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Abstract Objective: To investigate the effects of Bushen Huoxue formula on type H vessels and bone formation through
autophagy modulation in ovariectomized osteoporotic mice. Methods: C57BL/6] female mice were randomly divided into

sham operation group, osteoporosis group, and Bushen

4 IO F L WEITAS P EE 25 R R H (202278232, 2024ZR119) Huoxue formula group. After successful modeling of
B T I 26 T/ BB 1 [ (A20220507 420220919 Y045) ovariectomy induced osteoporosis. the Bushen Huoxue formula

VT 48 B 25 T BHEE BRI H (2023RC068) group received oral gavage with Bushen Huoxue formula. The
UV o B 25 2 I R A T B (B ML 310007) sham operation group and osteoporosis group received oral ga-
2T o 25 e 2 W T E I vage with an equal volume of physiological saline. Administer
SN I T B o 0 once a day for 8 consecutive weeks. Micro-CT was used to

CSE SRS F-mail; hujintao0714@163. com detect bone tissue morphology. Immunofluorescence was

used to detect the co-expression of EMCN and CD31. Immu-
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nohistochemistry was used to detect the expression levels of LC3 and P62 in bone tissue. Fluorescence quantitative PCR
was used to detect the expression levels of RUNX2,COL1A1,LC3 and P62 genes in bone tissue. Western Blot was used to
detect the protein expression levels of RUNX2,COL1A1,LC3 and P62 in bone tissue. Results: Compared with sham opera-
tion group,the bone tissue BV/TV,Th. N, Th. Th in the osteoporosis group were significantly reduced (P<Z0. 001) ,the
number of osteoclasts was increased (P<C0.001),the co-expression area of EMCN and CD31 was reduced (P<C0. 001),
the positive expression of LC3 was reduced, and the positive expression of P62 was increased. The expression levels of
RUNX2,COL1A1,LC3 genes and proteins were reduced (P<C0. 001) , while the expression levels of P62 genes and pro-
teins were increased (P<C0. 001). Compared with osteoporosis group,the bone tissue BV/TV,Th. N, Th. Th in the Bush-
en Huoxue formula group increased (P<C0. 001) ,the co-expression area of EMCN and CD31 increased (P<C0. 001) .the
positive expression of LC3 increased, while the positive expression of P62 decreased. The expression levels of RUNX2,
COL1A1.LC3 genes and proteins increased (P<C0.001),while the expression levels of P62 genes and proteins decreased

(P<C0. 001). Conclusion: The Bushen Huoxue formula can ameliorate postmenopausal osteoporosis through upregulating
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autophagy activity in bone tissue, promoting angiogenesis of type H vessels,and enhancing osteogenic formation.
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SR JE R T 300 BUAE K BHL BT P I ok 486 0 g L DA
3% BSA H M 30 min, il A —#T LC3(1:200) K& P62
(1:20004 CREF LR, 5 2 XA HRP #rid i —
YUEE L UL DAB WA, WU T U5 Sy 2 Ak P
FIRIEN KA Image J KA H#H1T 5047 .

1.6.4 FOtEmEREA MM (PCR) #HHHN
DL AR 7Ry AR I L Trizol 35 $2 HUEL RNAL ¥
RNA & # 5%y cDNA J5 & | SYBR Green ¢qPCR
Master Mix &7 & H3 95 158 B 45 B il 5 A5 N L 49 2 g
W, &k M 480 11 % O & & PCR XA il RUNX2,
COL1A1.1LC3.P62 X GAPDH, i GAPDH /£ h NS
FE AR 2 CEE TR B IR S LR 1,

x1 5|97
A EmG-3" J ) (5'-3") KB /bp
LC3 CTCCACACCCATCGCTGACA TCCTCTTGACTCAGAAGCCGAAG 104
P62 CCAGAATTCCTGCCTGACAACCC TGCCACCTTTCACTCACTATGGAC 125
RUNX2  AACTTGCTAACGTGAATGGTC AGCCCACTGAAGAAACTTGGT 155
COL1A1  CCTTTGACCAACTGAACGTGA CAGCATTAGGGTATCATAAGCCA 178
GAPDH  TGCGACTTCAACAGCAACTCC CACCCTGTTGCTGTAGCCGTA 123
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E TS
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A G L (P<C0. 001) , i #M B 1L 75 26 /)N B
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T, 22 3 AH Gt L (P<<0.001) , WK 2 23k 3,
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ANEF I i 2

CD31 EMCN
2 ZANBRBALFTHRHRERXLN EMCN 1 CD31 BRMHERIEE R (X200)

*2 ZHNMNREEFHEL BV/TV.Th.N K
Th. Th BILE B (n=8,7 %)

21 5 (BV/TV)/% Tb.N/mm '  Tb. Th/mm
RFARA 17.0£1.0 4.0+0.2 0.043=+0. 004
BB AN A 8.441.0 2.140.4  0.021+0.005
EEIM T 13,741, 2 3.2+0.3 0.035+0. 004
F 128. 208 61.895 53.592
P <<0. 001 <<0. 001 <<0. 001
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DAPI Merge
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b B3 1l 7 40 0.844+0.09 0.8020. 04 1.3340.16 0.9140. 04
F 38.041 168. 726 60. 667 47.072
P <0.001 <<0. 001 <0.001 <<0. 001
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