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Effect of oridonin in reversing cisplatin resistance in melanoma cells and its
mechanism
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[Abstract] Objective: To investigate the effect of oridonin (Ori) in reversing cisplatin (DDP) resistance in human melanoma cells and its
related mechanism. Methods: Melanoma cisplatin-resistant cell lines A375/DDP and M14/DDP were divided into control group,
2 umol/L Ori group, 4 mg/L DDP group and 2 pmol/L Ori+4 mg/L DDP group. Cell viability, invasion and migration, and apoptosis were
detected by CCK-8, Annexin V -FITC/PI staining flow cytometry and Transwell assay, respectively. The autophagosomes were observed
by transmission electron microscopy, microtubule associated proteinl light chain 3 (LC3)-point structure was observed by immunofluorescence
staining, and the expressions of autophagy related proteins Beclin-1, p62, LC3 I and LC3 [ of A375/DDP cells were detected by WB.
Results: Compared with 4 mg/L DDP group, cell proliferation viability, migration and invasion ability of 2 pmol/L Ori+4 mg/L DDP group
were significantly decreased (all P<0.01), and apoptosis level was significantly increased (P<0.01). A large number of autophagosomes and
LC3-point structures were observed in 4 mg/L DDP group; however, only a few were observed in 2 pumol/L Ori+4 mg/L DDP group. Compared
with control group, the protein expression levels of Beclin-1 and LC3 II/LC3 [ in 4 mg/L DDP group were significantly increased (all
P<0.01), but the protein expression level of p62 was significantly decreased (P<0.05 or P<0.01); compared with 4 mg/L DDP group, the protein
expression levels of Beclin-1 and LC3 II/LC3 [ in 2 umol/L Ori+4 mg/L DDP group were significantly decreased (all P<0.01), but the protein
expression level of p62 was significantly increased (P<0.05). Conclusion: Ori can increase the sensitivity of drug-resistant melanoma cells
to DDP, which may be related to the inhibition of DDP-induced autophagy.
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Fluor-488 47 icl ¥ 3 #t % 1gG K 0t — Hi )W B £
Invitrogen A 7] , Beclin-1 HiL 44 fl p62 $T 74 W B 3
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i BT JoDDP BEEFRAE A TR 1, S0 4 41
X HEZH (R 28 Ori 5% 4 mg/L DDP 4t #) .2 umol/L Ori
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MR 5], 37 CCEFRFE R AR 885 97 1 h, AR BRI S s
W A0 B8 4K 450 nm ARG (DOME . 4T3
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Ori+4 mg/L DDP HANREAIGTE /)23 T P (P<0.01,
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G R e Gett 45 F (3B 7R , 2 pmol/L Ori+4 mg/L
DDP 4 A375/DDP 4il i 1 LC3 55 4R e o B3 &2 />
4 mg/LDDP 4. SZ3e 45K W], Ori 7] F&{IC tH DDP i
T AT 243 0 2 TR A L 1 KT
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el A375/DDP M14/DDP
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1: X 20 52:2 umol/L Ori 41 ;3 :4 mg/L DDP 41 ;4 :2 umol/L Ori+4 mg/L DDP 41
2 OrixiZiE & REMATH IRF (A, x200) XA T (BRI

A A mﬁiﬂ - 2 umol/L Ori+4 mg/L DDP4L

2 p.mol/L Onéﬂ 4 mg/L DDP4
. x b 3 @

2 umol/L Or1+4 mg/L DDPQE

B 2 pmol/L Oniﬂ 4 mg/L DDPéH

40 pm 40 pm 40 um ‘ 40 pm

LC3/DAPI

40 pm 40 um - v 40 um

A 3T G H T S A O S 2 A P 1B W/ IMAR (<8 000) 5 ZT (i Sk RN H MR /MA
B: % e Y B 22 - H AN I LC3 IR Y B 4= (x400)
E3 OriXffitz52 & HJ8 A375/DDP 4056 B I /N R S0



b

ZRHEOR, A5 A R R TR 0 E R AR BB TR 245 R A FH B AL

< 221 -
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DDP #1 #H Et , 2 pmol/L Ori+4 mg/L DDP 41 4f ity
Beclin-1 Al LC3II/LC3 T ik /K F & & FEAK (3
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(I TH i R p62 7K 1A PG

150, i 600
B P<0.01 P<0.05 @
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S =
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S 0
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3 1

P 2R DDP I 25 — B & IR )72 VR 1 )
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R, HAE 2 Fh e 48 i b 5 A 5 DDP ) #3 [R] B i
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TEFNLEIFATE 2 . A0 R4 2 . K% DDP
TR} 24 20 AR 28 3, Orei 1 384 i 288 €5, 2 980 T 24 240 it ot
DDP [ ek

i B3 A4 7 TR 24 72 BRI e R 4 B Ak T 24 P R
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Hil71D 5 , DDP 75 5 40 B A T3 it BRIt , S
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Y1 W/ IMA LC3 AR S5 # UE HLH 4 mg/L DDP
Aab B (P 240 P B SR b o BB g SRS B, Orid 7T B
T I PR AT PR 2K TR 400 P 1 T K Pk ) A B 2R
41l g DDP ififf 24 1 2 %« LC3. Beclin-1 f1 p62 52 H W
() DGR F R R . 7E W TR R, B TR 2 LC3 (R
LC3 [t — N Z IR, #4551 LC3
(BPLC311),LC3II/LC3 T EuAE AR /N el T4 WK
SR Beclin-1 8 H WO A EHE AW,
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B B W /K~ FF 5 s 1 DDP A1 Ori B & AL B J5 , Bk 4
RAF BN X3k — 25 U0 Ori vl I B % 22 0 9%
41 19 Mt 7K ST I8 300 4 2 65 2508 DDP i 24 3508

22 bRk, A58 & B Ori 7] X6 DDP fiff 24 (1) S ¢4
FJR 2N ke £ DDP $ BUE A, H AR 5 LK B
Wi %o AW MAFIEA B Z AL, I BAR R T I
FIEE Ori RS ST 24 2 (5 2R3 41 6 DDP (18U
1 AN T FE IR & Ori 0 78 15 2% 970 40 i (IO PR 5
ARG 2 75 B EL A DDP 4 BUE 5 R 2 e 7
Ori 5 DDP 7E AT 2 Bt 2R 2 1 LA W [RIVE A
IR, ASHIE 70K 5t 3R Ori 75 2 €5 2598 DDP B4 7 1H
(1) 17 AT BE IR N TR 9
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