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ABSTRACT: AIM To study the protective effects of ethyl acetate extract from Clematis filamentosa Dunn.
(EAECFD) on nerve cells damaged by hypoglycemia and hypoxia. METHODS PC12 cell models of ischemic
stroke were established with physical hypoxia. The cells were subjected to the detections of cellular activity by CCK-
8, cell membrane integrity by lactate dehydrogenase ( LDH) leakage, apoptosis by both flow cytometry and Hoechst
33258 staining, intracellular mitochondrial membrane potential by JC-1 method, apoptosis-related proteins Bel-2,
Bax, and cleaved caspase-3 protein expressions by Western blot, and SOD and MDA levels as well to analyze the
antioxidant capacity of ethyl acetate extract from C. filamentosa. RESULTS Compared with the model group, the
group intervened with ethyl acetate extract from C. filamentosa displayed improved survival of hypoxic PC12 cells
(P<0.01), less LDH leakage (P<0.01), increased mitochondrial membrane potential and intracellular SOD lev-
els, and reduced MDA, increased Bel-2 protein expression, decreased Bax, cleaved caspase-3 protein expression
(P<0.05, P<0.01), and inhibited apoptosis rate. CONCLUSION EAECFD can inhibit the apoptosis of PC12
cells damaged by hypoglycemia and hypoxia, and this neuroprotective effect may be related to the cellular mitochon-
drial apoptosis pathway.
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H A KB ER LKL TE Clematis filamentosa
Dunn.J&, - BARAZY ) A7 95 i Pk s B
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RN, ImRH TR0 080 . U
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Fah), HAREERY &, b, KFEH (100,
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Fig.1 Effects of different hypoxic time on PC12 cell sur-

vival rate (n=6)
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Fig. 2 Effects of EAECFD on the survival of hypoxic
PC12 Cells (n=6)
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Fig. 4 Detection of apoptosis by flow cytometry
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Fig.5 Apoptotic cell morphology by Hoechst 33258
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Fig. 6 Effects of EAECFD on mitochondrial membrane potential in hypoxic PC12 cells (n=3)
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F1 HABZEZERREBRYHE PCL2 AATEAREMEIE (%, xts, n=3)
Tab.1 Effects of EAECFD on the expression of Bax, Bcl-2 and cleaved caspase-3 in hypoxic PC12 cells (% , x+s, n=3)

21 5 Bel-2 Bax cleaved caspase-3 Bax/Bcl-2
oyt 60.7+2.4 26.7+2.3 23.8+2.7 44.1%5.5
[ RIEE | 28.1£3.4* 71.9+4.1* 64.5+3.1* 258.9+42.0*
PRI 120 36. 0+4. 1 61.5+2.9 53.9+2.6 172.8+25.7
PR a2 41.8+2. 6% 50. 0+4. 2* 45.8+3. 8% 120. 1+13. 1%
B R R 49.0x1. 5% 43.7£2. 7% 39. 6+4. 4* 89.3+7.2%
FH X AR 21 57.3+3.0% 31.8+3. 3" 27.8+3. 1% 55.8+8.7*

T 5B AL, * P<0.05, ™ P<0.01; S ME ,* P<0. 05, % P<0. 01,

A B C D E F
v @) 0N S8 W ue

cleaved caspase-3
Bel-2 W o0 b B 8w -

Bax [ . C— e —
B-actin MG A . - S—

e A~Fornl X BAL, BIRIAL R UG 2l 42
B2 | BRI T AL B A
B 7 Western blot #&illE =& B &KX
Fig.7 Apoptosis-related proteins expression by
Western blot
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Fig. 8 Effects of EAECFD on SOD, MDA levels of hypoxic PC12 cells (n=6)
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HE R caspase-3 (cleaved caspase-3) HEL, F£H
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AP TIT LRI, A A 1A IDE H oK P R R
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E I B A =, FERT DS O 5%k 4t i 4 45
&5 T SOD AIARUERRAMEN 0%, TRiF M, 4
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P, AR RIT, HARE EE RO 2R i
MREES ARy /R F AT AR 5 H AE 42 By b
() A DA O, A PRSI — 25 By A 980 3 T
W, FHRRB A TRASRH ATE X i
AV FH PA KA FHBLTRIAIESE .
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