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WE: B RV MEGEE(IBS) BHEEBFET AL S TR B2 Bl R 732 K (CRFR) ik 5 L K40
FIXFR, Fik PEHC2012 452 F 22014 47 5 A 4 FRERIGsh 1Y IBS & 74 BVE N SC g 41 [ H @Rk 2 (C-
1BS)29 5], V554 (D-1BS) 32 4] , IR 45 (3285 ) BL(A-IBS) 13 4] ], 53 S £ RrAs 8 il S 25 M & L IR AR5 19 4 1BS
FBE 30 BIVER T BRZE , G551 Bk A AR IR 4H A8 8 [0 B IR 45 I R 2 2 o R FH 52 B 98 O o 2 Tl 5% S5 ) ( real -time
PCR) #6:100 B 2] 530 B2 [ (¢-Fos ) .CRFR1 I CRFR2 mRNA 235, F JH 40 73 4 21 Ak 2 % 5 1 Western blot ¥: #6301l
CRFRI 1 CRFR2 25 (13835, FIl FH FF R 0 e (00 8E T S AL R 240 M B BRI I 52 , SR P 28 WUBR 2 €832 3 B A R 240
MaZ H R iEE DL, &R (1) real-time PCR Kl & 38, 52441 C-IBS D-IBS 1 A-IBS 8 # 45 A F 414U c-Fos
mRNA 25 B 5 T4 (P 34 <0.05) , H D-IBS 3% c-Fos mRNA ik &5 T C-IBS fl A-IBS | (P 3 <
0.05) ;3241 CRFR1 mRNA Eik B HME T X4 (P 1 <0.05), L D-IBS 20 3 ik & & {%; C-IBS fil A-IBS B &
CRFR2 mRNA %A 5F X4 (P # <0.05) ,D-IBS &% CRFR2 mRNA A RCTF A M4 (P <0.05), (2) %
PELH 2k 22 R Western blot #5 & 1, C-IBS | D-IBS F1 A-IBS (83 45 I & 41 4 rh , CRFRI & 132 ik K FH LT
XTHEZH (P ¥4 <0.05) , Lk D-IBS g F kK- B fik s Xt HE AL CRFR2 ik KK T C-IBS 4 (P <0.05) , {HXf fi 4\ D-
IBS 20 F1 A-IBS 20 =3 2 KRG E L (P >0.05) . (3) FIRE I COBE T AL K4 i & 38, IBS [ & 7
T — 5 R 114 JIE R 4 e J38 ok, L D-IBS ZH 55 ™ 5, C-TBS 1 A-IBS YK =27 ; Hu 328 AUBT 2% 6,155 % 30 552 96 20 JIE A 4
TR ESORR G A AE A0 M 73 5038 b 28 TR IR (P 34 <0.05) . #4518 CRFRI F1 CRFR2 KA 128 AT GRS A
SRR AN AL O T B FE IBS A9 &R ML ] B & 1 EEAEA .
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Relationship between CRFR expression in colonic mucosa

and mast cells in IBS patients
FU Li-zhen, XIAO Meng-sheng, ZHU De-kang
Department of Internal Medicine, Hainan Provincial Nongken General Hospital, Haikouw, Hainan 570203, China

Abstract: Objective To study the relationship between corticotrophin-releasing factor receptor ( CRFR ) expression in co-
lonic mucosa and mast cells in patients with irritable bowel syndrome (IBS) . Methods A total of 74 IBS patients in symp-
tom active stage were selected as experiment group [ which contains constipation type IBS ( C-IBS) 29, diarrhea type IBS
(D-IBS)32 and mixed (alternated) type( A-IBS)13]. A total of 30 non-IBS patients with hemafecia due to hemorrhoids or
underwent electrical resection of colon polyps were selected as control group. The colonic mucosal tissues in ileocecal area
were taken by colonoscopy in all patients. Real time fluorescence quantitative polymerase chain reaction ( real-time PCR)
was used to detect the mRNA expressions of c-Fos, CRFR1 and CRFR2. Immunohistochemical staining and Western blot
methods were used to detect the protein expressions of CRFR1 and CRFR2. The toluidine blue staining method was used to
observe mast cell degranulation phenomenon. The c¢-Fos and tryptase double-label immunohistochemistry staining method
was used to study the nembers and activation status of mast cells. Results The result of real-time PCR showed that the ex-
pression levels of ¢-Fos mRNA in colonic mucosal tissues of three types of IBS were higher than that in control group (all
P <0.05) ,and the expression level of c-Fos mRNA in colonic mucosal tissues of D-IBS group was significantly higher than

those of A-IBS and C-IBS groups(all P <0.05). CRFR1 mRNA expression levels in IBS patients of all types were signifi-
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cantly lower than that in control group (all P <0.05) ,and its expression in D-IBS group was the lowest. CRFR2 mRNA ex-

pression levels in C-IBS and A-IBS groups were significantly higher than that in control group(all P <0.05) ,while its ex-

pression in D-IBS group was significantly lower than that in control group( P <0.05). Immunohistochemistry and Western

blot results showed that levels of CRFR1 protein in colonic mucosal tissues of C-IBS,D-IBS and A-IBS groups significantly

decreased compared with control group(all P <0.05) ,and its expression level in D-IBS patients was the lowest. The ex-

pression level of CRFR2 protein in control group was significantly lower than that in C-IBS group (P <0.05) ,but there

were no significant differences between control group,D-IBS and A-IBS (P >0.05). Toluidine blue staining showed that

under the light microscope , mast cells in all IBS patients had a certain degree of degranulation which in D-IBS group was

the most serious followed by the C-IBS group and A-IBS group. The c¢-Fos and tryptase double-label immunohistochemistry

staining method showed that the mast cell count and the percentage of activated mast cells in all types of IBS significantly

increased compared with control group(all P <0.05). Conclusion The changes of CRFR1 and CRFR2 expression level

may be important factors mediating the activation of mast cells and possibly play an important role in the pathogenesis

of IBS.

Key words: Irritable bowel syndrome; Colonic mucosa; Corticotrophin-releasing factor receptor; Mast cells
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EES 54 SRR PR . ASCEEIG IBS
BEGIHFE CRFR (3R 5IE KM C R,

1 #ERERFE

L1 —f#H EE2012 4E2 H & 2014 45 3k
ABEi2is SERMF G D 2 Wibs e | H AL F iR T
I IBS f835 74 1R R SC e 4], Horr C-1BS 29 i,
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TEWR A AT, 1] 38 E RN W] RNA 4 Bt
A S AP E RNA, & 260 nm #1280 nm &b B
JGREE(E, A260/A280 = 1.8 ~2.1 Ja] FH#E . RNA
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1.3 %% k2% PCR(real-time PCR) #&m| Bp %] F-
#1 3 B (c-Fos) .CRFR1 #= CRFR2 mRNA #i%x 4
SYBR Premix Ex TaqgTM 11 &7 & i3t 8] 35 747 real-
time PCR 525, K&l c-Fos mRNA ik 1H M. N 5%
E490 C 55,58 °C 20 5,72 °C 30 s, FHH 45 MF
F£,94 °C 55,60 °C 455,94 C 5 s, FIH2 22"Eit
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GAGATTCTCAACG-3", CRFRIR: 5'-GACAACTC-
CTAGCTCTGTGA-3"; CRFR2F: 5'-CACTCCCACTC-
CCTCTGCG-3', CRFR2R: 5’-AGCAGCTCTTCGGC-
CAGC-3"; GAPDH-F ; ( forward ) 5'-ACCCAGAAGACT-
GTGGATGG-3", GAPDH-R ;: 5'-GGAGACAACCTGGTC-
CTCAG-3',
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mRNA £kl =28 IBS H& 45 I Bk g 4t

i c-Fos mRNA ik B3 FXT 4L (P 4 <0.05) ,
C-IBS,D-IBS Fll A-IBS 3 ik f& 43 Jl oy XF B& 41 (1)
(1.32 +£0.02) 4% . (1.85 0. 03) {5 f1(1.55 £0.02)
%5 LA D-IBS [ c-Fos mRNA Rkt i, —FhE
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mRNA 3 3k & 43 51| S X R4 %) (0. 84 +0.03) £,
(0.38 +0.01) £%H1(0.73 +0.05) %, C-IBS,A-IBS
2 CRFR2 mRNA Rk & m FX A (P ¥ <
0.05) , 4355 B2 i (1. 38 £0. 04) {5 f1(1. 19 =
0.03) 1% ; D-IBS 41 CRFR2 mRNA %3k & it T XI #8
2H, AT HRZH Y (0. 92 0. 03) £, WL 1,

2.2 YA LA F ik Fe Western blot &4 CRFR1
#= CRFR2 & & & AL 455 BoR, C-1BS, D-1BS
1 A-IBS fBE 2GR 40h CRFRT ik KT
XFHRZH (P ¥4 <0.05) , DA D-IBS 2 ik /K FHefil, X
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2 \D-IBS 44 il A-IBS 4] =& LG it 2% (P >
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C-IBS 41 (P ¥7<0.05), W#kE1 E2.
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3 IBS B 45 A Bh A0 K 40 i ik B 4
*x1 IBS BEEWRALIFFIEAL CRFR]I #1 CRFR2 EEHEMRIEZELE (x=s)

2H 5 Y BRA (n =30) C-IBS 4 (n=29) D-IBS #(n =32) A-IBS 4 (n =13) P
CRFR1 8.86 +1.37 7.42 +1.2509 3.44 £1. 1599 6.51 +1.2799® <0.01
CRFR2 3.40 £1. 149 5.82+1.139 3.26 +1.159 3.45 +1.63% <0.05

T SR g, PP <0.05; 5 C-1BS 41 Hb#, 2P <0. 05,
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a5 - HchéHﬂ)@f( H ARG HE R 41 A 4%k
(475 LET) (%)
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B AR G 0 AT AR K 4l % B A0S A s il & 21,
C-IBS \D-IBS Fil A-IBS i35 JIE K 41 i %% H Fn i 16 /9
RE 20 0 43 K35 40 59 7 X B4 (P 33 < 0.05) 5 D-
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RE K4 i 25 E A Ak A9 AE K 41 i 4 B T A-IBS 41
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