IRELAR S XA ST S B IL- 1Bl P g i

EXE KAE BEREE S WLE ELREN AR S (LABEZR PARA LS ¢
HFRETFRERERE, M AL 067000;2.7 L TR AFEZK, A %  056002)
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M E B HRAAERELF(TSTROMEA X T X (AA) KR iF P & miei& 1B(IL-1B) F i ed ., 7 ik 60 R
SD X S FEALH 4 g TE 4 *F B8 (SR AR AR K ) 40, BE A (SF AR AR AR /K ) 48, TSTRAK . ¥ . & 71 & (40.80.,160 mg/kg ) A A= & Nk
HF (TG, 12 mg/kg) 4, BREG 3RS, KA SMK K3 T 4B RIEHRih KT AEA 0.1 ml LA KR AABER, TEHEES 18
K, o igta R, R 1K, 42521 do KRBT 2% BRI (ELISA) ki X R ik P IL-1p42; ¥ 2 Tt s -R AW R
2 (RT-PCR) ik il K S 2 Bk F IL-1B mRNA & A KT ; %98 4040 A0 M) R S5 Ae IR o IL- 1P & R A KT, 4R 5 B sfmEa
Yogk AR K R e IL-1p4 38 A, 2 35 F IL-1p mRNA 2 34 hE & IL-1p& & Rk K-PHH &, 2 F 9 A %t FEL(P<
0.01 % P<<0.05); 5AEA 20 b4, TG 4L % TSTR & &40 K R L FAn ¥ 4K, 2 F A 43t 5 & L (P<<0.01 3 P<0.05), %
TSTR T AL AA K R ik P IL-1B7E M.

KA FEREZLHEABRET L @mENFE 1B; LR Ak KK

Effect of Total Saponins from Thladiantha dubia Root on the Activity of IL-1p in Adjuvant Arthritis Rats
HONG Wen-ting', LIU Yong-ping', MEI Ai-min’, LIU Chun-nan’, MA Shuai', YAN Hao', CHEN Jian-shuang',
TONG Ji-ming' (1.Institute of Chinese Materia Medica, Chengde Medical College/Hebei Key Laboratory of
Study and Exploitation of TCM, Hebei Chengde 067000, China;2.Medical College, Hebei University of Engi-
neering, Hebei Handan 056002, China)

ABSTRACT OBJECTIVE: To study the effect of total saponins from Thladiantha dubia root (TSTR) on IL-1B activity in adju-
vant arthritis (AA) rat’s serum. METHODS: 60 SD rats were randomly divided into normal control group (equal volume of dis-
tilled water) , model group (equal volume of distilled water), TSTR low-dose, medium-dose and high-dose groups (40, 80, 160
mg/kg) and tripterygium (TG) group (12 mg/kg). Except for normal control group, those groups were ih plantar subcutaneous in-
jection of FCA 0.1 ml in the right hindpaw to induce AA rat model. On 18th day after modeling, the rats of TSTR groups and TG
group were lavaged with corresponding drugs, once a day. After 21 days of treatment, the content of IL-1f in serum was deter-
mined by enzyme liked immunosorbent assay (ELISA); the mRNA expression level of IL-1B by semi-quantitative reverse transcrip-
tion-polymerase chain reaction (RT-PCR) ; the protein expression level of IL-B in paw and spleen by immunohistochemistry. RE-
SULTS: Compared with normal control group, the content of IL-1f in serum, the mRNA expression level of IL-1p in paw, and
the protein expression level of IL-1p in paw and spleen were all increased, with statistical significance (P<<0.01 or P<<0.05); com-
pared with model group, above index of TG group and TSTR groups were all decreased, with statistical significance (P<<0.01 or
P<0.05). CONCLUSIONS: TSTR can decrease the activity of IL-1f in rat’s serum.

KEYWORDS Total saponins from Thladiantha dubia root; Adjuvant arthritis; IL-13; Immunohistochemistry; Rats
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TR JRA S5 7T 80 2 LG B8 milE A BT iy o
RFIAMAEY . FHOCTHFE R, AR BAREUR PURAE 1A %L
RO AR SR AT (TSTR) , H TSTR X RA BIRYTAE ] 2
F R EAAE AR, R LUR LTS S RA
ARRLER) A TR 515 98 (AA) R BB, AF 58 TSTR Xt AA
R BRI P IL- 1B AP AR, E— P80 TSTRIAYT RA ATRE
FIFEFAALT, > TSTRIGIAR R SRR o
1+
L1 {428

SORVALL Biofuge Fresco ¥4 2§ 0> 1 (1 ] Kendro La-
brotary /2 7] ) ; Excelsior™ ES 7 [ 2 2 21 JIii /K #L. . Histocentre
3™ 2 SUAL AL (36 [ Thermo Scientific 23 7 ) ; RM2125 1%
TGS 56 1500 7 L (7 [ Leica 28 W) s TK-218 BUH 5L 9 F 4%
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A ALCGIAE R L TR A R 5T | s BH-2 3 i B8 S 5%
%258 ( H 78 Olympus 23 1) ) 3 T-100 #9544 52 )37 (PCR) Y
(% [E Bio-Rad 2A#]),
12 #m5iH

TSTRORAEEE = B 25052 il 45, it 45 : 2010918, 21
54.14% ) s TN REL T R (TG, LBOB D 20k A R A w4t
+5:100301, B4 : 5 7 10 mg) ; 30 [C58 24k 7 (FCA , 3£ [H Sig-
ma 23 A, #45: 100M8725, #iA% : 1 mg/ml) ; St B —H1 Bk
e I (ELISA) IR £ . N 2 B-actin (3£ [E Bioworld 23 ], it
5 :BD10699,201106,201109) ; G f g 4k 17 £ (db 52 U 1
HIEYIRIH A BRA 7 52 20110712) ; FESAWR A (R
iR R 22T 5 5 mRNA $2 B (Trizol, 25 [ Invitro-
gen /Al #HE5:66218) s DNA FARZE nhif (b it RARLE (LRI
HIRAF LS :N2910) .
1.3 ¥

{gRE SD K FR 60 H, 8 iy, (4 i1 180~200 g, & , Tt
SRR A MR B A BR A W [Sh B i A A% IE S : SCXK
(5)100M8725)].
2 FHik
2.1 HWESH SEARBH

TRL{gRRE SD KRR 60 3, BRIE# % IRZH 41, LA &2 R B
FA47 )5 A B ih FCA 0.1 ml &2 il AA S RRUBERY , v G o5 ) 6
PROA B o A, AR 45 18 R FSETT RIGE(AD{H =6
RN, ) o RN B K BB AL 53k 1 X BB
FERIZH A TSTRAK .+ 55 (40,80, 160 mg/kg) i it 4 (AR
TR, 3 A NS GR = 19 0.5., L. 2 %) MR ATEZ 1
(TG, 12 mg/kg) H X AN SER0T L) , A4 10 X, Frstig
55 18K, & RS0 ig AHNE 2400, T 3 %ok B2 R A TR 2 R
A3 ig SEARBUZERK B R LIk B2l dJE U A2 R BA
TR 28
22 FBAKXRIMFDIL-1PEE=RINE

K ELISA ., #I& LA 3 500 r/min 850> 10 min (5.0
4 em, R, B EIE, #2 ELISA TR ) &idd I 1534 , 460
KB H TL-1BAY it
2.3 HAKREHPIL-1p mRNAKFHAE

R AR G RS SR (RT)-PCR %, BUR BAFFZ14 200 mg,
il Trizol 1 ml, IR , 4 °C .12 000 r/min Z5.0> 15 min, B I
T, A 0.2 ml =& L, 4% iR 454250 15 min, B
W, AR RS TN EE IR A, — 20 CH BT TR E O (58T
)L FE R, BUTTIEMIA 75% B2 1 ml, FE43M R AT, ekt
TS IS R mRNA, 225N A EE 00 B mRNA 403 K vk
JE | PRSP R B I P PRSI mRNA SE%M:, —80 C
{77 . F mRNA 5% & % cDNA 55— 4 , 1905 55 5 v 1
A :30 °C .10 min, 42 °C .30 min, 99 °C .5 min,5 °C .5min, j%
Y cDNA F—20 CH-AF. PCRY G N RET N 94 CHARM: 2
min; 94 CAEME 30 5,58 CiB & 30 s, 72 CHEfH 1 min, 3t 304
¥ 77 DNA F —20 CLRAF. PCR L9504 BL5 pl
PCR”#) 5 2 nl 6xDNA FHREZE MRIR ST, FARET 2% Bl b
BENE L 120 V HL R HLIK , >R JT] Quantity One 4.6.2 ¢ & 8 /0 #r
B 7 R Y 6% B IOD)EHE 138 Sy Mo LA B-actin fF

TEZD; 20154555 26 45 31

RINZ IR, LI A B R 5 p-actin N 2 507 10D Y HLAE (Rela-
tive optical density, ROD) #/R 4% H ) [ mRNA 2 3k {4 A1 X
Ko G BB JGRE LR 1.

x1 S|MFIRBNEE

Tab 1 Primer sequences and annealing temperature

514 5147751 PR b BRI, C

IL-1B Fii:5'-GGCATAACAGGCTCATCTGG-3' 414 58
Fi:5"-CATCATCCCACGAGTCACAG-3'

Pactin - FJif:5'-CATCCTGCGTCTGGACCT-3' 480 s3

TiE: 5’ -TCAGGAGGAGCAATGATCTTG-3'

2.4 KB BT IL-1pE HKFHNE

RGP AAb SP ko UK FRUZS 1 R S R A4, 10 9%
T [, 24 h SR L B R K AL, R B BB 2
i (100% \95% 80% 70% ) 7K ; IR ], 85 , A1 54
W4 um BEY) R s Ak D B e e s A1 AR S Ui
FHEAT, BUARHE R 1: 100, Y a5 DUAR AR H BRIR 75 245
HAOSTORLAR G (05 A BRI . B TSR IL-1BFRIAH L,
FRECEIG, SR F PP 6.0 #1442 IOD ., #4721 8 1t 43 #T o
25 FitFEFE

K JH SPSS 17.0 it 4R A Ab B SE B0 5500 o B8 x + 5 5%
7N AR BN 5225041, P<0.05 NZEFASITHE X,

3 #HR
3.1 BAKRRMBFRIL-IPEENELER
5 0EF 0 REZH B, AR A R UM Y H IL-1B75 1k B el 3

T, 254 Gt s L (P<0.01) ; SR H A, TG 4 K&

TSTR 45 2 20 K B i IL- 13 sl b , Z R A G2

(P<<0.01). Kl 45 25505 BORE N, ILH H TL- 1375 B 12 A

Ha AR IR 2.

F®2 FHAXRBRMFFRIL-1pE=.EHH IL-1p mRNA /KF

K RERFAREAEF IL-1BE A KFUELR (x +5,n=10)

Tab 2 The content of IL-1p in serum, the mRNA expres-

sion of IL-1f in paw, and the protein expression of

IL-1p in paw and spleen(x +s,n=10)

45 M mg/kg  TL-1B ,ng/ml Il ﬁ SLSNA’ gﬁglﬁ) gﬁfﬁ%ﬁn
ER TR 0.11£0.01 0.106%0.017 0.19+0.04 0.11£0.03
A 049£001°  LIRE0IST  223+046°  161+034°
TSTRAEA 4 40 029+002"  0825+0.106°  113£032° 098029
TSTR Filizé 80 0.07£001"  0820£0.118°  065+022%  049+0.18"
TSTR FlEA 160 013001 0712£0.128°  063£024™  035£0.117
TG4 12 0.14£0017  0701£0.184°  051£0.177  041£0.027

5 IEF R AL AL, * P<<0.01; SRR [ Ar, 'P<<0.05,"P<
0.01

Note: vs. normal control group, * P<<0.01; vs. model group, "P<<
0.05,"P<<0.01

3.2 HBAKXREHAHIL-1p mRNA KENELZR

55 IE R BRZH LA AR ZH R B Bk Y IL-18 mRNA ZKF-
MR T 22 55 GiH 2R L (P<<0.01) ; SR i, TG4
J TSTRAG AP 751 21 K RS Bk A9 TL- 1B mRNA 7K (8
%, Z R A 522 L (P<0.05) . Bfi TSTR & 38,
IL-1B mRNA KRR AT TGLL, 25 W3k 2.
33 HBHEAREHMEBEFIL-1PEAKFENELER
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SP YLt g5 ML g I, I R A R B HP TL-1 B3 58 1) BH 4 7=
1y 55t D S 14 € TR A G A, 43 A1 T 4 o R 4 A v
(WL 1 E 2) . 51X BRZ H e, Y 20 JC U B S U v
IL-1B2E /K TH , 2 A Giih24 0 L (P<<0.01) 5 54
A, TG 2H B2 TSTRA (H i ) 2 20 K B2 By B MU v IL-18
KRR, 22 A Geit 2 L (P<<0.01 8% P<<0.05) , 45 R LK 2.,

~ ) P

A X B2

ST ISTREARL o Tad
Bl BAKXREHHELRSPEELER(x200)
Fig 1 Results of SP staining of rat’s paw tissue in all groups
(x200)

TSTRE?E B TG4
E2 KEKREAEHLSSPREELER(x200)

Fig 2 Results of SP staining of rat’ s spleen tissue in all

TSTR 177 B :

groups( x200)

4 Tig

IL-1B 32 % phy A% AN Bl B W 40 B 7 A=, 5 3 B A B i 43
I RESEH A O, i T 1L-6 FIERAANE 2 1= A, TL3EPE ] 3
IL-1BSZARFE LTI , 45 A8 T 1l W0 T R & Jee oAy ek 4 i ke
KATRD, AT UL IL-1B7E RAEFN B Seyie Mg vh K #5  dE
YER, IL-1B1) 58 X WF9E RA I L0 HLEI A & T BN E
o WFFERWT, IL-1 BRI ST B i A M [N 22—, AT fe fiff
R A B Ao EEL A I 2 AN L 1T 4 DA A 4
JHE PR AL, 3 2 S O DA e IS 200 i A 2 B A S B A PGE.
AR SR . PGE. A1 J5 i (14 F8% i SCRT LA | ¥ B 14 4R i S
JE AR R R B A L T -1 S 52 307 5 1) D R 3 e
S W5 O3 ) (R R — 2L B i T ORI, e
AN AR A 2 A

2 X IE S T TSTR K AA K B i ik A 410 74 4
FA L RT08E AA K BRI IR 9 RE SN, X RA K B ARG (367 1
o G5 SR HL  TSTR 4K BUL Bk & 0 b IL-1p 2K 1
FIBIKF AR TF IEH X IRAL . X HE/R TSTR AT AA HIALH]
AT AE S TL-1 A28 56 - TSTROH 1 FA% AA BRI FLiA
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P IL-1BAR 5 dt , S0 T IS 2 U A DR i IR O, DK
T &2 HET RA BV . HTHC TSTR, TG 8388 HAT 58 A S 1
Wil B e A B, ELAT B A AR SRR IR A,
TSTR A 91k A VERE RAF AU BT RA 259 (B 2t — 2
W
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