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BT A PIBK/AKt 135 #5318 %09 % e, TR I 5858 7 67 i B e R 0GRS HH] . ik RARIBIHE
Ap 2T, ¥ Ab 2L m I (CNC) #5221 x 10° 69 iR 447 T 40 ie33 3548, ¥ CNC 44 B 4 ( i #k NC 41) |8t
BA AL (AR MC 41) | B Ak 20 (18 Ak N-CSF 41) (& I 5% 7 425l A ik & 7 & 48 (14 4k QN-H
YL ST A T AR AR B AL (AR QN-L 21) B b B4 (R AR NBP 41) . NC 4L8h, 3t 4 &3
A Al B F R )6 BhATH A 24 h H .24 h 232, KA CCK-8 XA &thm tmiiE 7 5 £ A TUNEL %
Fooit) 2w L84 B = 0L R A Western blot i # ) 85 82 1L PIBK A 8% i 4 Akt & & & ik ; & A i% 4 % PCR
(RT-PCR) 4 @ PIBK Akt . mTOR A B & ik, %8 5 NC Zik4,MC 4 CNC i / (OD 14) F &
(P<0.01),CNC A= B2 %(P<0.01), PBK Akt .mTOR # & % ik 3 % % 4 1%, p-PI3K . p-Akt
E@kiks&H(P<0.05);5 MC 4Lrt4 ,QN-H 22 OD {i# %% 2 (P <0.01) ;QN-H .QN-L \NBP 14 %
B THBARZH Y (P<0.01), £+ QN-H 44 2T H =4 B 4% NBP 4% /(P <0.01);QN-H 4
PI3K Akt . mTOR # K & A K-F 34425 (P <0.05, P <0.01),QN-L 28 PIBK Akt & B A K-F 7 H &
(P <0.01);QN-H.QN-L .NBP 4189 p-PBK & & £ K-FA RN &(P<0.05), &it FHAEFF iR
BB BB EAY R mIE S R B R RS AR EAYZ U A TR AR T A 5 0 I A A
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Mechanism Study of Qinnao Yizhi Recipe on Fighting against Neuron Apoptosis through Regulating
PI3K/Akt Signaling Transduction Way QIN Xiu-de', LIU Yu', ZHU Jin-giang®, WANG Shuo®, LIN
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(518000) ; 2 Institute of Traditional Chinese Medicine, Tianjin University of TCM, Key Laboratory of Phar-
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ABSTRACT Objective To observe possible mechanism of Qingnao Yizhi Recipe (QN) for treating
vascular dementia (VD) through the effect of QN containing cerebrospinal fluid (CSF) on the survival
rate and apoptosis of hypoxia/reoxygenation (H/R) neurons, as well as PI3K-Akt signaling transduction
pathway. Methods The primary cultured rat cortical neurons were vaccinated in culture plates at
1 x10°/mL. Central nerve cells (CNCs) were divided into the normal control group (NC), the H/R group
(model control, MC) , the normal CSF group (N-CSF), high dose CSF containing QN group (QN-H), low
dose CSF containing QN group (QN-L), and CSF containing butylphthalide (NBP) group. Except the NC
group, CNCs in the other groups were firstly dealt with hypoxia for 24 h and then with reoxygenation for
24 h. The cell viability was tested by CCK-8 kit. The cell apoptosis of each group was detected through

HEWH  BERE AP TEII H (No. 81202653 ) ; 4 B 7 22 e SU/E# LW ¥ 4 Ve B H (No. 201082) ; H1 [ 1+ J5 B4 3 4
— 4 B3 (No. 20110490080 ) ;) A4 % EE &K H (No. BIH#: 2014 -539 5) ; IRYI AT RHE %15 H (No. JCYJ20150401163247219)

YEFFHAL: AT A BN P EB R (78 518000 ) ;2 K H B2 24 K 27 v B2 25 W5 e 5 371 24 200 A B s S0 %8 (K7 300193)

WIVES . BEJERL, Tel . 18938065979 ,E-mail : szzyygzk @126.com

DOI: 10. 7661/j. cjim. 20170901. 253



v Y P4 A ki 2017 4F 12 46 37 445 12 1 CJITWM, December 2017, Vol. 37, No. 12 -1483-

TUNEL. The phosphorylation of PI3K and phosphorylated Akt levels were tested by Western blot. The gene
expressions of PI3K, Akt, and mTOR were detected through reverse transcription-PCR ( RT-PCR). Re-
sults Compared with the NC group,the vitality (OD value) of the CNCs reduced in the MC group (P <
0.01). The number of apoptotic CNCs increased obviously (P <0.01).The gene expressions of PI3K,
Akt, and mTOR all significantly decreased, the p-PI3K and p-Akt protein expressions were elevated(P <
0.05). Compared with the MC group, the OD value of the QN-H group significantly increased (P <0.01).
The apoptotic CNCs in the QN-H, QN-L, and NBP groups were all apparently reduced (P <0.01). Of
them, the number of apoptotic CNCs in the QN-H group was even less than that in the NBP group (P <
0.01). The gene expressions of PI3K,Akt, and mTOR in the QN-H group all increased (P <0.05, P <
0.01). The gene expressions of PI3K,Akt, and mTOR in the QN-H group also all increased (P <0.01).
The p-PI3K protein expression in the QN-H, QN-L,and NBP group all apparently increased (P <0.05).
Conclusions QN could elevate the vitality of H/R CNCs, reduce H/R induced apoptotic number of CNCs.
Its effect might be probably related to regulating PI3K-Akt signaling transduction pathway.
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cler); SLT Spectra Il fifi#5 1% ( FO39003 , 18 K F] ¥



- 1484

rp [ Y P A Ak 2017 4E 12 46 37 455 12 3 CJITWM, December 2017, Vol. 37, No. 12

Tecan A Al ) ; ¥ % & .0 #Hl ( Microfuge 22R, 2%
Beckman 2A#]) .
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BRFGIFANSH5 Y. £ PCR RNAKR AL
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4 H IR AR S i IE LA S AL 22 5 51
#11% Fl PrimerExpress 2.0.(ABI) {4, B 14
TAYBARAG R FE R, S 5 s K1

®1 5WPsIE

AR S1¥F3 19K (bp)
PIBK  F:5-AACTCTGGGGATGACCTGGA-3’ 20
R:5'-AGGCGGTCACAACACTCCTA-3’ 20
Akt F:5'-AGGGTTGGCTGCACAAACGA-3’ 20
R:5-GTTGTTGAAGAGACACCGCG-3’ 20
mTOR  F:5'-GGCTTCTGAAGATGCTGTCC-3’ 20
R:5'-GAGTTCGAAGGGCAAGAGTG-3' 20
GAPDH F:5-ACCACAGTCCATGCCATCAC-3’ 20
R:5'-TCCACCACCCTGTTGCTG-TA-3’ 20

7 gtk R SPSS 17.0 B i AT
BAnab B TR x x5 R, A SETH R R AR
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T2 HHKRCNCIENILE (xxs)
15 n CNC(OD ff)
NC 6 0.49 +0.01
MC 6 0.39 +0.04 "
N-CSF 6 0.39 +0.04
QN-H 6 0.47 +0.02%
QN-L 6 0.43 +0.02
NBP 6 0.43 +0.02

.5 NC 4lH4s, *P<0.01;5 MC 4l b3, 2P <0.01;n k45
AN ALK

2 HAKK CNC BT R (F3) 5 NC
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TRV B EEIL (P <0.05); 5 MC 4 H#, QN-H H
PIBK Akt . mTOR & [K & ik /K V- 344 FF §& & (P <
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5 % QN-L 41:6 4y NBP 41; 4 2 [
1 420 p-PBK R A HLIKIE]

1 2 3 4 5 6
GO KD Wme S S— W - Akt

A2KD e e s - e P-actin
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F (hypoxia inducible factor, HIF) % 4y 7 3%
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