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Regulation of orcinol glucoside on CYP3A of L02 cells
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Abstract: Objective To study the regulative effects of orcinol glucoside on cytochrome P4503A (CYP3A) of L02 cells and to
investigate whether orcinol glucoside regulates the CYP3A activity through cAMP-PKA signal pathway. Methods The L02 cells
were treated with 8-Br-cAMP, an analogue of protein kinase A (PKA) agonist (cyclic adenosine monophosphate, cAMP), its inhibitor
(H-89), and orcinol glucoside; MTT method was used to detect the cell vitality. The expression of pregnane X receptor (PXR) and
PKA protein was detected by Western-blotting and immunohistochemistry, respectively; The activity of CYP3A was detected by
erythromycin-N-demethylase. Results Compared with the control group, the activity of CYP3A was increased, the expression of PXR
and PKA was increased in L02 cells treated with orcinol glucoside. Conclusion These data support that orcinol glucoside which is a
singery effective component in the rhizoma of Curculigo orchioides could regulate CYP3A in L02 cells through cAMP-PKA singal
pathway.

Key words: orcinol glucoside; Curculigo orchioides Gaertn.; liver LO2 cell; cAMP-PKA singal pathway; CYP3A

A0 A RIS Curculigo orchioides 1, & BBy ZAIE I EEA MK ST, AT
Gaertn.[FHR 25, PERREH, FBAFL, BAEEL BRI R EG 205y . ARIMTHZ R 2 75l 5%
BH, FEFERRIBINAL, AWGIR LF ez —, 7 cAMP-PKA {5 510 K il 4% CYP3A [fIRIE A
FEATHITEBRAL, arlTk3E BERA . N . RSCRAERTIIm st IEnt 1, S—PWss R
fEAREL . R BRIk, AUIOE WAV T LO2 4 )5, cAMP-PKA 155
TR, ASE KI5 0 cAMP-PKA {5538 i 10K A2 B AH DGR b7 CYP3A. BRI A
WA CYP3AN . WY R, ALF 3% (PKAD. 448t X 24k (PXR) MIAStk, & B
BN T E K BUA PR PRI A & B A A0 W4T & il cAMP-PKA {55 % CYP3A

¥ BHA: 2011-10-17

HEEWB: WEEAEAMBTORER (973 7% JH (2007CB512605); BRVGHHE T URE (2010JK493)
TEHEN: 2 8 &, WA, YW, WFR05 1 P 2R B BT . Tel: (029)38185170  E-mail: liminsweet@]126.com
«*BHMEE K UK E-mail: zhangbing6@263.net



*1148 -

¢ %% Chinese Traditional and Herbal Drugs 38 43 % 28 6 # 201246 A

FEAE SR, AR R AL S A R ) A
1 #8
1.1 @5

& R E AT (R4 90.6%) thdbat
P 25K 2% 2 4 B A 2 20T = B M R O 3Rt
HGIIE. MTT. IR (cAMP) R4 8-3L-3F
JREF I (8-Br-cAMP). cAMP JII7%) H-89, FE[H
Sigma A #); RPMI 1640 55755 (T A4 Ly
(FCS). D-Hanks ¥. Jiilf. HaHxE. BHER, £
Gibco Al At PKA JUAFRM, Qi 11k
AT ZPUEEUR 16, dbR P ERFIATE; K
., WEIR S0, BEIR. SENEES N o dral, b
HAER A A ]
1.2 “ARf

LO2 411 i A R 215 F5 16 1E 5 40 ok, e b2t
rhs 24K 25 T 2525 Bt A AR R T AR 2B B
1.3 48

s TAES, REEZLE&S s CO, 4
K940, 221 Nap-co A ;s Bio—Rad—550 Fhr1¥,
F [EH Metertech 7~ a]; AR A B ONL, EH
Beckman A #]; Nikon 44 B 1E:, NIS-Elements
Basic Research 5 R T RS, HA Nikon 2
Hls HUKAY, FEIBEHL, E1E Bio-Rad A .
2 H&E
2.1 ‘HAEES

WRREP B RAER L02 gtk HIR, B
RPMI 1640 55723 (4 10% FCS. 100 U/mL 755 % .
100 U/mL 8585 %) 1, 37 C. 5% CO, YRR E 1S
TR IEFE, 24 h G EHEEIRIE, A0 N R RE
AR, M4 IR T 85%IN RS K W%
REEFE
2.2 Xf LO2 4HAEE S9N

AR A 4 8505 ARRT, BN Mk B 1 X
10°/mL, T 96 FLH, 4F4L 100 uL, £ 1x10*
AN, WRIREFE 120 5, KT 85%I 40 ity B,
W R EE TR, X HRAL I TG R 720k, & B
ARG TR (1X107, 1X107% 1X
107, 1X107° 1X107, 1X107%, 1X10” mol/L)
1) & I A PR B A S R R AL, AL 100
ul, BB S AR AL, BigR 48 h a, BEALnR
HIRE A 5 mg/mL MTT %% (J PBS fichl, pH {H
H7.4) 20 pL, REHETE 4 h G bR DIk
AALAREFE LW, REFLIN 150 uiL DMSO, e

Vit 10 min, {F45 )78 0 0#, BEbR T 570
nm WK 2 B LR (4) {H.
2.3 % L02 4R ZE YK it AR KB AR SN
MMAEAR A H 4 ARl 5 AR, R0 I I Ky
4X10°/mL, $0 T 5 mL 858008597 12 he KT 85%
AINGEERS, FrIRRTIRIE, AU TC M 5 77
B, 8-Br-cAMP LA LIRS Hy 1X 107 mol/LIMfr
8-Br-cAMP (H IR FR AR A, H-89 4ilnA
AR E g 1X107° mol/LI Ky H-89 (F TG ILi 1 97 ik
FCDD, & EmAATRE A A LIKE R 1X107°
mol/L [ & BEY I AT CHHE i RE IR M A
Bi% 48 h JESCEEANIE, A ST bR, B4 3 A
PATEAL, SEIER 3 K. K PKA EARIEM
B AL N T S5 8 F s A0 Ja AT He e 41
A .
231 XF L02 40 PKA HAFRKIARIEm /MO
LA BB BRI R TR, AN 4%Z R H
W, 4 CEE 24 ho BOHEH T, HKKH PBS EEE
3K, B S min, F 3% Hy0, 3EYE 20 mine FHAPt
PKA HUAFBW (1 0 100) 76 4 ‘CH;F% 24 h, 37 C
i 40 min, PBS ¥k 3 ¥k, AR S min; F 91
P 1gG 78 37 CHiFE 40 min, PBS 0% 3 X,
K 5 mine DAB W0, FHHUMK. EW. HE,
HEE (400 X)) AL FF 41 . K H NIS2 Elements BR
2130 G0 HT RGEIE PKA BHE S e N =4 1)
R I PEAE R LR K BEAEARD HEAT 4347
2.3.2 X LO2 4l PXR & ARIEMFM /O
FREFRM, H PBS ¥ 2 IR, 0.25%JERGH AL, Wtk
i, 126X g By 5 min, Wi E3EW, A PBS
FHHVE, 126X g B0 5 min, {87 PBS, A 200 pL
ZUAM (1.4 mL L2275 70 RFAORT 20 pL 2 LA
W GROVK 24 30 min, 4 “C.13 427 X g .0 8 min,
W2y 170 pL, —80 CLRAEfFr. K% H Wi
WM ESE AWM. &L 40 L EH, KA
SDS-PAGE HLUk, 13%75 B/, 5% Mk4ae, -1
K R 1 4 PYDF I L, 0.5%M 15 0k &) 1]
1 h J5 A B-actin —#HT (1:2 000) T4 Ciki.
SEILALEE-20 [ PBS (PBST) ¥EW 3 ¥k, ik
S5min, JIAN$L, HE, HEKE 1h, PBST ¥E3
W, M PXR —$i (1 : 150), %EiEHE 1 h, PBST
Y3 U P, PBST ¥ 3 ¥k, I 5 2 min,
TEME = N R IR i, WE4h R IE44h, H Bio-Rad
Quantity one AFIEAT /3 HT. PXR £ FRIEKFH



TR

Chinese Traditional and Herbal Drugs 25 43 % % 6 i 20124E 6 A

*1149 -

H 4 KIS 5 N2 B-actin 45717 2K 1 () LU AR 2 &
TR,
2.3.3 % LO2 e CYP3A WEPERISEM /N 22
REIRM, T PBS Uk 2 ¥R, 0.25%JBERE0 AL, WesEdn
1, 4023Xg &0 10 min, /NOWEH FIGW, B
TN H B R 2 v (pH HA 7.4) 0.2 mL FE &k 41
JL, PR A R A L, 4 CL 1450 X g Bl
15 min, HU TS, 424055 25 -N- P 2 000
CYP3A %1t
24 FitFELE
I x +s £ox, KA SPSS13.0 #ft, %
FEA IR 41 0] bR T R 3 5 22 4y B, R IEAT
SNK-Q F46: -
3 #R
3.1 X Lo2 fHARiE R R
BRI AR IRIE A 1X107° mol/L i, X
LO2 IS A FdER (P<0.05), (HRA#EYZy
WRFERRAC, SEmRgs. 4R WK 1.
3.2 3 L02 4ARf PKA EERIEBIEE
8-Br-cAMP. & MMy #4644 HH T L02 41,
A[HEGE PKA S 13R1A; 1 H-89 Al¥g/> PKA [
LKk, HXTRALKZEREE (P<0.05). 455N
*2. B 1.

ol <

8-Br-cAMP

*1 BEMEEEEX L2 BMFENNEZE (x+5,n=3)
Table 1 Effect of orcinol glucoside on L02 cell vitality
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“P < 0.05 vs control group; same as below
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Table 2 Effect of orcinol glucoside on expression
of PKA protein in L02 cells (x +£s,n=3)
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E1 ZEEEZEEN L2 A8 PKA ERFRIEEIN

Fig. 1 Effect of orcinol glucoside on expression of PKA protein in L02 cells
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Table 3 Effect of orcinol glueoside on expression
of PXR protein in L02 cells (x+s,n=3)
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Fig. 2 Effect of orcinol glucoside on expression
of PXR protein in L02 cells
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Table 4 Effect of orcinol glucoside on activity
of CYP3Ain L02 cells (x£s,n=3)
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