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Determination of Anti- HBV Activity in Vitro and Establishment of
Thimr layer Chromatography Scan( TLCS) Fingerprinting for the Active
Extract of Compound Decoction of Yinchenhao and Huanglianjiedu( CDYH)
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[ Abstract] Objective: To establish a TLCS fingerprinting for ethyl acetate extract of CDYH with antrHBV activity
in vitro, Which will be helpful for the quality standard of CDYH. Methods: Using HepG,-2. 2. 15 cells strain, the anti-
HBV activity of ethyl acetate extract of CDYH was detected by ELISA, meanwhile ethyl acetate extract of CDYH was
chromatographed by TLC and acaned by CS9000 TLCS. Results: The ethyl acetate extract of CDYH has a significant
inhibitory effect on antigen of HBV in vitro, and A good separating TLCS fingerprinting was established and four peaks
were identified as berberine, caffeic scid, ferulic acid and rhein respectively. Conclusion: The fingerprinting was connected
with the effect of antrHBV activity, and the quality of this preparation was controlled better.

[Key words]|  Compound decoction of Yinchenhao and Huanglianjiedu ( CDYH); AntrHBV activity; TLCS;
Fingerprinting
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1.1 E2E 96 LA E: IR MR ( 2 [ Comning 2
) s 22960 FEARAX (4 ¥ Metertech Inc A ) ; MCO-
15Ac CO, E5FRAH( HA =3 E A 7)) ; KSB-1A 8 # TAE
B(RELBEE 3% ) 5 CS9000 XA i
JAAR D AR B AH]) .

1.2 X7 DMEM #5572 55 R0 G 4 i v (36 1
Gibeo 73 1) ; HBsAg HBeAg ELISA #a:M3R 71 £ ( b ifEo
AR TR A]) 5 AR G )2 AR (100mm % 200mm, 7
SRR T ) S, SR LG, 1E T BE, K, R,
1%, DMSO Y0 434l . 5277 b s fif 2 3 ik 030523,
030918, 031204) , FHFF J5 = it 25 24 R P A1, Eh PR /INEEm
(ftt 5 713-8702) , WIHE R (455 885-200001) , [ 2K iR
(ftt'5: 07739910) , K fR( #iL'5: 0757-9804) &5 %) H il
P L 24 AR A R A

2 HESHER

2.1 AR

2.1.1 PR & E TR R
20mL, JE A AHL 3 X (20mL, 15mL x 2) , 55107 )2
KIZH 48 LEHREL 3 X (20mL, 15mL x 2), 5 3F 4
% TR, HY 20mL 7K 261, SR N 10mL FY B2
FRAE b 2 0 s T K 26 1, A /b
DMSO ¥%fi#t ), 75 H 45 10% i 2F 13 Y DMEM £ Eb
R R AT N VR, A A 40 T SI2 56 7 24 1Rk
2.1.2 FRESS RO % 2SI Ime/ mlL ()
ERTR/INBEGR, W HERR, B BR IR, K TR IR AR I R
.

2.2 RIS ER K HepGym2. 2. 15 4i 42 7
T DMEM }: 729+, & 37 C, 5% CO, ¥57% .

2.3 HBsAg HBeAg £l  HepG2-2.2.15 4Hff1LL 3 x
10" 41 Mt/ FLEFD T 96 FLAR, 2d J& e 5 24 R,
FEANREE D 4 FL . & MR B 23 A 2, 0.4,
0.08,0.02mg/ mL . 541 fa/EH 12d )=, W E 4 i
TEV, T ELISA VA HBsAg HBeAg, ¥ AN 0 24 (K] %f
T .

2.4 )RR WU S W S TR SR AT
ISML, SR /INSED J vl P oo 28 % K % 8 e 1 o)
PR 1B, 43 5 AT TR — i GO 2 AR (100 x
200mm) -, DL2R- 2% 2,0 R R (50 10 1.5: 5
) W RETFAH, AT RETF 15em Ja, BUHL, BT, R4

(SRR SE

2.5 #ZEHR &R A= 275nm, k= 365nm WK
KA S M= 435om F KA1, 3800 SOSHESE i
FH, Sx= 3, Swing Width= 10, $¢4% 0.4 x 0. 4mm . X}
TR PR R B AT A R A, F SRR /N BER
PR BT ERIR R R I B RS AT o B A AR 4
. WKl 1,2,
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2.6 RS0
2.6.1 ETESSR HETWEMAFRHN SR LR
RIXF HepGa-2. 2. 15 4 i1 73 ¥ 1) HBsAg HBeAg A%
SEAHEIER . MIKRIEM 0. 02~ 2mg/ ml I, Xt 3%
(A 1 26 53 ) 2 50 B A O T7 a3, PELR 1
£1 BIERAIN HepG,-2. 2. 15 ARE 45 B HBsAg
HBeAg BN HIZ

e MR (me/mL)  HBsAg MHIHE (%) HBeAg MHIH(%)
2.0 93. 64 76. 41
0.4 88.58 44.73
0.08 64. 09 31.18
0.02 52.44 18.73

2.6.2 IRFRIEMIAE LA AN SR K 1 3,
AL DA PR B 5 R /N BE bR 1 i D 1 7
E(Z) 40~ 50mm, Peak1) Wil R A vEE ) W6 11 o7 E
(29125~ 135mm, Peak2) B BRI A ME G I B (£
145~ 155mm, Peak3) A AHXS N [1I U6 . 5346, B TE R
ORI B (2 155~ 165mm, Peakd) (1) U611 1] 1., {H
KB bR AE il BT 52 A 0 9 O AT I (4 165 ~
180mm, Peak8, 41 [N FEPT7%) [R5 M 550K, AN ]
L AR B RS IR D EEJF 0 . & 1 PR .
RGNS A RS R E ] R RS e R E R E i <
7055 SRR /NBER AR AE Al U8 1) 47 B (£ 40~ 50mm) K
HRFRUAE I A7 B (2 160~ 170mm) FIXT R, 4% [
WS TR B R IR 52 ) U B, an sl 2.
2.6.3 AR 7 4 B R 7 1 e AU LA
AHFFE LG T A [ 0 Ok 1R 52 07 B b At 25 3 (A1
030523, 030918, 031204) 7 4 7] £ 11 BT 43 1) Pl 33,
KIL peakl, peak2, peak3, peakd, peak5, peak6, peak7,
peak8 A AN AL I 5277 14 B AR B A FR SIS R B 2
(3L, Horh AN 1 (1) peak8 k% 11 0] R
g, AERFIT
2.6.4 SLWERRE  DLERRR /N BEDRIE (AL E N S
HEL R RL b 3 AN IR ) 5207 B9 AR B 1R L A 08 1)
BB TR E, 15 5 W AR LERE AL, JF 7 530
BB AT RSD( WLIH 26 2 3) . &5 5L, 2% W A A7 B 11
RSD ¥J/hF 1. 1%, v WAk il 5] o A 0 (1 A A7
BN,
2.6.5 JLHEEmMAE ZHh 4 FTEsA
WERIFIT AR B SR T : DU IR A 1 S 2 B ()R 0
Bk, A2 B T AR AE D 1. AE AR a0l
T4 Fowt S, T2 A A P e R e A 5] L
U PR T AR B 1 /I B i 0 R DK S 1 W 1 ALK, L]
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0.080_ PAAD

~8.868

..............
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B2 AR EKEREHE
(1) SR /NEERR; (2) KRHIR; (3) K7 B W54

BRIRVEE (1) 12 J7 A — DAL FE L 73 B 1)1 ( Peak5) , DAl
SR LI 1R U6 ( Peakd) A1 Dy 2 U LU ol 290 19 0 B 5
i, BN PR U i AR R 1 6 TR OB A, R
TR UG Peak7) A 5 K H BATARAF 1) 73 25 ), DALtk
ZIEAE N 2 I I 5 08 . A7 G &5 R a3 0 36
4 J 5. HEF AR AT DA A O iy il ) H A gt AR B
{E ¥ RSD 5 KATIA S 6.7% .

2 EIMIEE LG IERHERT LR E( LAERR I S 2 H i)

FESLIES 030523 030918 031204 Averaze  RSD( %)
Peak 0. 350 0. 355 0.356 0.353 0.0
Peak2 0. 500 0.510 0. 498 0. 498 1.1
Peak3 0. 657 0. 656 0.658 0. 657 0.9
Peak4 1. 000 1. 000 1. 000 1. 000 0.0
Peak5 1.087 1.095 1.092 1. 092 0.6
Peak6 1.136 1.142 1.153 1.141 0.5
Peak? 1.224 1.234 1.228 1.230 0.7

Fz3 A PMELE G LI E LUK IR N 2 IR IE)

FEfh IS 030523 030918 031204 Average RSD( %)
Peak1 0.282 0.282 0.284 0.283 0.0
Peak2 0.551 0. 545 1.545 0. 547 0.8
Peak3 0. 604 0. 599 0.599 0. 600 0.7
Peak4 0.799 0. 802 0. 804 0. 802 0.2
Peak5 0. 878 0.873 0. 875 0. 875 0.5
Peak6 0.912 0.910 0.918 0.915 0.2
Peak? 1. 000 1. 000 1. 000 1. 000 0.3
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F4 FIMAMEFBIERER LA LINHERIE ) 2 K1)

FEAIES 030523 030918 031204  Average A(%) RSD(%)

Peak1 0.283 0.274  0.287  0.281 4.0 2.4
Peak2 1. 475 1.491 1.536 1.501 21.5 2.1
Peak3 2.066  2.128 1.992  2.062  29.5 3.3
Peak4 1. 000 1. 000 1.000 1. 000 14.3 0.0
Peak5 0.176  0.163  0.165 0. 168 2.4 4.2
Peak6 1. 124 1. 057 1.205 1. 127 16. 1 6.7
Peak7 0.899 0.849 0.819  0.855 12.2 4.7
Tatal Ave 6.994  100.0

F5 AIREIIHEE LB EER LLE( DURHIRIE ) 2 i)
EihlES 030523 030918 031204  Average  A(%) RSD(%)

Peak1 0.243 0.227 0.219 0.230 8.4 5.3
Peak2 0.471 0.462  0.451 0. 461 16. 8 2.2
Peak3 0.245 0.253 0.251 0.250 9.1 1.7
Peak4 0. 557 0.534  0.521 0.537 19.6 3.4
Peak5 0. 069 0.066  0.062 0. 066 2.4 5.3
Peak6 0.201 0. 197 0.188 0.195 7.1 3.4
Peak7 1. 000 1. 000 1. 000 1. 000 36.5 0.0
Total Ave 2.739  100.0

2.6.6 FUEMEIRE:  HUHLS O 030918 ALK G 1
Wy, 76 LR 4 0F T RETF, MIBE 2h FHE— K, 4
55 UK, broE F4 B b 5 AT 0 R ARG, TR
AW B AT WA () TR LE RN AT 6 RSD &5 51, %4645
WEEAH T 47 (1) RSD $5 KR 3.3% 5 35 A 0 [ #A Lk
RSD #5 KN 2.9% . 68 [/ —FF S 7E A0 IR 4 2F
10h YU 5E 1R 2 SR A e

2.6.7 FEEERK HUHES N 030918 AR A 1
Uy, FEfR]— B 2R b S5 ANFE, A A 464 T 2T,
CEETIN NEE =kt S AP SN IR DO R DA W7 = B
A AT WAL AR LEFIA OC RSD . 45 R &4 i
FIXAT B 1 RSD $5 KON 1.3% ; LA 0 11 B LE (1)
RSD 5 KA 5. 1% . Ui W[5 — i AE A 1A 45 A0 5 I
SE IR 25 RS 3 PE R ] 5

2.6.8 FILMEIRE: LS R 030918 ALK b S
Uy, TEARRISCAE T RETE, F94 . bR 3
WS PR AFDO AV B, I A5 A i A g 2 1 AR L AT
K RSD . 45 B % LA W A0 X A7 & 1 RSD 5 KN
1.5% ; FA WAL 1K RSD fix KA 4.8% . i W [A]
—FE S FEAR [ 451 R (1) 45 S IR LT

3 e

3.1 ERARSNT L EE IE PRI E UE SE R T T B
iR 757 L8 LA BORAL XS HepGa-2. 2. 15 41 il 533

(1) HBsAg HBeAg ¥R o 476, 51w K M. H
PR — 30 . R, 70 Rl bR 8 16 Fi 2]
AR 25 8207 A8 o AR AUk, B AK TR
TP AR TR .

3.2 GEFRIFHINT, 72 ScEk (R b, A 2R
T R TR V) L B AT T 2 I ST UL, 2R
SIBTLACS: 11505 ) WAk . Aah, FER IR C &1
THOLT, 2 i TR T R G M AN ) 22 S 1 B 145 400
W kg AN[R], BRI Y 428 1) & A 2 A, A LIS AR ], 4
WIS SRS AR

3.3 EBE AR B WE 0 R e F T A A s o R
RN HEIRHEA T [RIA T TP L, R DT /A T R e
285 5 T 2 Aok 0 W TR (1) B 20 A A ) 5 6 TR BRE
{EAEAZAT B2 R 1 B 1 e R vl 8 08 SR I RN
TE MR ST AR 30 oA A WA e, 3 W 3L e 25 8 A Ik A7
BB AN W HERR, (50 12 BT 55 11 5 ' 510 5 AT
HRVEASEmT . ) A, 72 BT SRR )47 B A7 A R 1
i

3.4 FEHHATO KFHEIT, S T RS 1 1 K
T LR SRS A AT T 8840wl WO, Hok
WO Kol 225nm 5 275nm, 365nm Ji b 9 W, B
DARTDAEFE A= 225nm, k= 365nm B¢ A\ = 275nm,
= 365nm . {H T 225nm T Tm 540X, A HH4
K, BT REDE) T e KW K, T K 22 50 it
FET R AN AT W, TR 275nm bRBGE . AR I B
MMk # 7 A= 225nm, k& = 365nm F1 A =

275nm, &= 365nm, X BE AT FIHE . 45 R I )
= 225nm, X = 365nm £ 2| 1) K OB %, 5 B
/b, A= 275nm, k= 365nm 15 F) (1) 5% B 3 B
AR EEKR . AN #AT R, FEENT
THERAE 2 AR I 7= 25 1 2% 11 D6 S R S TR U 1) 2
n, DAL A K 3 12 £ AT AL ' PR s R e e K A 4
FE K

[ 3% 30k
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