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PEEA PIHIVE R, HvT B85 3OS Hippo il 4 . T YAP(E 56 %,

[ R8iR ] JmWiHEZ ;5 A ;s Hippo/ Yes #H G 2E 1 ; P8 R i 2451k

[hEHES I R73-37 [XktrEf] A [UFEEHI ] 2023-06-01

Effect of pristimerin on adriamycin resistance of osteosarcoma cells by regulating Hippo/Y AP signal pathway
LI Hao, RONG Shuai, LIU Lian-tao
050000, China)

(Department of Pediatric Orthopedics, Shijiazhuang Third Hospital, Shijiazhuang Hebei

Abstract: Objective To investigate the effect of pristimerin (PM) on adriamycin (ADM) resistance in osteosarcoma cells and its
mechanism. Methods The ADM resistant cells MG-63/ADR was established in vitro by using the ADM increasing concentration gradient
long-term culture method, CCK-8 was used to detect the effects of different concentrations of ADM on the viability of osteosarcoma cells
MG-63 and MG-63/ADR cells to verify the drug resistance of ADM ; subsequently, MG-63/ADR cells were randomly divided into the MG-63/
ADR group (normal culture) , low-dose PM group (adding 0.5 mmol/LL PM) , middle-dose PM group (adding 1.0 pmol/. PM) and
high-dose PM group (adding 2.0 wmol/L PM). The cell viability of each group under different concentrations of ADM treatment was
detected by CCK-8; the sensitivity of cells to ADM in each group was detected by plate clone formation assay ; the cell morphology of each
group was observed under microscope; the cell apoptosis level was detected by flow cytometry; Western blot was used to detect the
expression of phosphorylated mammalian STE20-like protein kinase 1 (p-MST1) , MSTI, phosphorylated large tumor suppressor 1
(p-LATS1), LATS1, phosphorylated Yes associated protein (p-YAP) and YAP proteins. Results ~ With the intervention of 25, 125, 625,
3 125 and 15 625 ng/mL. ADM, the activity of MG-63/ADR cells was significantly higher than that of MG-63 cells (P<0.05) , which
indicated that the ADM resistant cell model was successfully established. Compared with the MG-63/ADR group, the number of cells in the
low, middle and high-dose PM groups decreased, and the cells gradually shrank, the spacing between cells became larger, and the cell
viability, cell clonal formation rate and p-YAP/YAP level decreased (P<0.05) , the apoptosis rate and the levels of p-MST1/MST1 and
p-LATS1/LATSI significantly increased (P<0. 05). Conclusion The inhibitory effect of PM on ADM resistance in osteosarcoma cells may
be related to the activation of Hippo pathway and the downregulation of YAP signal.

Keywords: pristimerin; osteosarcoma; Hippo/Yes associated protein; adriamyecin resistance
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B 1.3 00T 45 2 40 it DL 1x10%/FL 322 Fh 2 41 B A
LRI E 6 N AL, A 4. 00 we/mL ADM K 3%
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LATS1.p-YAP . YAP (Fi B L5124 1: 1 000) 1 GAPDH
(FRBELL AR 1:2 000) 3 1, 528 90 (F B LL
1:500) 1 ECL M i fb 24 & G &, £ Tanon 1600
AR RRIT 3B 8 1 3RIA KO
1.9 it

B4 i FH GraphPad Prism v9. 3. 1. 471 & {F 43 #r
25 DA B AR i 22 (s ) e, AL IA) 22 5 R H PRI R



J REG ANAT OPER SURG  2024,33(9)

http://www. jjssxzz. cn

T3 25000, LA P EL R o K o P<0. 05 0 25 57
AgitrE X

2 #R

2.1 MG-63/ADR %a ftL ik 44 35 3%
25.125.625.3 125,15 625 ng/mL. ADM X} MG-63
4 JfL % 7 0 B0 S 25 = T MG-63/ADR (P<0. 05)
L2 1,278 MG-63/ADR 4 i kAl 2 s 2 .
£1 MG-63HFIMG-63/ADR HREE S LL 4R (x5, %)

ADM MG-63 4 MG-63/ADR 4l i1
0 ng/mL 100. 000. 00 100. 000. 00

1 ng/mL 95. 78+8. 35 96.93+12. 03
5 ng/mL 90. 62+9. 36 93.49+10. 31
25 ng/mL 62.34+7. 31 81.71+9. 68"
125 ng/mlL 45.47+5. 65 70.95+8. 13"
625 ng/ml 25.78+3. 51 55.3746. 18"
3125 ng/mL 19. 42+2. 66 50. 76+4. 89"
15 625 ng/mL 17. 62+2. 04 45.81%5. 64

*. 5 MG-63 48 R L8, P<0. 05
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—
MG-63/ADR4] PM{ICFI A

PMH I A
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ADM MG-63/ADR 2 PM G4 PM FPflE2H PM =7
0 ng/mL 100. 00+£0. 00 100. 00+0. 00 100. 00+0. 00 100. 00+0. 00
1 ng/mL 97.69+11. 47 96.54+10. 65 96. 18+10. 08 95. 98+8. 87
5 ng/mL 93.59+10.96 92.86+9.66 91.21+10. 13 90. 67+8. 96
25 ng/ml 83.64+8.89 78.64+8.75 70.39+8.40" 63.37+7.56

125 ng/mL 72.15+8.68 68.14+8.45 61.36+7.53" 52.41+6. 88"
625 ng/mL 57.91+6. 67 51.58+6.23" 39.16+5.72" 30.41+4. 45
3125 ng/ml.  52.74+6.13  46.36+5.08" 37.56+4. 66" 26.96+4. 12"
15625 ng/ml.  46.52+5.94  38.23+4.26" 29.43+3.56" 23.35+3.71"

*. 5 MG-63/ADR 28tk 4%, P<0. 05

2.3 Ao L&Y R AR A AR

S T B T S B 5 R o, PMAIG L R
ZH 20 0 5 TR RRA T MG-63/ADR 4, 22 3 Ge it
B (P<0.05), WK 1,
2.4 BtatmfeTy A i

MG-63/ADR 21 4H it L J2 W BE A= K, K/NE 5T, %%
LR B, BRI RAF s PMAR
1) e 2P DL ARk A L R 4 7, 24 B 8 4
[ H 22k 0h 2 9/, H G2 PM Rt i3 i, 20 B 45 i
2 2 LA A s L RIEE AR R, LA 2,

100 -

80 -

60 -

40

TERETE (%)

20

& & @“& e

Q\ @é
Q < R

a: LI R I EALE (x200) sh: B-20 A AT M F B *: 5 MG-63/ADR 213048, P<0. 05
E1 SHEMMERAEN

PMIIEHR] 4
B2 HHEMERAILE(%200)
2.6 ARG R RTFILE
5 MG-63/ADR ZHAH b, PM A e vl 2H 4 i o
p-MST1/MST1Mlp-LATS1/LATS 1K BT (P<O0. 05),
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p-YAP |
YAP |

GAPD

A B Cc D
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20571) p-MST1/MST1  p-LATSI/LATSI  p-YAP/YAP
MG-63/ADRZH 0. 56%0. 06 0. 40£0. 04 0. 98+0. 08
PM {15 41 0. 66=0. 08" 0. 52+0. 06" 0.850. 117
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B VR AT 45 R G . Bl BESE IR TR A PM
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EREAR, 4278 Hippo {550 B G0 | 40T 1 R se
TERCRE ST T I JHT538n, iH PM X MG-63/ADR 4l
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