTTCAATCCAGGG

12 h, WEEANIEE M RNA FEAS, F Western
blotting 1 qPCR Fi 1 FIBRCE
14 NEBEEILIESSA

/N BRSBTS 2 S 5 50 ) i
HeMZ G it (%S . HFUT20210910001),
C57BL/6] /NRIW A VLI EZE R A HAR A
FRZSH . C57BL/6T /INE(ZY 8 JHl i i B ) Bt #1153
M4, B4 S5 2, 435052 Control 4 . siCD36
4 . siNogo-B 4. siCD36+siNogo-B ZH ., #EHl
1-2 d 420 UL B 3BT 9 B &, DABK 1k B2 ik
T 400 T T8 8 240 B DA . EO771 240 i 43 il e
FH %} B siRNA . CD36 siRNA . Nogo-B siRNA
1 CD36 siRNA+Nogo-B siRNA, 4 iYL 24 h
J&, RIS, W S8 G R RSG5 48 h,
SR B IR Y A M A T AR L PR, ek B,
] 15 mL .04 A 3 mL PBS, 04 i fif
HA 51, B S0 ul 20 B B 20 £i5, IF
A BRI RO AN, R
100 uL 5x10° /™4 i /¥ B2 i A PBS H 41 ifd .
WEHL 100 pnL 4 MR, B4 T/ B SE 3L
b, NS 7 KIFGG, B 3 RIE MR RN,
F 21 d 45REE . AW )E, H COy & ARIE
ANER, WA /IN BRI R 2 2
1.5 ZHpEiEFR

ARSCHEF 3 FhAife R, 00 = B RL R
FEAN L Z& E0771 . MDA-MB-231 £l 4T1, E0771
FH RPMI 1640 3535 5235 35 (5 10%18 4 i , 1%
WHL), 4T1 Fl MDA-MB-231 4 il DMEM 7
PERE SR LB IR (& 10% 05 4- L3 . 1% AT -
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3 Pl A3 T4 2 5% CO, B4 M85 3546 Th i1 7
Br R
1.6 MTT & NApEE =

Fie FEAEFL(96 FLAR) 1x10* ANZH (100 pL)
U M B, AT A 96 FLAR R, SR H ik
£ 37 °C. 5% CO, (¥EFA ik TH IR . Fed
FELIU B I A T AR O 25 0 A A B . SIS W
EREFREL, BB IIAS 0.5 mg/mL MTT B RUCE;
Fehk, AMOICE TRFAATDIEE 2-4 ho WEHS
Fidt, BALINA 150 L DMSO, #E2KBE & 15 min.
i FH AR AL (A AR AT BR A W) F 550 nm il
FEIROGAE
1.7 “HRASEfESE R SEIE

MRS 2 R REAL 2 000 S 4H (1 mL)
W HUE B AR R 6 fLIR, BREBmAIGIT
BAIE 37 °C. 5% CO, M FEffirhiGg: . dips
34 h BB I HSE I A R UE T AL B, LR R
A TERE R A B T 50 4. Bt 6 FLAk,
LA 1 mL &5 @504, 444 5-10 min, H]
PBS PEHIER AR ML S Y E IR . & A
33%1 £ R 7K 7 TR B B0 R PN 1 245 A R e R
FRFLIRE 100 pL (B2 3 R E 96 fLHR, FF
FI B AR AE 570 nm AZbAS I L0 A
1.8 #HEXIREH XL

12 fLAR 4R A RS TF ARG 2] 80%—-90%
BF, F 200 pL 46k 7E LA <+, H
WG PBS WEUE, MASEEREFE, H 5459
BEAEATIOIE, 24 h 5 B — R, TR AN
THH,
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1.9 Transwell ZARA{ZZE 501G

W e G S 110 20 LD TR T 3 A o B 24 i
W, THECE RJC ML VE B IR LR R A =
10°-10° N4 ffd/mL. BiJ5 i 200 pL F F&=
TN 650 pL FrEE A 10%10 I 185 R B
F% 24 h, BRE L NMRAIM . 35 1%45 &
LY (a 10 min, B FEIAME, AR5 Image J
B A i g
1.10 R

Ab 33 ) 240 P PR A T IR AL, TS0 AIL
PEATE L, 3 1, FH PBS B4k s],
FENNA 200 uL PBS F R 20t o 45 A8 47 11%) 44t e
BIRINA-20 CHEH 70% 2B, [H5E 10 h
DL b ZIE e, 1000 r/min, 4 °CE.L>
8 min, 7+ &, HIWIA K PBS XF 40 ik A 1l Uk
2 W, $EFHM 200 puL () PBS EEAIM, A
20 uL RNase A {7 #l 20 uL PT35I 40, il
W 30 min, 35 FH A MLASCHES TR
1.11  ZARAT

Ab 3RSk %) 240 L PR A T IR AL, TS0 AL
HEATE L, FF 1E, FH PBS KA a ek s,
Wt 1-5%10° N4, R TR PBS VeV 4
2K, FFRIFE 1 800 r/min., 4 °CES.L» 5 min,
JIA 100 uL 1x45& R opil, R s] 2 g
M B, A 5 uL Annexin V-FITC fl 5 pL
PI QLo , BHEEWE]; L. & (20-25 °C)
BEF 10 min; JIA 400 pL 1x454 2% i, &
BIRS, PEERESTE 1 h A0 4
i
1.12  Western blotting

29 4k P 5 B P 1 R A v B i
#HH, Western blotting ;] CD36. Nogo-B.
Vimentin, BCL2, PCNA. Rb., P21 F1 P53 &
122k B Image T B0EXT 45 REATS 3
I3
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1.13 SERPRYEEE PCR 43 #fi(quantitative
real-time PCR, qPCR)

2 i A PRS2 U ] RNA - 2 B 5 452 B4
LB RNA . SR G Sl ) &0k B RNA e
SEH cDNA. qPCR %iilll CD36. Nogo-B. Rb,
P21, P53, CCNA2. FABP4 #il FATP4 mRNA
IR AR S R RS 51 L3 2.
1.14 B &ERS

HIARFEAR : Q=E(A+B)/(EA+EB-EAXEB),
EA EB 7313675 A 1 B b 5L D8] B0 i 3500
E(A+B)FR/RHE ] A AL B BK A RN o 38 2
I Q (E A 9 b I PR 7R B A& (i R 2 &
T HRMARCR . 2R Q 7 0.85-1.15 Z [N
BLAAR, Q>1.15 HIMFEFER, Q<0.85 Mkt
YER.

1.15 HiEHH

AR EE T 3 U E, FrE/RE
e B A RRMER SR . I /R BN X+s .
FHl GraphPad Prism (FAS 7.0)5F R SEAT t 46
55 (2 2H)5k one-way ANOVA i1 (£ T 2 41),
P<0.05 WITA Ry HLA B 21

2 HERE5M

2.1 CD36 #1 Nogo-B 7 R[5 K B Z| IR F= 4A
MATHNREAGEES

H T #5¢ CD36 5 Nogo-B £, IF 36 41 g
RBRGAHEZES, AT 4 AR ZLIMER
BIF 400 &2 . MCF-7., E0771., 4T1 LI K
MDA-MB-231, H# CD36 5 Nogo-B & A )
B SR UNE 2 Fs, 7 BE0771 5 4T1 4iiffdr,
CD36 %3k # e i , M 7E MDA-MB-231 4iiffd
CD36 AY# ik s /i ; Nogo-B £ MCF-7 5 E0771
YHpf IR, 1F 4T1 5 MDA-MB-231 4
R AK. b TS CD36 5 Nogo-B Y mEI
B o Rk X B Pk LA A L T S A Y
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Table 2 Primers used in qPCR

Primer name

Sequence of primer (5'—3")

mus
GAPDH-F
GAPDH-R
P53-F
P53-R
P21-F
P21-R
Rb-F
Rb-R
FABP4-F
FABP4-R
FATP4-F
FATP4-R
CD36-F
CD36-R
Nogo-B-F
Nogo-B-R
CCNA2-F
CCNA2-R
Homo
GAPDH-F
GAPDH-R
P53-F
P53-R
P21-F
P21-R
Rb-F
Rb-R
FABP4-F
FABP4-R
FATP4-F
FATP4-R
CD36-F
CD36-R
Nogo-B-F
Nogo-B-R
CCNA2-F
CCNA2-R

TGTTTCCTCGTCCCGTAG
CAATCTCCACTTTGCCACT
ACAGTCGGATATCAGCCTCG
GCTTCACTTGGGCCTTCAAA
CAAAGTGTGCCGTTGTCTCT
AAGTACTGGGCCTCTTGTCC
ACCCAGCAGTGCGTTATCTA
CATTCCACCAGCTTGTCACC
TTTCCTTCAAACTGGGCGTG
CATTCCACCAGCTTGTCACC
GGATTCTCCCTGTTGCTCCT
AGGTCCAGTGAGTGTCTGTG
GTGCAAAACCCAGATGACGT
TCCAACAGACAGTGAAGGCT
AGACTGGAGTGGTGTTTGGT
TGGGTGGCCTTCATCTGATT
TGTCACTGCTGGTCCTTCAT
TCCGGGTAAAGAGACAGCTG

TGATGACATCAAGAAGGTGGTGAAG
TCCTTGGAGGCCATGTGGGCCAT

TGGCCATCTACAAGCAGTCA
GGTACAGTCAGAGCCAACCT
CCCAAGCTCTACCTTCCCAC
CTGAGAGTCTCCAGGTCCA
TCACATTCCTCGAAGCCCTT
ACGGTCGCTGTTACATACCA
GGGCCAGGAATTTGACGAAG
AAGTGACGCCTTTCATGACG
AACAGCCTGTACCCTGATGG
CGGTAGTGCCCATCATTCTT

TCACTGCGACATGATTAATGGTAC
ACGTCGGATTCAAATACAGCATAGAT

AGACTGGAGTGGTGTTTGGT
TGGGTGGCCTTCATCTGATT

CACTCTACACAGTCACGGGA
AGTGTCTCTGGTGGGTTGAG
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Figure 2  Expressions of CD36 and Nogo-B in
different cell lines. A: Western blotting was used to
detect the expression of CD36 and Nogo-B protein
in different breast cancer cells. B: Quantitative
analysis of CD36 and Nogo-B protein expression. *:
P<0.05 vs. protein level in MCF-7 cells (n=3).

SN, SRS rhiE R E0771 \4T1 5 MDA-MB-231
YA TS5
2.2 CD36 F1 Nogo-B A& 2k i 3= 14 4 Ay
FpEAFES

N T Hi %€ CD36 il Nogo-B X = B4 L AR J6s
HEFERR I, ¥ E0771, 4T1 5 MDA-MB-231
A4 95 Y« CD36 siRNA (siCD36)a; Nogo-B
siRNA (siNogo-B)al W & H [F] 4% 4L (] 3C-3G),
ot F CD36. Nogo-B [ Fik 8k {4 s sl 1 [A]
YL E0771.,4T1 5 MDA-MB-231 4iififi (18 3A .
3B, 3H-3J). H 4t/ Western blotting fil gPCR
o ) U PN Ao IR R A 3 Fh Al R, siCD36
H1 siNogo-B IR K2l 50%, Tt %Kik
Rl B B A 2 5 A% .
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B Control CD36 OE
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A Control CD36 OE
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Figure 3 Determination of CD36 and Nogo-B expression after knockdown or overexpression. E0771, 4T1
and MDA-MB-231 cells were transfected with siCD36, siNogo-B alone or combination or CD36 and Nogo-B
overexpression vectors, and total protein or RNA was extracted after 48 h. The protein and mRNA expression
of CD36 and Nogo-B was determined by Western blotting (A—D) or qPCR (E-J), respectively. *: P<0.05 vs.

control (n=3).
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2.3 CD36 #1 Nogo-B ERE B #I&HI R 75
HENEKNRER
2.3.1 EFERK CD36 #1 Nogo-B P&{E E0771
BEBNEK

A T AEARNIFFE CD36 Fll Nogo-B Xt feg A
FISEIR , FEE T E0771 /NS ARRI TR, X E0771
4 B B 5% 4 siCD36 Y siNogo-B , 5 H # 2 [
ey, SRR B/ANREE UL AR, 2
R R — A Z NI kA g, A MR R
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Figure 4 Knockdown of CD36 and Nogo-B reduced the growth of E0771 xenografts in mice. A: After
transfection of siCD36, siNogo-B alone or together, E0771 tumor cells were transplanted into the fourth
breast pad of mice. After 22 days, the tumor was collected and photographed. B: The tumor size was
measured every 3 days from day 7. C, D: The expression of Ki67 in tumor tissue was determined by

immunohistochemistry. *: P<0.05 vs. control (n=3).
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Figure 5 Knockdown of CD36 and Nogo-B inhibits TNBC cell liver and lung metastasis. Metastasis of
tumor cells in liver and lung were determined by HE staining. Three mice in each group were analyzed for
the liver and lung metastasis, and the images presented were representative results.
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Figure 6 CD36 and Nogo-B synergistic stimulation of triple negative breast cancer cell proliferation. A—C:
E0771, 4T1 and MDA-MB-231 cells were transfected with siCD36 and siNogo-B or both for 24 h, and the
cell viability was detected by MTT assay. D-F: CD36 and Nogo-B alone or both were overexpressed in
E0771, 4T1 and MDA-MB-231 cells for 12 h, and cell viability was detected by MTT assay. All values are
presented as mean+SD; *: P<(.05 vs. control; #. P<0.05 vs. siCD36; : P<0.05 vs. siNogo-B (n=6).
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Figure 7 Inhibition of CD36 and Nogo-B expression synergistic inhibition of migration of triple-negative
breast cancer cells. A, C, D: siCD36 and siNogo-B alone or both were transfected into E0771 and 4T1 cells
for 24 h (A) or the indicated times (E, F), and the cross lanes were photographed. Then, the migration rate
was calculated. B: CD36 and Nogo-B alone or both were overexpressed in EO771 and 4T1 cells for 12 h, then,
cross lanes were drawn. The photos were taken at 0 h and 24 h, and migration rate was calculated. E, F:
E0771 and 4T1 cells were transfected with siCD36 and siNogo-B or together for 24 h, and the migration was
determined by trans-well assay. G, H: CD36 and Nogo-B alone or both were overexpressed in E0771 and 4T1

cells for 12 h, and the migration was determined by trans-well assay. *: P<0.05 vs. control; *: P<0.05 vs.
siCD36; ": P<0.05 vs. siNogo-B (n=3).
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Figure 8

Inhibition of CD36 and Nogo-B expression decreased the cloning of triple negative breast cancer

cells. A—B: siCD36 and siNogo-B alone or both were transfected into E0771 and 4T1 cells for 24 h. The cells
were culture for 7 d. After crystal purple staining, photos were taken, and then the dye was dissolved with
33% acetic acid. The absorbance of the solution was detected by enzyme label instrument. C—D: CD36 and
Nogo-B alone or both were overexpressed in EO771 and 4T1 cells for 12 h. After cultured for another 14 d,
the cells were stained with crystal purple and photographed. Then the dyes were dissolved with 33% acetic

acid. *: P<0.05 vs. control; #. P<0.05 vs. siCD36;
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Figure 9 Inhibition of CD36 and Nogo-B expression promoted apoptosis of triple-negative breast cancer
cells. E0O771 (A) and 4T1 (B) cells were transfected with siCD36 or siNogo-B alone or both for 24 h, and the
cell was stained with 5 uL. Annexin V-FITC and 5 pL PI staining solution, and the apoptosis of the cells was
detected by flow cytometry. Among them, Q1-LL represents the proportion of living cells. Q1-LR represents
the proportion of early apoptotic cells, and Q1-UR represents the proportion of late apoptotic cells. *: P<0.05
vs. control; ¥ P<0.05 vs. siCD36; *: P<0.05 vs. siNogo-B (n=3).
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Figure 10

Inhibition of CD36 and Nogo-B expression inhibited the expression of proteins related to

cellproliferation and migration. A—B: siCD36 or siNogo-B alone or together were transfected into E0771 and
4T1 cells for 24 h. Total protein was extracted to determine the expressions of CD36, Nogo-B, vimentin,
BCL2 and PCNA proteins by Western blotting. *: P<0.05 vs. control; *: P<0.05 vs. siCD36; " P<0.05 vs.

siNogo-B (n=3).
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Figure 11 Inhibition of CD36 and Nogo-B expression inhibited G1/S phase transition. A-B: siCD36 and
siNogo-B alone or together were transfected into E0771 and 4T1 cells for 24 h. Cell cycles were detected by
flow cytometry. C—D: CD36 and Nogo-B alone or together were overexpressed in EO771 and 4T1 cells for 12 h.

Cell cycles were detected by flow cytometry. *: P<0.05 vs. control; *: P<0.05 vs. siCD36; *: P<0.05 vs.
siNogo-B (n=3).
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Figure 12 Inhibition of CD36 and Nogo-B expression activated the P53-P21-Rb signaling pathway. A-D:

siCD36, siNogo-B alone or together were transfected into E0771 and 4T1 cells. The protein and mRNA
expression levels of P53, P21 and Rb were detected by Western blotting (A, B) or gPCR (C-D), respectively.
E-F: CD36 and Nogo-B alone or together were overexpressed in E0771 and 4T1 cells for 12 h. mRNA
expression levels of P53, P21 and Rb were detected by qPCR. G: siP53 was transfected into E0771 and 4T1
cells. The mRNA expression level of P53 was detected by qPCR. *: P<0.05 vs. control; *: P<0.05 vs. siCD36;
" P<0.05 vs. siNogo-B (n=3). H, I: The viability of E0771 and 4T1 cells which were transfected with siCD36
plus siNogo-B or siCD36, siNogo-B plus siP53, was detected by MTT assay. *: P<0.05 (n=6).

http://journals.im.ac.cn/cjben



SERY ZAD%) CD36 55 Nogo-B Fik M5 = P TL IR BRI IRIE 58

A E0771 B 4T1 C E0771

_1s._ FABP4 FATP4 =15 FABP4 FATP4 53 FABP4 FATP4

=T =l e *#

FoollLLILILL [T ool LT LI ol LT I I] 1] ]
SS9 5592909 SHLRY FH2R SR §5%%
§9ss £9s8s §R8s RS S FR&ES F8 8 &

5|+ 5 T >

qénn %nn N N

13 #%] CD36 # Nogo-B FKix#lH] FABP4 1 FATP4 mRNA HJ3RiXk

Figure 13

Inhibition of CD36 and Nogo-B expression inhibited FABP4 and FATP4 mRNA expression.

A-B: After siCD36, siNogo-B alone or co-transfection in EO771 and 4T1 cells for 24 h, expression of

FABP4 and FATP4 mRNA were detected by qPCR.

C-D: CD36 and Nogo-B alone or together were

overexpressed in EO771 and 4T1 cells for 12 h. Expression of FABP4 and FATP4 mRNA were detected by
gqPCR. E-F: CD36 and Nogo-B overexpression vector or FABP4 siRNA were transfected into E0771 and 4T1
cells. Expression of CD36, Nogo-B and FABP4 were detected by qPCR. *: P<0.05 vs. control; *: P<0.05 vs.

siCD36; ": P<0.05 vs. siNogo-B (n=3). G-H: E0771

and 4T1 cells were overexpressed with CD36 plus

Nogo-B or CD36, Nogo-B plus siFABP4, then the cell viabilities were detected by MTT assay. *: P<0.05

(N=6).
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