— 784 — BEXRERKFFIR 2023 £5 48 £ 7 # (Journal of Chongging Medical University 2023.Vol.48 No.7 )

JERBWESE  DOIL:10.13406/).cnki.cyxb.003276

#6103 3 FIVE D 52 B—GP i i/ B2 B kb IS 4k

TR, RIRKE,E 9, FF8 KRz, FHE, % ®,% B
(VG B BERL B 2 B A R DG g R e I 15 2 R 5 T I 2 Rl A P T T T AL 2 28
VUL &9 D7 Ve I 1B R 05 M 646000)

(4 Z BB AL E 1 36 Fh b 25 S0k b i L AR 9% I 2 20 19 WG 25490 5 T A R I X6 /I Bl L85 UL L 19 ik ) 532 ) LA
RO i LA B 505 Ak 2 e o 7« DA e 24 i BRI B 2 A5 1 LA AS [ e Ak 3N R JE S5 98 44t S (human glioma
cells, U87)72 h, FH MTT 3£ 45 2| 259y %F UST 4Il Bt 1% 21 41 Wil ¢ J& (half maximal inhibitory concentration, IC50) FLUNT ICS(,WTE 10
Ze T LS [R) e 2 A AL BE UST 4N AR, W% UST 4 GFP-L.C3 (U3 AH G 26 A 1 #24% 3 (Microtubule—associated protein light
chain 3, 1.C3) #5015 5 Fl Western blot Kzl |5 WEFE B LC3 M T WLEE 20D 1 e % St 175 00 , LLOA L 1 RE RS RS 3 A kB 254900
Je SEE IR N Ty R AT #E— 25 528G RIT 25 B Wi R I ST LA LB Ak R s ) o 8 B—G P ) /)N BRU il 457 T UL 4
2 (vascular smooth muscle cells, VSMCs) £5 fL A5 71 | 43S X HEZH (C-CTR 41) M E54L 41 (C-CAL 4 ) , I3 1 Western blot £ il
Runx2 . BMP2 % LC3 )ik ff HIAME AR By T BUS , 43 A% BRZL (C-CTR 41) (E5 A2 (C-CAL4L) 5 4k+#hH IR M2 (C-CAL+
Administration £ ) X3 B8+ 43 I8 1 2H (C—CTR+Administration 21 )4 4, 5351 F Western blot {1l LC3 . Runx2 1 BMP2, FH 75 % 41
Yt WA AN M A AL 4515 TR . 7 BN S 4 Ao P v AR R £ [ o A s S 44 3% D 1y Oy 20 /N BR = s DA A s Y 4
I P T e R B 10 O R/ BRE AT I, 40 S 0k REZE (CTR 40) V354040 (CAL 41) (45 4k + %M1 5 B3 4 ( CAL+Administration
2H) AT B4R IR 2H (CTR+Administration 21 )4 2H 3 3t 5 P % e 64 WL 4¢ 32 sl b AT TOAR R 0, (1] HEE % 8,35 W4/ Bl
TR R ER . 458 WAL LC3 BYDZ G5 FE Fl Western blot #2715 : 41 8 % (Asarinim)  4ME I8 H Z (Bavachin) KT .0 B )
(Juncusol) . & # Tl (Mullberrin) . b i &2 11 2 (Ziyuglycoside 2) . #bH I§ B (Bakuchiol) . #hH £ & (Corylifolinin) | FL Bk T 1 3
(Schisandrin A) \ TLBR§~ £ 3 (Schisandrin B) A] LU 34 A 1/ MA Y18 (P<0.05) . Western blot Z5 R 4171 , 7R85 AL Y 1ML 45 -
T WLAR P BMP2  Runx2 DA K LC3 (#3855 &1 i (P<0.05) o i FH#M - IR T FUS Western blot 25 4275 BMP2 Hl Runx2 %
ISFEAR (P<0.05) , LC3- 1T 35 I AN (P<0.05) . Wi FREALASH WR B 45 1 PIAIL I F FEAR (P<0.05) . s st #h A IR T
il 5 HE 45 58 50 7 v R BE R B A0 20 0 3 5 R, V0 e % e 0 2 R AR R A B IR B 7T LA W 3 R B AR . 8538 AN AR B T LAY
15 VSMCs 19 A W, If98i82 /N B sh ARG AL g dERE

(S8R Ty AR 19 5 19 Wt 5 i A5 AL D 5 3l fok 5 4

(FESES]RI4 [XHktRER]A (Wes B #3]2022-11-23
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[ Abstract] Objective: To screen drugs that can initiate cellular autophagy among 36 selected monomers of traditional Chinese medi-

cine, and to explore the effects of Bakuchiol on mouse vascular smooth muscle cell autophagy and calcification. Methods : The human

brain glioma cells (U87) were treated at different concentrations by
EENB AT %%, Email huhubaby216@163.com,

B 6 B 5 kg 6 s 5 s ST flavonoids extracted from Chinese herbal medicine for 72 hours, the
BEEE: % F,Email:lyong74@163.com, semi—inhibition concentration (IC,,) of U87 cells were treated by
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B B A R AAE F B 9R B (455 :2022GLXNYDFY06).,
55 BB : hitps://kns.cnki.net/kems2/detail/50.1046.R 20230717.1546.024.humt tion of cellular autophagy activity was observed by observing the
(2023-07-18) fluorescent signals of U87 cell GFP-LC3[ microtube-related protein

MTT method, and U87 cells were treated at different concentration

gradients under conditions less than IC,; concentration. The activa-
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1 light chain 3(LC3) ] and the method of Western blots (WB) to detect autophagy activity and to screen for drugs that can initiate au-
tophagy. Further experiments were conducted to explore the effects of Bakuchiol initiation on vascular smooth muscle cell calcification
after autophagy. The calcification model of vascular smooth muscle cells(VSMCs) in mice was constructed using —GP, involving con-
trol group (CTR) and calcification group (CAL) , and the expression of Runx2, BMP2 and LC3 was detected by WB. After intervention
with Bakuchiol, they were divided into 4 groups: CTR, CAL, calcification with Bakuchiol group (CAL + Administration) , and control
with Bakuchiol group (CTR + Administration) ,respectively, with WB detection for LC3, Runx2 and BMP2, and with Alizarin red to ob-
serve the formation of cell calcification nodules. In animal experiments, a high—fat diet was used to build a calcification model of the
aorta in mice using vitamin D through intraperitoneal injection, and interventions were made in mice using intraperitoneal injection of
Bakuchiol. The mice were divided into four groups: CTR, CAL, CTR + Administration and CTR + Administration. The deposition cal-
cium in the artery medium membrane was observed via Von Kossa staining, and the thickness of the membrane in the aorta in mice
was observed using the hematoxylin—eosin (HE) staining method. Resulfs : The observed fluorescence intensity and WB cues of LC3
showed that: Asarinim, Bavachin, Juncusol, Mullberrin, Ziyuglycoside 2, Bakuchiol, Corylifolinin, Schisandrin A, and Schisandrin B
could significantly increase the expression of autophagy (P<0.05). WB results suggested a significant increase in the expression of
BMP2, Runx2, and LC3 in calcified vascular smooth muscle cells (P<0.05). WB results after intervention with Bakuchiol suggested a
decrease in BMP2 and Runx2 expression (P<0.05) , and an increase in expression of LC3— Il (P<0.05). The results showed a signifi-
cant decrease in calcium nodule deposition (P<0.05). In animal experiments, the results of HE staining after the intervention of Baku-
chiol showed a significant increase in the thickness of the medium membrane than the CAL group, and the Von Kossa results hinted
that the Bakuchiol could significantly reduce calcium deposition. Conclusion : Bakuchiol can activate the autophagy of VSMCs and af-
fect the process of aortic calcification in mice.
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