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6,53 A FA RSV R A M T 20, A AR S 24 i AR P S R AR B (40% ,50% ,60% AR AR & 25 i ) R
T ML (70% R EFHARE LMW ) o BRa A5, H AR A HERD RSV 3 s 7 B Yo AU, SR JH AR AR 3% 24 1 3 5l 1 2
FARE 2008 BEAT T 90,12 b J5 WA A i B R YA R, TR A 5 W BRI 78 (EELISA) B4 I 40 it b 35 W b TFN-B % 3 ; SE I 280
€ B R 4 5% 2L B (Real-time PCR) ¥l RAW264. 7 40 g/ TLR3, TBK1,IRF3 F1 IFN-8 mRNA [ ik ; 8 1 Ji 4 % BN
( Western blot) &l TLR3, TBK1,IRF3 H1 p-IRF3 & (10 ik, 458 RSV JRYL RAW264. 7 411 12 h J5 , 525 (141t i, i Ay
41 TLR3,TBKI #I IFN-8 mRNA [ ik i 2 F} & ,IFN-8, TLR3 , TBK1 # p-IRF3 % [T £kt B Z 75 (P <0.01) ,IRF3 mRNA
AR X TC W] A Ak 5 5 R B0 A PG B, B AR A 2 1 v b L R B A B AL e 8 [ 3 T 1 RSV i R i TLR3, TBKI #1 IFN-8
mRNA )5 R (P <0.05,P <0.01), [F B & 8 RSV 5 %% TLR3, TBK1 il p-IRF3 A& Fik (P <0.05,P <0.01) ,#t
W AR P 2 1T A R AR A B 0 T AR IS TR LS RS 25 1008 A, T X TRF3 mRNA MR (1 T B EH . 4518 RSV
RE% 17 TLR3 {55 5% 2 8 8% 00 38008 AT (2 3 TEN-g 119 2% 3k , T AR g AR & 24 17 38 i F 9 TLR3 {5 538 8% G #5554 1
TLR3,TBKI,p-IRF3 {fi TFN-B i& fif %3k,
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Regulation Effect of Isatidis Radix-containing Serum on TLR3 Signal
Transduction Pathway in RAW264. 7 Cells Infected With Virus

HOU Xian-bang, FAN Fang-tian, HE Li-wei”
( Pharmacy School, Nanjing University of Chinese Medicine, Nangjing 210046, China)

[ Abstract | Objective: To investigate the regulation effect of Isatidis Radix-containing serum on
interferon-8 ( IFN-8), Toll-like receptors 3 ( TLR3 ), TBKI, interferon regulatory factor 3 ( IRF3) in
RAW264. 7 cells infected with virus, in order to explore its antiviral mechanism and provide experimental basis for
clinical application. Method: The experiment was divided into 6 groups: normal control group, RSV infected
model group, Isatidis Radix low, medium and high dose groups (40% , 50% , 60% Isatidis Radix-containing
serum ) , and Ribavirin group (70% Ribavirin-containing serum). RAW?264. 7 cells were infected with RSV, and

treated with Isatidis Radix-containing serum or Ribavirin-containing serum. After 12 hours, supernatant was
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collected to detect the level of IFN-8 with ELISA assay, cells were collected to detect the level of TLR3, TBKI,
IRF3 and IFN-8 mRNA with Real-time PCR, and protein expressions of TLR3, TBK1, IRF3 and p-IRF3 were
detected by Western blot. Result; Compared with normal group, model group showed obvious increases in
expressions of TLR3, TBK1, IFN-8 mRNA and protein of TLR3, TBK1, p-IRF3 12 h later after RAW264. 7 cells
were infected with RSV (P <0.01), with no significant change in IRF3 mRNA and protein. Compared with model
group, medium and high-dose Isatidis Radix groups showed obvious decreases in the high expressions of TLR3,
TBK1, IFN-8 mRNA (P <0.05, P <0.01) and the high expressions of protein of TLR3, TBK1, p-IRF3 (P <
0.05). The down-regulation effect of Isatidis Radix-containing serum was lower than that of Ribavirin-containing
serum. Both of Isatidis Radix-containing serum and Ribavirin-containing serum had no a significant effect on the
expressions of protein of IRF3 and mRNA of IRF3. Conclusion: RSV can activate TLR3 signaling transduction

pathway to promote the expression of IFN-B. Isatidis Radix-containing serum can down-regulate TLR3, TBKI1,

p-IRF3 of TLR3 signaling transduction pathway to control the proper expression of IFN-g3.

[ Key words |

interferon-g

5 AR R v R I PR b e IO P R 2
— MR T (M RARZ) P EC AN T Z4Em
AP, BB BT 3 W, A AR B B R
W B EGE A R 7 Al R R IR R R B
IR B A BF A5 0 B L £ B 4% e B B DAL,
R TE WA 0 75 S e 5 R B AT R R
Jii 4 252 P W 38 95995 7 T34 T 2% S B 3, T L 7E 9 R
SRR e L A AR BB TR LR E A
VLG 2%, BRTE K 41 30 B4 1o B PO AR
RS G BT AR A A A 1 288 SR B
0% 345 5 75 (RSV) & 9 A LI I F B 9 o i
5k RNA 53, & T BB o 2 BL, i 28 75 5 )8 , 2
5| B4y JL % A N I 0 SRR g e 0
TR AR R KA IFSE K W Toll #3Z {4 3 (TLR3)
5 RSV e ot 2% 417 TLR3 A LR B9 2 &
I 55 b 8 o 77 2k B WG RNA (dsRNA) i i 4
MyD88 i i) 5 5 38 4 34 72 B TRIF 44 i 0 38 1% , 8%
I T W Y B TBKL, A S B TR RT3
(IRF3) B 2 1L 15 1L , 42 3k T 4% Z -8 (IFN-B) f) 43 )
A SRR I 25 2 020 L I PRI 5 TIE 52 M
WEA VAT /N L 154 I 46 i s AR R
T 309 S 56 BF 52 8 % W B 0 AR 6 RSV A5 40 461 46 1
A58 AR AR 45 24 1138 6 TLR3 {35 538 i G # f5
54y TLR3,TBK1,IRF3,p-IRF3 {520 A, i 1
PR Ah 5256 B 5, B A 5 AR B0 RSV 9 1 FH L
g HE B BT AR B BT RSV I PR T 42 i 25 11 2
WA o
1 #a
L1 40 W& AR b B 40 (Hep-2
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Isatidis Radix, respiratory syncytial virus, viral pneumonia, pattern recognition receptor,

) o R B b A B B 4 A R o 4R
b5 /)N BRU 6L B 0 L ( RAW264. 7 41 L) th 47 MoK
S i PR B2 27 e B s RSV A AU Long Al i K
5 [ MRS S ) R O 4 k. SPF 9% SD R R
MM il T XE kLY EF bR, s
F&AIF 5 SCXK (#7)2015-0012, A HF 5% 3K 15 1 52
B2 24 K24 5290 s W) (e B 25 51 S L e o

L2 2y 550 MREERBUR (7N A =l Aing
B 2 R F] L b5 HSKO021) |, 1) B 55 b ik
(AR T W25k B A BR 2 ] L 4t 5 151016) 5
RPMI-1640 7 3% 3, DMEM &5 8 &% 72 3 (5 [
o oW, it 5 4 G Sh AAH206539,
AAK208935) ;0. 25% & (& EDTA) , A4 LiE (35
[ Gibco 23wl , L5 43 51y 1704814 ,20151209 ) ; 1
M (MTT) , — H B A ( DMSO) |, 4 1fL i 1 2
(BSA) (3£ [ Sigma 2~ &), L5 437 i €10036912,
045M4080V , 10735078001 ) ; RNAprep pure 4il fiid/ 4
A & (b KRR AR AR A A, S
P4721) ; PrimeScript® RT b 75 & ( RiEE4Y
THARAE, 5 AK3802) ; RIPA 2 fif ik (1) ,
PMSF,BCA & 1 & & i ) &5 S B AR 2% whi ( g 38
= RAEYH ARG R AL S 4 5k 0013151209,
060616160629 022616160503 ,0015150729 ) ; B ffi — 4K
L6 (PVDF) i ( & [ Millipore 23 ] ) ; 2 1 il 11 4] 751
REY, BRI B ) AR SR G W (TLIR Sl B Y 3
ARy A BR 2w, i 5 43 5 S8 KGP602151019
KGP603150713) ; TLR3 i % bt i £ 4% 38 7 & (35 1
CST A ) L5 8348s) ;41 B-L 3 1 (B-actin) HLK,
FhU R POt — i, ECL HE H i 4 9% B 3 ( Western
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blot) Substrat ( 3% [E Proteintech 2 &, #it 5 2> %l N
2055361 ,SA001201,B500024 ) ; % [ Marker (/£ 24 /E ¥
HARA R, 2 00318120) 51:29 bis-Acr,10% |
TR EE R Al (SDS) , APS (36 [H Bio-Rad 2\ H], it 5
43 51 S BO016K011800,323A032, BO016K022600) ; =
SN SR E (TRIS) , HARR (L R E A AL i
51902k 326A078 ,605B069 ) ; JIit fig W5 4 ( 36 [ BD 2\ ],
L5 1138761) , /I il TFN-B Wb A 2 W R 7 ( ELISA )
oz 3 5 & (3 [ Cloud-Clone Corp 23 A, 4t
$6233X) ;5 |4y Hh e 5t 4 0 A= VA BN H) 5
1.3 4% B4 85 (HA Nikon 2AH]),
MR ( B AR A R A, CFX96
7S B 5% 56 72 fiF PCR ( Real-time PCR) {X , ChemiDoc
XRS + 1% 1% , Power Pac Basic % Hg ik 1 ( 3& [E Bio-
Rad /3 &) ) ; Multiskan go % i 45 % ( 35 [ Thermo 2y
Al ) ;5810R #Y iy 3 v% R 5 0 AL (7 [ Eppendorf 2%
A]) s LD5-10B Y 5 2 3 250 L (A6 5% 50 37 2.0 4L
HIRAHE)

2 FiE

2.1 FZMIE R H &AL EE  SD KRR 3% 2250 g
JErh 2 4, E A 10 B R 4T LLdR AR
Bi'52.5 mg kg A EL 5 MROBORL 128.1 mg - kg
(RDFIE 5 MR 25 8 10 mg-kg ™" ) KI5 43 2 R
B2y, 25 7 d, RIS 25 1 h J5 BRI 3 3 iR
I, M E R E 2 h,3 000 r-min ' B0 15 min, §L
FEE A E 56 C /K KiE 30 min, F -20 C
PRAFE . S 25T AL EE 4 1 mL & 25 1035 i A
3 mL H B, TR 2,12 000 r-min ™' B0 15 min,
W W, R AL 37 C IR T JE & 2% FBS Y
DMEM 1 mL &% ,0. 22 pwm — ¥R JC T 1§ a5 2o 28 BR
WET 4 CLRAFEH .

2.2 MR SWENY N Hep2 4 g
RAW264. 7 411 % H DMEM &4 ks 32 3L (£ 10%
FBS,1% H 8 RIRGW) ,37 C 5% CO, Hi A1
F5. PR 240 AiE 90% LIS ,0. 25% JEAE I 1k 1%
o A S8 24 R X B0 KW 40 g . RSV (4™
14 Hep-2 401 LA 5 x 10° 4~/mL 5 mL 8 F 75 cm®
KRR MR, 157 200 0 B B 2 2 L S L 5 S R,
PR EEM 5 mL, MR 1 h, & 15 min 525650 5 1 K,
TN 2% FBS () 4 5 0, 4k 52 % 37 °C 5% CO, K
FRAF P HE TR T LS 40 M AR 1 B . FF 4 80% ih
PR AE J5, B - 80 C F1 37 C KB H @l 3 K.
3000 remin "' B0 10 min, B 3 BRI 9 OB,
T =80 COLRAr# H.

2.3 i TCID50 A& I Hep-2 ML 5 x
10° A~/mL 50 F 96 FLE: 4R, 4 FL 200 pL, K
RSV (155 22 ¥ H DMEM = 48 15 % 5635 22 10 £ 19 76
B8 ANVREE o TR 4 MK SR 2 A M A, e R SR
PRGBS IR W, AR FL 100 pL, B T 37 C 5%
CO, HEFRAAMLHE 1 h, & 15 min BRER 1K, I
EOEHE M B E . REE AN 1 h 5 7 R
J LM 200 pL F 2% FBS M 4E i, & T 37 C
5% CO, ¥ F2 46 . BRMWERABEIFIC 4558, L
e 1 e R AN T L BB (05 A5 R 1k o SR Reed-
Muench 7331155 TCID50, H AR AU F
BE 5 L4 =

T 50% 578 A H 538 - 50%
T 50% AR ARG T G - AT 50% A R T 4 8

1gTCIDS0 = i T 50% 5 45 H (1) 45 75 s B J&£ 1) %) % + A
B LG < 7 3 K1 X 8

2.4 Ziy %t RAW264. 7 40 f 2 vk 090 i
2% FBS (1) 4 15 1 FF 28 2ok Ak 31 0 A1) T 5 AR ORD A AR
T 2 0T A AL 8 ANV . HONT R RAW246. 7
ZHILA 1 x 107 A4~/mL $£80F 96 FLAR , B4l 100 pL,
o B 23 40 R G 4 AL s, i A b A T A A AN TR v
M) &2, I EIE R 41, 8 F 37 C 5% CO, {8
WA PRI 24 he BEFLATA MTT(1 g-L71)
20 uL, B F 37 C 5% CO, [HiRR M P ks 55 4
h, B B B 75k, 45 FL A DMSO 150 uL, &%, & Wi
FRASAS T 4% F1, 490 nm W HERE A,
2.5 A SHARLLIE ARSI R 6 4,50k
25 141 RSV 8% e 20 ff A5 80 20 1) B 5 bR 7 24 i i
MRS MR, e AR B
RAW264. 7 4014 5 x 10° 4~/mL 2.5 mL %5 T 6
FLEE A, TR A K 3 80% A2 A7 B, B 25 (1 4L, 4%
414 Fh 100 TCID 50 mL ™' RSV ¥ 500 uL, & T
37 °C 5% CO, ¥EFEFWLIE 1 h, 45 15 min 252525 1
Wo AR 1 h 5, WISV RS, A 5 AR
25 135 20 AR AR 24 I e R R O B
MZET 2.5 mL 70% F| B 5 MK 5 245 1007 , 40 % H
R 25 17 50 % M AR % 25 1l 7 , 60 % i i AR &
00, % A MBI i A 2.5 mL 2% FBS 4
FRWL, % T 37 °C 5% CO, i FR A KT 3% 12 h ¥ 4i g
B 5 W LA S AT e FE ARG 0 RH X L 1 Ak B vk 0 AT
AbF
2.6 ELISA ¥/ IFN-B 1) & & it I8 ELISA iR
F G B R R I RAW246. 7 40 M 15 557 W
IFN-B I & it o
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2.7 Real-time PCR (LA W 25 40 M0 BT WK, 1%
R 6 I 5 B B RNA L ¢ B RT-PCR X &
PLEH 5% B RNA 2 5 55 % ¢cDNA, SYBR Green I
Real-time PCR ¥@E474 0 . PCR S 41 (R AW

*1 BHREE®BSIWFZ

Table 1 Primer sequence of gene

H1) 195 CHIAS M 30 ,95 CASHE 5 5,60 °C iRk
40 s, BEE 40 AE R, R A OE R il 2R . DA L SR
PhSr A 3 U, SIS RO R 27 ik AT A
PCR 5 ¥F 5 W% 1,

HH EWEFIPI(57-3") FUETIPI(57-37)
RSV-F TTGGATCTGCAATCGCCA CTTTTGATCTTGTTCACTTCTCCTTCT
IFN-8 CTGCGTTCCTGCTGTGCTTC CGCCCTGTAGGTGAGGTTGAT
TLR3 CAGGATACTTGATCTCGGCCTT TGGCCGCTGAGTTTTTGTTC
TBK1 CGGATCCATGCAGAGCACTTCTAATCAT CCGCTCGAGCTAAAGACAGTCAACGTTGCG
IRF3 GGAAAGAAGTGTTGCGGTTAG GAGGACTGTGGTTACCGTT
B-actin GTATCCTGACCCTGAAGTACC TGAAGGTCTCAAACATGATCT

2.8 Western blot yEKz I M 25 40 i I 3% W, FH 1
¥ PBS 27 ol vh P40 ML, 1) 3% 5% RAW246. 7 21 Ml 11
6 FLEE TR A AL I A 200 pL Z46# % (4 1 mL RIPA
B PMSF 10 L, % 2 i 0 1 510 10 WL, 2 11 il il
FI1 L), &k E®I R 40,4 °C,12 000 r-min ' 7
> 20 min, ] EVEWR (SEE) ] BCA B8 A E
A &N e SR . £ 10% SDS-PAGE %E it
HL UK IS, I 15 % 5 (1E JE 100 V 90 min) , 7
5% NG W SR B 2 h J5 , TBST $2 PRIEVE 2 1K
1:1 000 ¥ F —$i (4 CH&) , B —41, TBST #2 K
EPES W, 11 AW E P (EHE 1 h) , TBST £ K2
¥E 5 X ,ECL Western blot Substrafe 5 1 min T {% |
ChemiDoc XRS + & & 48 Wi 1%, L8 45 £ R H
Image Lab #4F HE47HE BE(E T35

2.9 ittt RA SPSS 19.0 S it B4k 4 it
OIMT L AR 2 s Fon  HALIAR A ¢ K5, 2 41 A)
KB E T 208, LL P <0.05 J 254 511
3 &R

3.1 RSV £ RAW264. 7 40 i b (3 5 5 B2
WF5E T 76 RSV J&R YL (1) RAW264. 7 41 g b % 2 1 &
il LA K TFN-B il 263k 85 . RSV-F mRNA {4 %3k i
Rl PP F 0.5 h 5,12 h B4R (P <
0.01),48 h ik F| e K, AU RIA N IEME IFNB
mRNA ()15, 76 RSV YL 12 h J5 , 5 ARG 1)
AR L B AR R TFN-B mRNA B3k 3% 205
(P<0.01), f£ RSV Y41 12 h J7, 41 b 3%
IFNG S i E (P <0.01)  JE T 9 5 B e
4 h RSV-F 1 IFN-8 mRNA % 8 [ 75 1k /K P55 ok
YL ) R B AR L J 12 h(12 HPL) f 5 25 42 1, B
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PAEH 12 HPT BEATJG 2508, Wk 2 ~4.

F2 RSV B# RAW264.7 4f b RSV-F mRNA FTiEKE(x £,
n=3)
Table 2 mRNA expression of RSV-F in RAW264. 7 cells with RSV

infection(x +s,n=3)

20 51 RSV-F
0.5 h 1. 00 0. 00
2h 1.27 £0.09"
12 h 3.27 £0.20%
24 h 4.55 +0. 147
48 h 5.46 +0.18%

F:50.5 hgl k" P<0.05,2 P<0.01,

x3 RSV X # RAW264.7 4 i@ 1 IFN-B mRNA 3k & K
F(x+s,n=3)
Table 3 mRNA expression of IFN-B in RAW264. 7 cells with RSV

infection(x +s,n=3)

21 5 IFN-B8
0h 1.00 0. 00
0.5h 1.16 £0. 08
2 h 1.44 0. 12"
12 h 2.45 £0.07%
24 h 2.61 +0.15%
48 h 2.83 +0.06%

F:50hdl &Y P<0.05,2P<0.01(F4),

3.2 FIEL AR ORI AR AR B 25 17 X RAW264. 7 4
JEAFIERR R0 25 LT X RAW264. 7 2 Jid 77
I AT R, ) L 5 ARORI MR 0 AR B 24 1L 3 24 AT
SR B RAW264. 7 21 it A 384 g, L op A i AR
F M e R TR 3 8029y 60% , A1) L 5 AR
ZYIMTE Fe RTCEE R R B2 9 70% |, 16 OB AR &5
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x4 RSV B RAW24.7 B LE R & IFNB & &
(xxs,n=3)
Table 4 Level of IFN-B in RAW264. 7 cells supernatant with RSV

infection(x +s,n=3)

45 IFN-8/ng-L~"
0h 41.25+1.85
0.5 h 45.10 £2.43
2 h 54.83 £2.19"
12 h 73.98 +1.80%
24 h 78.83 £4.15%
48 h 85.00 +3.39%

24 1MLV fe 3 30T e R G2 IR R4 80 3 A5l b7 )5
28 S 06 BIRE AR R 40 B 2 40% , AR B 4» B0 41 50%
BRI B 60% . L3 5,6,

x5 FBEERSHMBEIN RAW264.7 BEFEFEH (5 5,
n=6)
Table 5 Effect of serum containing drug of Ribavirin on

RAW264. 7 cell viability (Z =s,n=6)

4157 R 8/ % I A7 2/ %

B - 100. 00 +3. 85
25 [ 1LV - 100. 00 +6. 45
T =5 AR 24 1 7 30 97.31 +1.94
40 96. 45 +3. 60

50 95.92 +1.75

60 93.56 +3. 44

70 89. 60 4. 96

80 53.13 £8. 65

90 37.84 6. 14

100 19.95 +3.05

*6 WERSZHMBEX RAW264. 7 HETEFRAIHM (v +5,n=6)
Table 6  Effect of serum containing drug of Isatidis Radix on

RAW264.7 cell viability(x +s,n=6)

205 RG89 I HLAF G 2/ %

B - 100. 00 £5. 16
25 [ 1L - 100. 00 4. 72
Al R 2 1 T 30 99.51 6. 13
40 97.98 +4. 86

50 95.75 +5.69

60 90.61 +9.22

70 71.77 £5.06

80 51.68 £5.39

90 35.12 £5.65

100 16.13 +6.96

3.3 M AR 24 0T A T A R RAW264. 7 2
firh IFN-B ik Ay 2 Wy 3l i Real-time PCR 3R £
W40 Mg h IFN-8 mRNA [ % ik, RSV J&
RAW264.7 4iiffl 12 h J5, 40 g 9 IFN-8 mRNA 3R ik
WE T (P <0.01), A B 55 AR A AR 35 R = 1A B 4
A X IFN-B mRNA &Rk A W E FHEEM (P <
0.01) , ] B 53 Ak 21 ¢ A i AR oo A FRL A3 B4 AL A
FHEE S 52 . HI TFN-B ELISA J20 7] &5 A6 0 40 1= 3%
W TIFN-B (1) & &, RSV &t RAW264.7 40 fits 12 h
J& ,RAW264. 7 4l it I35 W IFN-B & & b & T+ &
(P <0.01), F [ 55 MR 2 A AR 5 AR s AR PR A0 3l 5
B ZH AH LY 240 M F W W IFN-B 12 F BEAR (P <
0.01) , I &% 55 R 21 b A i AR o 1A FH 43 550 40 I (IR B8
Ml FE (P <0.01), g MR & 25 il v X IFN-B
mRNA FIHE 0 I8 42 4 H] 35 2 00500 & 4 14, I3k
7,8,

®7 WERSHME RSV B RAW264.7 4 B J§ IFN
mRNA BB (2 +s,n=3)

Table 7 Effect of Isatidis Radix on mRNA expression of IFN-8 in
RAW264. 7 cells with RSV infection(x +s5,n=3)

£ 51 RBUN B % IFN8
= - 1.00 0. 00
%l - 2.44 +0.06%
I 5 K 70 1.16 0. 12%
5 AR 40 2.15%0.07
50 1.83 0. 11"
60 1.44 £0.07%

VG EURA LAY P <0.05,7 P <0.015 55 FALILEY P <
0.01(%£7~10 1),
x8 WHERSHMAEX RSV B RAW264.7 /54058 &}
B IFN-Bg B (x +s,n=3)
Table 8 Effect of Isatidis Radix on expression of IFN-8 in

RAW264. 7 cells supernatant with RSV infection(x +s,n=3)

4151 RS 5 % IFN-B/ng-L ™"
2 - 42.60 £1.98
LAY - 75.31 +3. 05
T R 70 45.91 £2.72%
A AR 40 64.53 £4.15

50 58.63 £2.14"
60 53.97 £2.62%

3.4 MM X RAW264.7 403 TLR3, TBKI, IRF3

mRNA [0 RSV &Y RAW264.7 4 12 h J5,

TLR3 Al TBK1 mRNA £k 845 AHY 8575

(P <0.01), 5HEAIL Lh A, F B =5 MOR A 5 AR s 44
- 109 -
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TR E 4H 4 7T W 2% K 9" TLR3 Al TBK1 /Yy 36 ik
(P <0.01) A #EAR YT TLR3 F1 TBK1 f)3 4 /E ] &2
IR AARR 53 B 1, AE A AR s A FR 40 5 1 Y
VEJHAR T F) 1 45 k4, TRF3 mRNA 5 A A4 5
25 2 T i 2 78 A, R 2 5 RORD B i AR X TRE3
mRNA LA T BIHEEMN . &9,

£9 WHERSHMOE

TBK1,IRF3 mRNA Hj &
Table 9

3 RSV Bt RAW264.7 40 i1 J§ TLR3,
S (x +5,n=3)

Effect of Isatidis Radix on mRNA expression of TLR3,
TBK1, IRF3 in RAW264. 7 cells with RSV infection(x +s,n=3)

A B E % TLR3 TBK1 IRF3
s - 1.00£0.00  1.00+0.00 1.00 =0.00
FER - 1.96 £0.02%  2.15 +0.04% 1.02 £0.02
Bz AR 40 1.77£0.05  1.84+0.04 1.07 =0.04

50 1.41 £0.01"  1.56 £0.02" 1.00 0. 05
60 1.23 £0.01% 1.33 +0.05% 1.03 £0.01
B AR 70 1.08 £0.02% 1.14 £0.01% 1.01 £0.01

3.5 SR X RAW264. 7 40 i TLR3, TBK1,IRF3,
p-IRF3 & 1R L5 M RSV &Y RAW264. 7 4

fg 12 h j5,TLR3,TBKI1,p-IRF3 FEH E XA BT H
P RETHRE (P <0.01) , SHEAIZH Ho g, A B 5
LA R AR v AR B B2 1 T R 25 R 9 TLR3,
TBK1,p-IRF3 H H 8w & ik (P <0.01) , B i &%
241 3% Xt TLR3, TBK1, p-IRF3 3 4 & &3k 19 T I 1
FHRAT 50 MO, T e A B KRR S AR X TLR3,
TBK1, p-IRF3 Z [ #5235 19 F P4 A T A 2 5 4k
(P<0.01), IRF3 FEH XK AHBMHGEHALL
BT 784k, R 2 F5 AR AR XS TRF3 85 1 3k
T EIEE . LA 1,3 10,

TLR3 e S - 103 kDa
TBK1 ot . . s 84 kDa

pIRF3 T W W W s e 55kDa

IRF3 W S S S S 55 .

Pacin D R 0.

A B C D E F

A2 YL BRI CREEAR 40% 45D, M AR 50% 41 E. A
M 60% 41 5 F. Fl tL 55 b2

E 1 TLR3,TBK1,IRF3,p-IRF3 E G K% 2

Fig.1 Expression of TLR3, TBK1, IRF3 and p-IRF3 protein

*£10 HWERSHMBEI RSV B RAW264.7 41 TLR3, TBK1,IRF3,p-IRF3 E R XK EHZM(z£s,n=3)
Table 10 Effect of Isatidis Radix on protein expression of TLR3, TBK1, IRF3 and p-IRF3 in RAW264. 7 cells with RSV infection(x +s,n =

3)
£ 531 A5/ % TLR3 TBK1 p-IRF3 IRF3
2= - 0.45 +0.01 0.75 £0.05 0.16 £0. 04 0.70 0. 02
TR - 0.98 +0.03% 1.39 +0.01% 0.63 £0.02% 0.73 £0. 04
R i HR 40 0.75 +0.01 1.34 £0. 04 0.51 0. 04 0.69 +0. 01
50 0.66 +0.01" 1.10 0. 03" 0.35 +0.02" 0.71 £0.02
60 0.54 0. 02% 0.87 +0. 04% 0.22 +0.01% 0.74 =0. 06
I 5 K 70 0.48 +0.02% 0.78 0. 01% 0.17 0. 03% 0.74 +0.05
4 itig i BE I B 5 S N 25 5 3R I RN 2H A 4, Al AR

i i AR AE v [ % 8 5 23 7 s 2 TR TS B
T 7 T i A M (E B B AL G R S8 42
B, X T G 28 G ) R S R AR 0 T A BIL A
Z—o B4 AR AR X S AR G R W B oY T2 B4R
HR L R SR T T AT A AR RS 4R v /N B
SN CD3 ™ 5 CD4™ T 40 i 19 be 4], 4 & il v
IgM, IgG il TgA 25 G5 BR 2 F K7, fie ik it L 40 g
FE MR AR A LA s R S K, 5 R
R P TR FRT B 18 5 B S i BRI TR AN, 3
CD4" 5 CD8™ iy LA Mt 2 28 B4R 50" bk
245 2R T U0 W] R AR T B 22 AR kS B AR B R e (H
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TEA ) 3k B2 9 S 1 D T 1) A P A A AR A
AWFFE 2 W, RSV B4t RAW264.7 4iJfl 12 h
J5, RSV-ds RNA fg% 3 3E RAW264.7 41 i TLR3
TS A I, N U TLR3 f1 TBK1 B ik, 8
A5 5 5 T IF e 2 T 30 IRF3 SR AL 18 i, AT 412 2
IFN-B 153 o IEN-B ¥ 3 Wb A7 F1| T #IL 44 PR 383 Bk
W TR (E Rk B IFN-B 19 43 Wi 23 3 350™ 5 (Y 4 A AN
HUARS 13 , i PR 32 22 3 30 R fili 4%, 28 01 12 5 MR i
M5 25 103 + i, RSV Yt RAW264. 7 41 il
TLR3 1 TBKI1 [ = =3k ¥ 80 F A, i 700 F 98 p-
IRF3 335, i &Ml IFN-g 1y it & R ik, HF 2
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F4 [+) B SRE IR R AE 38 BB bR SR A YRR .

gk b P, AR AR AT T I S A AL R nT

RE 238 i JL R 1 RSV Yy RAW264. 7 4 il i T 11

TLR3 {55 1 #% OC #E {5 5 70 7 TLR3 I TBK1 fy3R

Ik, DNTTR 98 TRF3 % B R AL, fi 28 365 J32 I M1 7 Ja%

PeJm TFN-B 1y 3 1 Rk, il IFN-B Ay 3% ik 4 45 76 —
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