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Abstract

A large number of injections of indomethacin (Indo) leads to acute mucosal lesions similar
to Crohn’s disease. Previously, using sodium dodecyl sulfate polyacrylamide gel electrophoresis
(SDS-PAGE), we found increased proteins after injections of Indo. In the present study, we identified
these proteins and investigated their relationship with inflammation. Intestinal inflammation
was induced in male Sprague-Dawley rats by administration of two subcutaneous injections of Indo.
Components of plasma and protein extracts of liver and intestinal mucosa were separated by SDS-
PAGE, and proteins were detected by Coomassie Brilliant Blue and periodic acid-Schiff (PAS) staining,
which stains glycoproteins, and identified by western blotting. The macroscopic inflammation
score was highest 3 days after the injections of Indo. Protein bands of 37-50 kDa detected by PAS
staining were increased 2 or 3 days of injection. We expected that one of the proteins would be
alpha-1 acid glycoprotein (AGP), which is related to inflammation, and this was confirmed by western
blot. AGP was increased in the liver, intestinal mucosa, and plasma. These results suggested
that AGP could be used as an index of the degree of inflammatory diseases.
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RBIZHEMMRA SNz, ThoDy 37 HiZ PAS M TH o, My v X2 EHTh -7, Zh
SORFBMEOHENL, YRy T 0y T4 v T BT IR, a1 BBYERE Y 28 (AGP) TH
B EEMOMIT U, . AGP BIMHF DAL S5, FFER/MEICBWLTHHMLTE D, RIEI
L BEEATHENRE SNz, AGP 13 CRP IZHA~TIMHEENE <. CBB £ TESICHTE 512
O, FEREPFEICE T 2 RIERBOHEICSFHTE 2 EHEZI 65N 5,

F—79—F
AV RAZ VU, a- 1 RENEY V3B, 7 o— U8R

169


https://core.ac.uk/display/196530498?utm_source=pdf&utm_medium=banner&utm_campaign=pdf-decoration-v1

HidupE, et E &, FEAHI

1. #& g
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(Crohn’s disease; CD) 135 K ASRH o i 75 Pk y%
HBThb, BITHEFBITRIE L. 0L SHIPY
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WifErs EMHIF o THE N, BNEEshT
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5 VR, TEERIETE & O MR A RS A R
e U, HEEEEREAGS & DR A
NHSERRA, XBERE LIk RT3 Y,
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7 %475 LTSGR P X R A s gl & 13
52 ENZNY, L L, 2OXIBRERHR
FITE->TRRENKREL, AL S, 20
7z, CD oZli»E=57Y v 7ICFIHTE 5
R I OfEE 75 31 A < — 1 — DBAFE AR
HoHNTH 5B,

CD 75 LD KIEHIER B OFERE T IV & L TR
SAMP1/Yit =7 X7 EDHARRBIEE TV IL
10/ w777 b= YR EOEIGFERIEET
W ALFWEIC X OFERT 2 ET IR ENH
559, JEX T oA NRIHHKEEHE (nonsteroidal
anti-inflammatory drugs; NSAIDs) T& % In-
domethacin (Indo) b= SRR €T
WIZHO 6N BHEHIDO D EDTH %, NSAIDs
3. #IEEGIZE T PGE2 K ED T RY T
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5-30mg/kg #5395 Z Lz k0., IHHIEHE Y +
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WREDPNN7FUTIVES 20y —Y 3 8
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TN — VIS TERE E1T8 - 720 SlHEBIR S
FEBEA, BHEKKE L. HHERITKE &
AR %8 L7z, Indomethacin (SIGMA)
125 WNaHCO; sk ISR L. Bk#%D 5 » b
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Score

Abbreviation
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ke

W N = O = O N = O N = O

None

Minimal
Involving several bowel loops
<1 mm

1-3 mm

>3 mm

None

Recognized

None

Single ulcer
Multiple (<10cm)
Multiple (>10cm)

2. Coomasie brilliant blue (CBB) %
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7o HBZEOY T INIEFI0%T 7 VLT IR
Vv, SDS-PAGE %17 - 72, Bio-Safe
Coomassie (BIO-RAD) ZH\<T¥ /378
DYt %47 - 72, F 72y Pierce Glycoprotein
Staining Kit (Thermo scientific) %2 MW T
PAS JetaafT0, By oo g et Lic, 4
BEDT VIV A A=V T FF4%— LAS
—1,000plus B & U Image Reader LAS-1000 Life
(FUJIFILM) # MW THe® L (Digitaizing
mode) Science Lab 99 Image Gauge (FUJI-
FILM) %MW Tl 20 Ui,

3. a-1-EMEY Vo8 (a-1-acid gly-
coprotein; AGP) O T X% 70Oy T 4
vy

2 OFIE Tk %2 SDS-PAGE T4 B4,

PVDF # 7L v (BIO-RAD) IZ¥£E L, ¥
IRF Ty T4 TR, —IRPUAE
L T Rabbit anti-rat a—1-acid glycoprotein
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(Life diagnostics) 2. —kIilk& LT
Goat anti-Rabbit IgG Polyclonal Antibody,
HRP conjugate (Assay designs) % U 7z,
ECL Plus (GE Healthcare) 12 & 0 {b¥58k,
Image Reade LAS-1000 Life (FUJIFILM) %
JANT/N Y REMKE Uk, Imaged (Rashand,
W.S., Image J, U.S. National Institutes of
Health, Bethesda, Maryland, USA, https://
imagej.nih.gov/ij/, 1997-2016) ZfH T N>
RO s ZHhEk U,
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T T
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CBB %t L U PAS Jet %47 - 72, Indo #5812 37~50kDa 1D 7 /3 7 O HMM A 5
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3. DIRIvTOwTF 4T
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P GR BN Lz & v 7B AGP TH B
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O IRY T ay T4 T BTl &I A
MUz RESED Y VR 7S v b
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(A) day0
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FEAMG U 7oA, NESEE R 2 7 13 Indo $5-3
HHizE—=7 &2, /MNEaEGEE3HHER
OB - T2 /NERE DML Indo #2512
LB EOREPE M E R THE EE
Zohd, ChoDfERELD, Indo B5IZL 3
GG 2. 3 HHICHIEENEL RS
T EMRI NI, RICMHES X7 E D SDS-
PAGE 24T\, Z o0 A4S HLIEZ A5
EHEOEE LTS 2, SHHIZELT, 44T
& 37~50kDa fHED & v/ 3 7 BB A S iz,
Fio, BEY LN HAEGRMT B PAS ik
WTHENSD Y 7Bk i, B
Lt v 7 iF 37~50kDa TH b, KIEIC
M 245 X THEIEMDL, Ay ooX
B AGP TH 5 LS hicicn, 7R
Fo7ay T4 v 7EITO, AGPTHE I L%
WS MIT L7z, AGP REITHFIC B UL TREAE
Sh. FFfific ko pmshailiEsy v 8
TH B0, FEUN O~ S BOTHE
HEEh2ZENREINTHEY, T,
AGP OFEMZPEEIALTH Bl &L FEBRIT K
EAH L TO BN TH /N EICE 5 AGP
OFAERF LIz E T A, WTFhoHMEizs
T HIMEE & R, ERMNEE L7225 Indo #
52, 3HHIZBLTHNT 5 2 LavRahic,
o Ehoe, BEGEROMEE AGP o8N
. 72 T . REETBALTH 2/NEICE
WTHEREDE— 7z A S, 2 S DRk
2 AGP OpEAEICHFE LTS T EhRENT,
RKIEREBORIELE LTHO LN TS 500D
O EDIIT, CIBEY /X7 (C-reactive pro-
tein ; CRP) 73 %, CRP {3 IL-6 2 &£ D ¥ 1
FAA OERIZK D IFIICB L TEA SN
Bty o2 TH O RAERA R ASKER
TE—7 D& B0, EUINEHRIEIREL
KWeg 21 19, flHEHZO CRP O RAHIZ
0.08 mg/dL TH» . 0.3mg/dL MHIEETH
%9, —J. AGP O HEE 34 50mg/dL T
b FKAERITIE 2 ~ 5 g 519, AGP
13 CRP T~ TIMHBE SO E s, SDS

174

-PAGE T/ #t#%. CBB P TEZICHPIT X
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&5,
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T THBHIH, 5%, ELISA ik HWIE
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D, AGP BB EGELRIEREEZ R T DI
BRNENAF < —H—IZEDEBEEZ D, %
72. CD BE BT AGP BEOE/LD A
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