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Effect of Cryptoporus polysaccharide on eotaxin mRNA and TNF-a mRNA expression
in lung tissue of sensitized mice
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Abstract; Objective To study the time-course relationship of eotaxin mRNA and TNF-a mRNA
expression in the lung tissue of sensitized mice after antigen challenge and the effects of Cryptoporus
polysaccharide (CP) on these expression. Methods Eotaxin mRNA and TNF-a mRNA expression was
determined by semi-quantitative RT-PCR. The function implications of eotaxin mRNA and TNF-« mRNA
expression were examed by detecting the number of total leucocyte and eosinophils in bronchoalveolar
lavage fluid (BALF). Results Peak level of TNF-a mRNA expression appeared at 8 h and eotaxin mRNA
expression at 24 h in the lung tissue of sensitized mice after antigen challenge. Compared with the control
group, total numbers of leukocyte and eosinophil in BALF increased in sensitized mice. CP 3, 10, and 30
mg/kg inhibited eotaxin mRNA and TNF-¢ mRNA expression, and inflammatory cells accumulation in
airway of the sensitized mice in a dose-dependent manner. Conclusion The mechanism of inhibitory
effects of CP on eotaxin mRNA and TNF-a mRNA expression may be related to the anti-allergic
inflammation.
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BAEY, BER WTEEFERLRIVERL
&, W AHES :SCXK (J) 2003-0003, 3555 Al 45
FTHOIREXLBIDPL.EEHEEFE.ZR
25 C,BE 75%,12h 4T6,12h REE, XWBEA
WG RR .

L2 #ZRgEn.NaEE (VE,XH Sigma 2
&l #5:113k7001) ; B BR i ZE K WA 2R (DXM, 7
LEZGR /A T Trizol (Gibco 24 #]) s Hids R-F
AMERMN (RTPCRO KA & a4 HTF
(eotaxin) I - IR FEH F (TNF-a) mRNA 3|
YHEBETAYIERFARAAEGE. 51T
5% PCR YK ERE 1. BILELHE (CP,Hx
SFRE 2X10°~5X10°, BB 87%) MM
BB A BARARA R R,

F1 FARETFSIWETNR PCR FUKE
Table 1 Primer sequences and length of PCR

product of cytokine

HHEAET 5IMFEF (5'—3) KB /bp

GAPDH i CTGGTGCTGAGTATGTCGTG 296
R CAGTCTTCTGAGTGGCAGTG

eotaxin M AGAGGCTGAGATCCAAGCAG 263
R CAGATCTTCTTGCCCAACCT

TNF-« [EF AACTAGTGGTGCCAGCCGAT 325
R CTTCACAGAGCAATGACTCC

1.3 X% :FBHB®AS (BARI, MASTER,#EH),
¥ % B .08l (Eppendorf Centrifuge 5840R, ##[R),
B # % (Olympus BX51, B %), PCR %
(Eppendorf, 8 H ), % 8 % 4} 4 $7 1L (Eppendorf,
MED, BERBREERSE (UVP HEBRAR,%EH).

1.4 ARERBEANEL - EREERET 10%
KEMBER (BFD P,EHRK 0. 2% HEEBE
B, BR/ABRFERESES 0.05 mL, i R¥EEE
5 0.01 mL, B )5 BR sc 0.03 mL, BB E sc
0.03 mL, % B/MRILEST 0. 24 mL #7804, 10d
ERNBEART 1% SEBEE T, BKH R
0.2% BEEABEB, EHR/PK ip 0. 2 mL RIANREL
81k, BES 30 KRS, S BBUNRET 50
em X 50 cm X 30 cm FYLHBEFAAN, HELRA
#BEL 1Y% WEAEE (F4AHEEKEH) 60 min,
1.5 . AANBRFRN:ONBRREHR 40
R/NRL BB R 5 R ,3E 8 4w E & . @CP M1E
RBEE 60 BB,k 6 4,84 10 B, AHEXTH
HO(RBELAEEEK 5 mL/kg) s ERH (EE
/& 5 mL/kg);DXM 4 (1.0 mg/kg);CP (3,10,30
mg/kg) 4 ;¥ FHIFKEHHT 30 min KA iv B84,
L6 HEHRESHE ONBXRE AT

HEI TR, B E 1.2.4.8.24.72.96 h 8 /4 Ht[g]
REABR 5 R/NE Z BB G R L B B AL 5E , $T 7
Jg , B 2B, AR B E K BE¥e S L BN TR AP
#H. QCP AR TREXRERF 24 b
(eotaxin mRNA Z ik BB & A & TNF-o« mRNA
RERERE D FHZBRBE BB A A SE, 7T H
Mg, |SERE, EHMT. M EXSE . H 1%
EME-EBESABER 1oL BHXKEME, KR
YR AT 3 W, R X LB MM BE R (BALF).
BALF B 408435330 B S W 8 BALF,
BOo.1mL SHMRABER1: 1 HE, AHKITHR
BT BRAELHBE, 3 AR R A R Bk B R
B MEIES I R AWM AR 8, AEEERK
BHE L ERTRATEA.

1.7 RT-PCR R}

1.7.1 M4ZE RNA i385 100 mg BF44Un
1 mL Trizol FIkB FHIESEK, 2RHGLE. A
BEULIE, 5% ZBEVER/E 0 T4, ¥ F DEPC 100
gL IR . BRBRESN T ORI R E Aso/ Asso
&, fERR RNA giEME,

1.7.2 ##EFHE.MNA M-MLV ¥ %8, 20
pL RRi&FE. B PCR X 42 C KM 60 min,
72 'C ZH¥: 10 min,

1.7.3 PCR B .87 25 uL RAHAKR,94 C &
% 305,55 C Bk 305,72 C EM 45 s, B)F
72 C FEEf# 10 min, ¥ 1 35 MEF . PCR =YK
WRA 1.5% HARMEEER s 3k, L GAPDH b FH{E
HECEZEBRBRBRANMARERGR . FEEELM, U
% ¥ B eotaxin/GAPDH #1 TNF-o/GAPDH 1§ 3t
THERMN.

1.8 HEit%¥ 7k A SPSS 10. 0 it LB ¥, |
A z+s 5, A Student-Newman-Keuals
TRE,

2 &R

2.1 BEBUNRIFEBGEE AR TNF-« mRNA
Fl eotaxin mRNA KX BXR - BUEBU/MRAN
F1% WEEBSKFRALE 1 b, TRHARK
TNF-a mRNA #i eotaxin mRNA £X&E 2~4h
Fia®#E EF, TNF-« mRNA WEZXRERLF 8 h
RBIEE, REHRETHE, 72 h BARKE 35 R
FHATHI K F ; T eotaxin mRNA FEA# 24 h LB
B REELRE TR ERFREE 72 h SHEH
T AT LR AL FR B MK F,8 96 h 7 HEHBHT -
M, WA 1.
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M 0 1h2h 4h 8h 24h72h%h
' , 88 ____ TNF-a325bp

= N — o - ~=—GAPDH 296 bp

= e GAPDH 296 bp
~— eotaxin 263 bp

~&- TNF-«¢
~0~ eotaxin

0.6 b
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a-BERHIXKA M-100 bp DNA BEARD 0-HREKEH
b3 IBE B 25 BE 4+ i
a-electrophoretogram of agarose gel M-100 bp DNA
Ladder Markers Lane O-before antigen challenge
b-densitometric analysis of gel

1 BE/MRARK G EHEAR TNF-a mRNA
M eotaxin mRNA RIAHWHEXER (n=5)

Fig.1 Time-course relationship of TNF-ac mRNA

and eotaxin mRNA expression in lung

tissue of sensitized mice (n=25)

2.2 CP X E%/DF JASB eotaxin mRNA fn
TNF-a mRNA FEikBE . BIRAH AR eotaxin
mRNA 7 TNF-«a mRNA RBAKFAFBERTF
Xt 4 (P<<0.001,0.01), CP 2 & & #
TNF-a fiI eotaxin mRNA 3i%,CP (10,30 mg/kg)
X} eotaxin mRNA FiAMMHELHFIR 18.8%
39.3% (P <C0.05,0.01),CP (10, 30 mg/kg) Xt
TNF-a mRNA REHMH 355K 28.68% M
32.4% (P<<0.05); DXM X} eotaxin mRNA #i
TNF-a mRNA RZERMHEDF K 37.4% H
36.7%;CP 3 mg/kg X} eotaxin mRNA Fl TNF-«a
mRNA ZXWAHERAESRBUHALBELABER
(P>0.05), Z5RRIHE 2.

2.3 CP MEB/PRIFER TGS EREHBE
ERMEBER ERA BALF 8840 B3
MERARLHAEN RAHBHEL, CP 2R K
HMMHSEO AR B BAERER A ERE,CP
3.10,30 mg/kg X E1 40 M & BB 0 ) L 4 B K
23.8% (P>>0.05),34.7% (P<<0.05) # 45.8%
(P <<0.01), F /g MR ¥ b 40 M3 i 0 o & 4 31 &
22.7% (P>0.05),33.4% (P<0.05) Fi 45.0%
(P<<0.01); DXM ¢ 5 40 M 5 250F0 v R 1t 40 P 1Y

WHEEDFI R 51.2% (P<0.01).51.7% (P<
0.0, #£RAEHA 3,

Hit B TNF-a -
‘Deotaxin -

0.6

04

B BELL

0.2

30 pxm

w@ ogm 310 30
CP/(mg-kg™)

SR HE . #*P<0.01 ***P<0.001
SEM4 g, P<0.05 **P<0.01
#2p0,01  #*#¥P<0. 001 vs control group
*P<0.05 ** P‘<0. 01 vs model group
2 CP WHE/IMAEMH & EHEH TNF-ac mRNA
# eotaxin mRNA FAMKM Grts, n=10)
Fig. 2 Effect of CP on TNF-« mRNA and eotaxin
mRNA expression in lung tissue of sensitized
mice after antigen challenge (x+s, n=10)
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B3 CPXH&MRAREEES NGRS QAR
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Fig.3 Effect of CP on accumulation of total leucocytes
and eosinophils in BALF in sensitized mice
after antigen challenge (x+s, n=10)
3 g :

XA EERE-FHSFHARE.HRE TR
REAT R 5| 69 , ASH B 5L R AE B 28 AE HE R »
o B TR R A B T B M B R SE T AR R R B AR
Al HH eotaxin 1 TNF-o RERE B IR PR E
RER, WRIFIRAREFREYHRFTEL.

eotaxin J& F C-C X#MLKEF,% EOS RA#%
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B A, 78 10 8t R IE R B, eotaxin BB
¥Rt 34 #alk EOSE4, eotaxin R{UREMTE
EOS, Eft R B MAE BB R EL K EOS, EHE
5 EOS % L4¢RtE% & CCR3 MEIEATH
FHoeRREAEAKKE (MAPK) #£46 EOS i
Tk, eotaxin mRNA X E R B TFTMEKHE 4
RUREZR RN, MKE R AR E g
AP, FEASA BRI, X e 46 AF 40 M BE R eotaxin
HMEESE EOS B, HARVERBERE
25 N R B i )5, I L) eotaxin mRNA #) %K B
BEMET, ALRIEH T /R R g A
B eotaxin mRNA RIXBEAR, FTHEREHR 24
h iABI& &, BALF $1i EOS LB L, E ALK
WEB A B/ REZ R FMHE T EOS SERE
S {E L R4 TF 24~48 h*%1 IR eotaxin mRNA #
EHMMNEBS EOS SERES LB HEXHE,
eotaxin £i#$ EOS SERENEEBLET.
TNF-a £ —f EEh B KHHE.EOS. WK H
.EmgE . FRUGER. T ARSEEENEE
EEYEFEENIREREF. ALRIEXT AR
B R A4 B R P ) TNF-« mRNA RX BEFH
B REMBEHATHRERERN 4~8h,HE
B F eotaxin mRNA FA B EHE], B TNF-« &
— A ERERHEERSHARRFZ—, ¥R
Kbk ERTHIBAEREER", ZEF TNF-
mRNA 5 eotaxin mRNA FxMnagE R £ R U
RSt BEMEH—SPR . TNF-a mRNA
i EREE M EOS R ZKS ME N EARE
HEREE (MARARRAINERS T BEE
.28 EOS 5ENEHARMH, BRHEAMARN
SEEUI, TNF-« RS 5B FEMSERENBE
W AR PR R R KIS IR S B
HESERENRELIBER -HAALEAS
GNOS), ZM#ER G HZAR™4 NO, I &
NO A& 7. 9%, mEm KB R, Bk
MERHERR, ERN EEAREARRG.5HES
iE B KB, S BN RN, B I B AT A R RRG T R
TNF-o BEBYHNFREN AR WEEREE
JA5KEfE TNF-c mRNA £ KX, BMAERF
B RN,
BHERRATHRIrSELRMER, HEHE
KEMEEE ASHETK UREARELD . RRE
R, o BRFL B R BESESRORMEAF B WA K BN
EHARABEE, RBERBABLERSEEL

FERARALEMCTY. BEEENERAH#TT
NERFEE, ML IERARBILE ZE (Cryproporus
polysaccharide, CP) & ¥ B i 8 4 18 Wl 57 »
HEEANHERERE, ZTREGREH CP 257
B ) eotaxin Al TNF-« mRNA Fik, &R
CP "[RER Wi #51L H F eotaxin MM EF TNF-«
B F it B, ATT R L eotaxin M TNF-a« B4 &,
HTME EOS MSERE. .

ERE R R CP & AR eotaxin
TNF-a mRNA 235 1 BB 2 4y i 8t 4 58 9 15 A
L .
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