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Effect of Toutongning Capsule on P2X3mRNA Expression in
Trigeminal Ganglion of Migraine Rats
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[ Abstract] Objective:To observe the effects of Toutongning capsule on P2X3mRNA expression in trigeminal
ganglion of migraine rats. Method ; The healthy SD rats were evenly divided into : normal group. model group, three
dose groups of Toutongning(760, 380, 190 mg-kg ') capsule group and Xibiling group. Migrained rats model was
established by NTG subcutaneous injection. Samples were harvested and measured in 3 hours and 6 hours after NTG
subcutaneous injection. The P2X3mRNA expression in trigeminal ganglion was determined by RT-PCR. Result;
P2X3mRNA expression in trigeminal ganglion increased in the model group compared with that in the normal group
(P<0.01). P2X3mRNA expression was elevated at hour 3 then decreased at hour 6. P2X3mRNA expression in
trigeminal ganglion and thalamencephalon were downregulated in the three dose groups of Toutongning capsule and
Xibiling group compared with those in the model group( P <0.01). Conclusion: Toutongning capsule could treat
migraine by reducing P2X3mRNA expression in trigeminal ganglion.
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1 ##
L1 3h¥ WSS RE SD KR 72 H MERESS ik

Ji it 200 ~250 g, ph [ B 2R 2 B S5 3 M A Y
HE2s A FEIFS SCXK (52)2010-0013, 7E i LB A K
G R 45 2l ) S 5 = 1 E R R SR, A IR AR
(23 £2)°C, HERJEIR #2500 i35 N SR 2 4] .

L2 R SR Sk T e BV A K 25 A R
Zy w7 IS 20090806 5 74 LY 7R, P4 4 A% AR
245 BR 2N | A 7, it 5 20090720 ; 6 iR H Il (NTG)
S W, b 2 R A A R R, S
20090822, Realtime RT-PCR 5| & W | TaKaRa 5
AW TR (RIE) A B A, Trizol 1y [ 36 [ Sigma 2%
Al L5 LA T AR TR R A A A A

2 FHiE

2.1 Wy gz REBENL SR ik B |
BRI P b R A7 A SR T K R T
., BAHA 6 HRKR. IEH XTI L ig 4R
K7 d,55 7 K ig 30 min J5 sc AEFER K 10 mL-kg ™',
FERIZE Y LE ig 4R PR K 7 d, %5 7 K ig 30 min J5
sc WA H I 7R ST 10 mg-kg ™', U H R 418 4L g
Pl R W 1.04 mg-kg '7 d,%5 7 K ig 30 min J5 sc
YRR HE I S 10 mg-kg ™' S T R AR R
W oS g KR T $E B (760,380,190 mg -
kg )7 d,55 7 K ig 30 min J5 sc i B H il SR 10
mg-kg ™o ALK sc AR T B ok A B K
J& .43 2 ASEFELE LB 3,6 h Bk .

2.2 BhRiAltl 4 = M8 Cristina Tassorelli %Dj i
T se B HHh (NTG ) 4 552 56 14 A Sk 9 K B
B, FLARHRAE Dok K BARE S L 10 mg-kg ™' sc fi§
i H R S, T XA T AR R R o IE X R
20 sc A= IR IK

2.3 WEBUSRERAT AR M WS K R A
S RE DR B 31 2 B4 Bt ) R 2R A7 B T BE PN AR B Sk |
T8 1 B o

2.4 tRATHl & S se NTG 5 ik 5 A 2 4R 7K
J& o TR 3,6 h 3 W 10% 7K & & (4
mL-kg "ip) 474 B IRBESG ,75% LB, T G
B W HJC Rnaese 25 i s B Sk BORK , 70 525 1 = X
SWETWAT,JGRAFET -80 CUKFAHTFEH .

2.5 Real Time RT-PCR 3l %€ = X #h & 17 P2X3

mRNA ik
2.5.1 RH Trizol 15 — 2 3k £ U ZH UL RNA
B 50 mg ZH4, A 1 mL Trizol 35, F¥k F A K
AT S KA K EIRCE S ming A 200 pL &
Pi, RIZUE Z 1R A) 30 s, K L& 5 min, 12 000 r-
min "', 4 C B0 15 ming K 35BN O BB B
M1.5 mLJG Rnaese 5.0 & & (B 400 pL), hn A%
AR R, L FTOERY, ERFRE 1S
min, 12 000 r+min "' 4 °C , .0 10 min, /NOFEE
W, N 75% 2, W (DEPC 4b BEOK it 1) 1 mL, ¥
RNA L 3E 5k, B0k 7 500 r-min™", S B0 5
min, Z & N T/ 5 min, JL3EH 20 wL DEPC 4k B /K
iy
2.5.2 U EFE b AE 260 nm Al 280 nm [ W O FE
(A) #% 14 =40 mg-L 'RNA i} & RNA (7= &,
Ayo/Ayo 15 1.8 ~2.0 14 RNA & 1 g-L°',
2.5.3 WERE RT RMK R 10 uLOR R
WES ) 7F VK E £ 47 ) : 5 x PrimeScript ®  Buffer,
2.0 pL;PrimeScript® RT Enzyme Mix I,0.5 wL;Oligo
dT Primer, 0.5 pL; Random 6 mers, 0.5 pL; Total
RNA,4.0 pL; RNase Free dH,0, 2.5 RNase Free
dH,0, JZ W 7E TEchne TC-512 i £ 4L b 347, 3
RN 554F .37 °C,40 min, ¢DNA {£7£7E - 20 C
URAR
2.5.4 Real Time PCR 451 P2X3 mRNA [ ik
JZ W 7E Rotor-Gene3000 £ & PCR ¥ F #4717, HL
SXAMATHL cDNA PEAT 10 {506 BERR B, LS A
BB JE 43 5 %) P2X3 Fl GAPDH i A VR i i 2. 38
T o o o R R A LA RO T — B
U B B ROCR AL O — B[R — o i AT
AL KA E R R 53

D519 751 : P2X3 F:5° -CACGGGTGGCGTTCT-
GGGTATT-3’ ; P2X3 R:; 5’ -ACTCGCTGCCGTTCTC-
CATCT-3’ ; GAPDH F;5’ -ACAGCAACAGGGTGGTG-
GAC-3’; GAPDH R: 5’ -TTTGAGGGTGCAGCGAA-
GTT-3’

@Real Time PCR fz W f& & : SYBR Premix Ex
TaqTM“, 12.5 wL; PCR Forward Primer,1.0 pL;PCR
Reverse Primer, 1.0 pwL;RT S i ¥ (¢DNA %),
2.0 pL;dH20( K# &M /K)8.5 ul, 325 pL .

@F 14 5% :95 C 30 s AT ,95 C 5 5,60
C 30 5,40 MER
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2.5.5 4y¥rdie: DL GAPDH A NZE . T H B tH R 1), P2 X3 A2 (R 3k PR M 36 8 T W) AL A B

ML 5 NS 08 B A% — 30, R A Comparative
Delta-delta Cr 3 #E47 M X 2 B0 M7 o e & 45 R ER
i Sk TR B TR 45 20 P2X3 35 R A 2% K o AH X T IE %
HE 21 i R 3R 3K A 8K
F=2-{(HMWEE AT Cff - BRHEHE AT Cr
B ) - (CHBER BV Cifd - HREN BV
Cefd i
(A = TEH X A 5 B = f Sk A 155 780 45 20 B o
F =Sk m i & 2 B i L B P2X3 A0 X A R Ak kT
M2 B 35 DX 3 38 A 480
2.6 SitsEabr TR EURELL x £ R, L Excel
Hods A B S ) SPSS 13,0 S8 3 B R AT GE i 4
BT, 2L 18] LU 35 R P B TR 28 5 22 40 M, PR AL 22 T 33 80 1L
BORH LSD K255, P <0.05 A Geit 243 Lo
3 #R
3.1 SAKRRAERTT IR AL R IER
Xf B (A BRER K40 Ab, AR A Zh Y &AL 5 10 min
FEAT KRR H B XUH: & 4T | iR 2 e Sk TR IR
Bz WAL LG, 29 40 ~ 90 min 1K &, 2
JEBW R, MR ~3 h, gk KREREM
W Bib T B RS
3.2 FAKER =ML P2X3 mRNA £k 5 il
SOE F O B4 B, B A KR = X p
P2X3mRNA E£ik$H % (P <0.01).3 h £F 6 h,
SRR L, SR T b AR = YA T AL RS L
FIRYT AR B = XA 415 P2X3mRNA 2 3k £ 34 0
(¥ P <0.01),
F1 FAKXB=XMWET P2X3 mRNA RiZHEME (v +5,n=6)

2151 F 4/ mg-kg ™! 3h 6 h

TF % HE - 1.0 1.0

(e - 12.02 £2.05"  7.53 +1.70"

KT 760 6.36+1.47%  3.97 £1.09%
380 6.23 £1.56%  3.51 =0.87%
190 8.73 £1.16% 5.78 +1.61%

7 LR 1.04 6.20 +1.60%  3.63 £0.98%

L HIERARA L VP <0.01; 5B LE PP <0.01,
4 tig

SR T 1 T AT RE R I Sk R 7 A B 2 ik
filt o 125 U 32 BT = SO 8 TR DA S b R o TR
B R GEIIRE R WA G, Ny = SR 28 X8 0 Ab o
I BT A TR T LA SR U A T A AR A AT R O B
PEBL , Jm) 78 0L A8 0 14 4 5 A O Sk IR B9 A i A
EHEEMEM

P2X3 32 {4 KL P I JEE #2570 DNA SCPE b g
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IR g R Won , 5 OEF O A R, K2 R S NTG

3 h ERERNZH KR = M £ 05 P2X3mRNA 3R 35 i

% Bl IR RS A B0 T R (6 h RT3

h) o BEBH R T8 NTG = X 277 P2X3mRNA A%

AR RRPERG SR . SRR LA, SR TR YT AL RN

o RIBIT R B = P 47 P2X3mRNA (1) R A%

Wb o B Sk IR T I A R RE SE o 0 E A R T i
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