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(57) Abstract

The dynamics in vivo of trypsin, in particular, canine trypsin and/or canine trypsin-like immunoreactants have attracted attention in
analyzing the relation thereof with various diseases such as pancreatic diseases. Since trypsin has two subclasses, i.e., the cationic type and
the anionic type and, therefore, occurs in various forms, it is also required to assay individual types thereof. To satisfy the above
requirement, a method for accurately quantitating trypsin or a method for detecting trypsin is provided. A monoclonal antibody
immunologically reacting specifically with trypsin can be obtained by the cell fusion method by using as an immunogen trypsin, in
particular, canine trypsin or a region containing its specific amino acid sequence or neighborhood thereof. By using the thus obtained
monoclonal antibody as an assay reagent, trypsin and/or trypsin-like immunoreactants occurring in various forms can be quickly and
accurately assayed by, in particular, the sandwich assay method, etc. Moreover, the clinical meaning of the ratio of trypsin, etc. in diseases
(acute pancreatitis, chronic pancreatitis, pancreatic cancer, renal insufficiency, extrapancreatic hyposecretion, etc.) can be clarified thereby.
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BA Uk, REKT2 BICHRRLUIL Bot/cd 70k (9.6 mD) =7 7 4
ZF =AM T 4 =N TREE L., T4 T4 —oav b
57 4—3. NUXT73IVy +£757a—X (Benzamidine Sepharose) 6B ( 7
VT, 0.8 en® X12 e DA S L&V, BEWE: 1D 2 oM CaCl,./0.05 M
Tris-HCI, pH 8.0; 2) 2 mM CaCl./0.05 M Tris-HCl, pH 8.0 - 0.5 M NaCl; 3
) 2 mM CaCl,/0.05 M Sodium Acetate, pH 4.25;%7 4) 2 mM CaCl./0.05 M So
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dium Acetate, pH 3.25 . #u#: 24 ml/hr. £LTT7 57 a2 2 ml/ ADSK
W, BT 57 Y a VOBNEA, oo EIEHZRE Ul EHRER. /NalBR
#1217 mlod2 mM CaCl,/0.05 M Tris-HCI, pH 8. 0% AN, % JITIEH L7c&Y
VT NAEBRICER L2 DD%100 w1 $OAN. KIZ200 1] @ 1 oM X2y
A NTIINFZvLFVI—F)V (Benzoyl arginine ethyl ether; BAEE) %S
LT, RUGABEIEE Lod, LA, - 28IE U TR BB LT, 1356,
0.001/min. =1 BABE UnitCEtE L7

EMDFED N2 T T 7 ¥ a v No. 80~93%UNo. 111~121 Z#=ZhZEnF &8
TR L. 1 iMERE GBI L7z BTk, &Y T IVIBBRETEY & LT
735473 a > No.80~93DiEHEIZ. Cationic TrypsinTHO. 757 ¥ a >~ No.
111 ~121 DiE#E. Anionic Trypsin TH -7

Anionic Trypsin (20 mg) (3. -80 CTIROFERKE THRE L7

BohtzCationic Trypsin (17 m) DA, 7 mgDH 7 NV%0.5 mldD2 md CaC
1,/0.05 M Tris-HCl, pH 8.0 - 0.5 M NaCl Tb-»TAfEL. Boizthr TV
BET T AT 4—=00< N5 T 4 =N TREUEL., T4 =74 —
rae b5 T4 =3 RVXTIVY T77u—ZA 6B ( 777, O
8 cn® X12 cmDA 5 LA, BEMHE: 1) 2 mM CaCl./0.05 M Tris-HCl, pH
8.0 - 0.5MNaCl; 2) 2 mM CaCl./0.05 M Sodium Acetate, pH 4.25; KUf 3)
2 mM CaCl,/0.05 M Sodium Acetate, pH 3.25 . #u&: 24 ml/hr, 2L TT 57
Yav: 2nl/ KOEUTIT-7. BEE: 2 TOBRHEN e LHT—HHICL
.1 IMEEE BT L7ze B, o TIVIBHEEY (6.2 mg) & L. -80 °C
TIROIEFRE THRE Lo N RIET I /B EIT-7c& AL Tle-Val-Gly-
Gly-Tyr-Thr TdH V. ACationic Trypsin&E U ThH -7, ZDEFNL. EEFIFE
DOEFIES : 2I1TRENTWAK Cationic Trypsinogen D7 I/ BREFID11e”
P ~Thr?® |25 % bDThH b, BHIROESIES : 11ZldX Anionic Tryps
inogen®7 I JBEECAIHAVRIN T\ A, EiCAnionic Trypsin O 7D
THN KT I B EIT-> 72 & AL FRRISRERIE 0N
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EWEF 2 £ 7 o—FIVFHEOTEE

(a) PUAEELEHIORE

EREf] 1 T 7zCationic TrypsinZHiRE LTHW S, FURZE100 1g/10
0 ul EMAESITY VEEEHS AR (PBS) (0. 1M, pH7T. HTHBL, Zhe
ERBDE T, Y TV aNy PEREL. TIVY 3 VERRIT 5, BT
VY a vk GilESBalb/olfw Y RITEENES (100 £g/200 £1/F%) L. #El
i Utco 10A~2 BRI E U CEINGE Lic, JOBEMBETE. HiR%E
100 ©g/100 ]l &MAXHITHEEL. TNEFEOATLETOA Y TV an
VRERAEL. TNV g VERBIL, STVY s VEEERES (100 vg/
200 p1/l8) Utzo X512, 108~2 BRERRE b TRE LIz, LEITELT
. COMPRTHREARDET LD TE S, s LT HUR%E100 1g/20
0 ul EWABESICHFHRL. 2haez0F FHIRAESE Lic, £0D 3 BRI
A L. IR e AR L7

. 20EDT Y RITfT -7 FkEICAnionic Trypsin ZHURE L THWT
R FERTE 5o

() FURR YT F FOFE

HEOBFIES : 21E# LA X #FA=y T MNITV DT I /B
FEFIDNE, iR O CRIERL O FHINISED 2R, BYES : 3. 4 kU
5 DREFINZER L. AL 7s,

BFES - 3)
CysLeulleSerGlyTrpGlyAsnThrGlnSer11eGlyGlnAsnTyrProAspValleu

(FEHEORFIES : 2 DCys' **~Leu'** DEFI)

(ECHIES 4]
11eValGlyGlyTyrThrCysSerArgAsnSerValProTyrGinValSerLeuAsnSer

EFIEORFIES : 2DI1e?" ~Ser'® DEFW)

[BF &S : 5]
LeuGInGlyValValSerTrpGlyAlaGlyCysAlaGlnLysGlyLysProGlyValSer

EeHZDOEHIES : 2 DLeu®' *~Ser?** DEFI))
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COEYRTF FERTF NEEE (RTF Ky oEd0 49— 9600 . MilliG
en/Biosearch) %fEH LT, Pmoc-bopiETHM L 720 &AL 7T F N3 uBond
asphere, C1845 L (Waters) ZHUWmiEgiks/ o< b5 7 4 —ICK DIER
L7o BRI, BORIROEFIES : | RO 2ITRINIT L/ BECHIDF) S8
ML AR A SR L CARKT %o

() RYRTF FEBSA DEEHRDTHR

VRAFA VEREANLTY VBT VT I VBSA) EEEIE. IV YA
B & Utzo 19.6mgDBSA Z1ml @ 0. IM U VEREREE(PHT. 0) IR L7cD
D& 2.22mg OBMCS (N-(6-maleimidecaproyloxy)-succinimide)%48. 3l OV
AFIVFRIVLT I NISEE LD EZRE LS 30°C, 0AHESE, D\ T
. FERoRARAE 0.1 V) VEEER (PHT. 0) TH#{L L7z PD-10 (Pharmacia)
THIVAHBUIZ, Bonfoel A 3 NEEABSA OEEEL 6. 22mg/ml TH - 720 Hil
() TARLIZEFNFNORYRTF N 0. IM V) VEAEER (pHT. 0) 127
L. <L 3 FEEABSA I Lo0fEENVEBERA LTz, 97805, 1788 mol O
AYRTF Rizstl 20 ~40 mmol D<A I FEESBSA 2RA. 2B%*l &
LT 4°C. 20B5f5 A v F 2X— b L. BSA-RYRTF MREFREFR L7, B85
NTBSA-R Y RTF FEEED 5 2/ BREL 4~6 ng/ml Th-o7, %
0. 1M V) VEREEEK (pHT. 0) T 200 g/150 pl EL78AXDITHRL. 15041
I LT -80°CTHEHERTF LT

(d) HRYRTF FBSA AKX T EAHTaORE

Bzt (c) THEEL 722 NFNDBSA-RY RTF MEAK 200 ug 25TL27 a4
VTV a8y b &gk 8ESBalb/cifw Y RICREREAES UL WERE L7
198 E4BEIC 0. IM U UEEEEIR(HT. 5) IS LIBSA-R Y XTF MES
R 200 ng ZHIEISREE Lo RICHEREARS L. B L, S HIC69HE
IZBSA-H U RTF MRAK 20018 RIS L. Bdteke Lo €D 3 H
BRI U, iR e TR L7,

B, ZNEFNDBSA-R Y RTF MESKRITH LT 2IRDO< Y AifT-70
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(e)  HUlE@S

(D) DUToMks L OhEER VT,

RPMI-1640 %z : RPMI-1640 (Flow Lab.) ICEEREEF R U D LA (24m) . EWV
EVEEF FY LA QM. R=V Y U6 AY DL (B0U/MD ( BREET AV (
100 wg/m) Z2MA. RSATARTHET. 2 1L, 0.2 um BEA VTV T
4V —TREAE LT

NS-13zHh : _FECRPMI-1640 i hRed A8 L7c ™ VBRRE (FCS, M A. Biop
roducts)Z15% (v/v) DEBEICIL A KD ITMHA T

PEG-40007A% : RPMI-1640 HericRY =5 L > 7Y 2—)1-4000 (PEG-4000, M
erk &Co.)A50% (W/wWIT133 &S IThnA foisst e L7,

C8-TH ST UM I o —<fElasPe  (SP2/0-Agld) LDREAIL. Selected

Methods in Cellular Immunology, p.351~371 (ed. B. B. Mishell and S. N.
Shiigi), W. H Freeman and Company (1980)1ZFC#® 0i ©DHEEHFHE
LTiT-7%

(2 FiEtG) Xi3(d) THERRL-AEMR (EEER100 %) Eizo—<
A CEMIREER100 %) &% 5:1 OHETUTOFIETHE L, £NEho)
AR NYT Y ATEEREREE & 3 Lo — < HIlaA 2 A IRPMI 164055/ Tk
o Utoo IICHE USRS L. BA S 470 REMIa s I o —<#ila
ZEE U 1 X100 ~6 x10° BEOBMIHIZICT L 3X107 ~2 X107 {fE#oD
I Io—<HifAERSE L. IITELSEHC X OMiE RS, HEZTERIc
W5 fk Urzo TR L 7HIRRIC3T°CIhiiR: U 7250% PEG-4000&5RPMI-1640 H5ih

(3 Zo—<fEfahs 3x10" E/ml LB2LH5FBEEREL) 2= | HRHTHT
L. 140 L. MipasERE. H8S 87 RICEMU7:50% PEG-400087
RPMI-1640 }zhoD 2 RfAREDST°CITANE L 72RPMI-1640 Hthe 2 53 CRT L7z
o X SITEINL7250% PEG-400057BRPMI-1640 15D T f5{AREMDRPMI-1640 HEi
% 0~ 3NRTEICHE LA OHT L. filaZais s, IVEELOHL
. bEASESITEEIRE L, (RIC. 3 Zo—fiEss 3x10° fi/ml E70A &
1237 CITHNE L 7NS- 155 A PEB U 7cHBRI 0NN A, RE Wifas %
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EEEL ERyF 4 VI THE LT, S OICREEmMATHRIRL., AY AFV
VBI9TT A Y T)UTY T)VED I Lo —<iiigsy 6.0x10° HEEEES
CHERE U7 MElAAINA Fo bER A 7 ay TVE T %REEA R /93 H%ZEKH TR
BE3T°C, 7RE100 % THE L,

(f) SBIREEHNC K BN 7Y F—<DRERAIE5E

() A LI T @0 TH 5,

HAT Hzhh : giEe (e)IA(L) THR7NS-13Hc, BickRFH F 2 (100 u
M. 73770 (0.4 uMBXUOF IV A6uMZEMA T

HTEHD : 7 3 ) 77V vk U7zDISNE LECHAT B3t ER—HRo D TH
%

(2) BiEd (e)HEOEERIE®REH (1 HE)  fif@ic sXY—)bEXy hTHA
T B 2 7 G0, InD &A%, 2. 3. 5. 8 HEICHMDNS (190 InD) %
# UWVHAT Bt ol &3 . 115 Bty 287 UOHTECE 2 70
UEBI N TY F—<OEBFYVRIRICTERD S ey TIUWIDWT, EifE-
FiRkES T 2 bt BLISMD I L DB VAT,

T EMEH 1 TR AT Aoy 7 FRAFA= Y 7 P T UTRY
AF L BRI V— hed— 8T B, FIZIE. PUT Vol ng/mlElis&
HITHRIL. 100 wl/TTVERBEIITHENT 50 RICE Y TV FPBS
(0. 05% Tween20 (FkZ) &) ARWTHHE L GRIEEOTIRZRW L, S0
&Y TDFa— MESELY BSATT my 7 L, Mg, JO&T TIVIN
4 7Y R—<OEBIRERI NIz VD LR 10011/ TVZEFML. 31CT
¥y 1 EREEE Lo, BeBk. 2R E LCREFEDIUNIVAF U5 —8 (HRP)
HEEY Fhie ™ ZegE s a7 Y v (Cappel) ZMNA . I HIC3T°CTHY | RiEHE
U7z Bheiate. BHETHABRELKESE 2,2 -TY /- EX G-ZF IRV F
TV v-6- ZVRVER) AMA. REOBEE<A 70T L — MABUERE
B RP-Ad. BV —) ZHWT 405mDWRFETHIE L7,
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() TV R—=<Drua—=7

FE (DIETEOSNS MY TV A LD Y ZAhD/NA T K =%,
FBARAFREAHWTE ) 7a—ftL1, $bbH. NS- 18l 2107 1 -5
—& LTI Eo<y AMRlaE &7 n—= v /e s L. 96R< 17
gy ITIUINATY F—<Z o240 5F, 1. 0.5 3L H51IFmRL
. FhEN6R. 3658, 24RITMA 7z, 5 HEL 12BBIC2&Y T/UITH0. Iml D
NS- 1A BN Lze 7 1 —= > JBlAEN 2 BRIT. RERIIC 2781 7Y
F—<DEBZZ. au—FEREEY TVH 5052 ETH 2EHIOWT ()
IHIcE0ERk U72BLISA 24T - 720 T2y TIVTBETISWES. St Y
JVhan——#N L EOY TVE A~ EERL. B/ o—= 07 %T-70
BRIICZNZEND N T NS BE ) 7 a—F iR EEET 51T Y
F—<Eohis

)  EJ7ua—FIHEDI 5 BT S5 ZADRE

Bk U7-ELISA 12HEV. b YU Ty v a— b LIcARY XF L /B9 T L — b
1z, @QIETELNINA T F—=<D HE%MA 12, IRICPBS THEE. 71
V5 A TR Y FPiT T R Fufk (Zymed Lab.) 2fNA 7o PBS 12K O
Bk, FEEOIVNIVA F v 7 —BIEH Y ¥y g6 H+Dami. £HE
U CEBRLKEB L) 2,2 -TY /- ¥ G-ZF R FT U VR 2R
TSR, YT 75 RERE LT Eifll TRONI MY TV o a2fkLTE
SNIE ) u—FHBES N T F—<D I u—VESEIUYT IS5 X
& 1RO 21TR LT
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F1k
hO—vES | ¥T5532 Ca:g;”;;épsin Ani&or;;;i;;:;sin

00.4-301 y1/k + 4+ + ++ +
004-312 vy1/k + 4+ + + + + +
004-203 y1/k ++++ -
004-214 y1/k 4+ 4+ -
005-201 y1/k ++++ -
005-202 y1/ K ++++ -
005-203 y1/k + 4+ + +
005-204 y1/k + + + =+
005-205 y1/k ++++ +
005-206 y1/k +++ -
005-208 71/ +4++

007-202 y1/ k ++ + -
007-203 vy1/k + ++ -
007-205 y1l/k ++ + -
007-206 u/ K ++ + ++ +
007-207 y1/k +++ _
007-209 y1/k +++ —
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E2x
Cationic Trypsin | Anionic Trypsin
so0—-VES | YTI32R
& DR & DRIGHE
008-202 v1/k +++ -
008-204 y1/k +++ -
008-205 y1/k + + + -
008-206 y1/k + + + -
008-207 y1/k ++ + -
009-201 y1/k ++++ -
009-202 y1/k ++++ -
009-303 y1/k +++++ -
009-204 y1/k ++++ -
009-205 y1/k ++ + -
009-206 y2a/ k ++ + -
009-207 y1/k + + + -
009-209 y1/k ++ + *

oA X NSV vE) Ju—FNBREEAT BT K-
004-203 (3. SFEHS FORM P-16914 & LT
005-201 (3. 2FE&S FERM P-16915 & LT
ZNFEERRL0EE0T A28 B ONIBHICFRES N TV B, ZLTHA T Y F—=:
004-203 13, EZFFEL OERIEITA0EICTT ¥ RA MRRIcED  Frt~oB
kRN X . ZEEES FERM BP-6808 & L ONIBHICREIN TV S, X 51T
oA R NSV UE ) Ju—F VR ERESE T AN T B
008-207 i3, SZEEES FERM P-17290 & LT
009-303 (3. SZFLES FERM P-17291 &£ LT
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ZNZNERLIEE03 A 092 ONIBHICEES N TV 8, £ LTI DIRFHEL O
BRIFOTA26BICT 5 RA MRICES CFRINOBERIS SN, Theh
%S FERM BP-6795 K U' FERM BP-6796 & L ONIBHIZRE ST 5,

(i) N"ATY F—<DEEEE ) 7 a—F VHHEORHER

BoNF N T Y F—HifaANS- I TREE L. 2D HE) SIEE10~100
wg/mDE ) 7 a—FVGiEE‘RE Z ENTET,

F7-. T L EBRNCT Y R Y ARIRRENES Lice v X (Balb/ck. M. 6
BE 120 RULELNI N TY F—<107 EzEERRS L. 1~ 28EM[%
kS b A~Tmg/nlDE ) 7 a—F IR ESUEKERS J LINTE
o B NIRRT WATFIHES 7 » &= L CHMNTR. 7o &AL 004-203 Hufk
12, K 16ml AV UEGEEEEAER (T O T 2EFRL. RERY ~ €
= L% 25, 2m HDA. SRREE 40%fafiE L. 4CT—HA vFa~X—bhL1k
o X512, 13500 rpm, 0L L. #EBAZK /K CRRE L. 60mM NaCl/0. 03M
Tris-HC1(pH8. 0) T:iB#7 L7z DEAE- £ 7 70— (T 7V V7)) 715 AILE
L. JEREES %30l /ESTHI L. V) VEEEFEREER (HT. 4) TEfr L
o 1.38 mg/mlT 32ml BoN. —80CTHRELI. IHIT. 1g6 75 ADHilk%
TasA A T7 440 Bio-RaDIZRESE. 0. IM7 = VEERAEWE (pH5. 0)C
BRI LIk DT EILETE S,

EHFIS - A X YTV Ik ARUGHE

EHB) 2 CIELL 72K E ) 7 u—F)UifkDCationic TrypsinfkTAnionic Tr
ypsin &DRUGHEIZIRDE D OFEETHRER L7, 188, Cationic TrypsinkUn
ionic Trypsin IIZEHMEH 1 1TV XL ORI L 7c bDERW

BRI vmyA FL— a7 L— b(costar)iZl00ng DCationic TrypsinX
(#Anionic Trypsin ZHNZ. 4°CT—Bea— L7z, 14BSA, 0. IM HikF+ MU
LRU10mM EDTA &7530mM Y~ EEARERE (pH7. 0, #EETEA) =& =)LT300 1]
Fomi. 4°CTHRIELIz. JHUS. Ty oE /) 7u—FUike 1 ng/
AT, 3T°CTIEEA v F aX—bL, EHIZHiwT X Ig6 - IgM - Igh —
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HRP itk (KPL) 1 wg/mifinZ. 37°CT 1 BfHlA v F 2 X— b Ll RICEETH
% H0, R 2,2-TY /- EX @G-ZFINRIFTVY -6- Rk VB
ANAi. <4 7a7b— ) —%— MRP-AL, BV —) ZFW\T405 nnDIRIEE
ARRE Lo BOUEDREICL D, RIEHAROEET—~+++++TRLH
E L7

(—: 0LLE 0. 15kil. = 0120k 0.2KEE. + @ 0.22LE 0. 45K,

+4 ¢ 0.4PLE 0. 6R#AE. +++ ¢ 0.62LE 0. 8K,

++++: 0.820F LOKM . +++++: L0 LLE)

(ERIT. £ 1RUER2ITRLIGBED TH 5,

Efepl4 M FT vES
TEDOHEIREZL, Eileh) 2 TRE LN TV ') 7 o—F)UFik)
DiEMTL2 BOYUADMAE DL, HIZIEE/ 7 a—F Uk bo— 2 No. 004-2
03B L UE /) 7 u—F )k 7 o—No. 005-201 DA SEHEICL-T. P T
U UR BRI  AIET AV Y R v FRIA ZOERKTE %, /el £/ 7
0 — JUHE 7 1 — 2 No. 004-2031%. £/ 7 a—F LA 7 v — No. 005-208 &
HASDOETHATE %, Ak, €/ 78—k 7 o—No. 004-21413,
£ ) 7 a—F )k 7 o —No. 005-20185 % id 7 @ — INo. 005-208 E#AED
CTFEATE 50 BRUTEEIR OB RIS SREDEINIIG UT, FEHE.
EET ST X B, Fio. BEFFO M) 7Y Uid. B 2\ 32 OHERES
& HE TIOR8 5 L ENTE S,

=& Z13. 009-303 €/ 7 u—FIUPuK 11.7 mg/ml % 5 ml AW, 0.5M NaC.
1/0. IM Na-Borate (pH8.0)C:&#r L. 0.7 mg/ml IZFHRL. 71.3 ml Z=/7. C
NBr activated Sepharose 4B (7 7L< 7) 5 g % 1mM HCl 50 ml T304
Le TRV 972 A& (T EvTy 7)) THELI S0, ImM HCI 80
0 ml TEe#%. 0.5M NaCl/0. IM Na-Borate (pH8.0) 100 ml TH#L 7o DA
Beic FECCERI L 72 009-303FUARIRE 13 mlZ AN TEE L. 4CT—RX
JBL. SHICERT RS 5 L1

INET KR Fy 72 AETABLU. 0.5M NaCl/0. IM Na-Borate (pH8.0) 5
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00 ml TEEE. 0.2M Tris-HCI(pHS. O) CHREB L. ZR T 2L L7 I
AT RNy Fy 72 AHTABL. 0.5M NaCl/0. IM Na-Borate (pH8.0)&0.5M N
aCl/0. IM Na-Acetate (pH4.0) T%& 500 ml TRAEIZ 4EAA L7 I 61 0,
oM 1)+ -HCL(pH2. 3) 300 mlTHEH#%. 0. 1% NaN,/0. IM Na-Phosphate (pH7
0) 2B UIEE LTz B 5N72009-303 &/ 7 u—FIIVHUADREE/L X 117 ts
fElcHox, HEIN 1gDRRERIT 92.84TH -7

774 =74 —HER

AERARE VR — b Utk BT &= LOE LIt v T IVERNWT,
009-303 FiEA S LTT 7 4 =7 4 —RHZIT-> 12

IR SNF2009-303 E . 7 u—FIUPHAEE {bAE A 2mM CaCl./0.05M T
ris-HC1(pH7. 5) TEHa L. /15 LITiEDie 7 V% 10 mg& 0. 2mM CaCl./
0.05M Tris-HC1(pH7.5) 5 mlIZAME L. HEUTH L, 7 v —Z)V—E5 %25
#%. 2mM CaCl,/0.2M 27V o »-HCI(pH2. 5) THEH L. T 2mM CaCl./3M Tris
-HCI(pHT.5) % 1 ml ANTEWEEREIZ 4 ml § o097, E—7%F
W, 259 mg DAFA=v T MITLUEREB

Ft. NIT ViR TAOEET 74 =54 —70a< b 757 4 —Di
HEDHITE > THZOBEULER I NG, I 61T, A4 VT TIVABEFIC
Lo THHRITHIENTE S,

() 1EFAE&IuA( FORR

200 mlOFEZKAEZFDOMHEE AL, FEL TV 2524 nldlk HACL, =
AL iz 4 ml ©l1% Trisodium citrateZiRinL iz, EROEN, FENS
FrEefh 215 A F THNEE Lok, FRICETHE LI, Bonfc&anAf M
#130.2 um OT 4N —%@BL. Fakd UTER L7

Bohikgaoa FR. ROEIICLTHELIL, 378b5, | nld>&aw
4 FAERBEICE D, TSR ENER 0, 1, 2, 3, + + -,15 pg &£185
XML, 2B Lk, £ ENIZ100 11 D10% NaClukiaw = asm
L. 5MHERE Lo A o DIRINARIE L7



WO 00/09739 PCT/JP99/04299

43

(b) IEbTADFIR

LA LTESNIS0 nl O&InA MR (H JIZFRELIZLD) 1T,
2 mMDBorax ( FPGHMEETEE (B0 ) It LTER L7 1 ng/mlBEDH MY T
VUE ) ya—FIVHRES nlEsmL. 5 R Ui RICI0N HRIET VT
3 v (BSA) &2 mMDBorax 5. 5nl ML 7. B oN7iEEY)=10,000 rpnT
0SSR OVLER L, 43k L T8 SN/ S SICIRBSA &2 mM Borax eiRin
LTiE< Ly FEL0, 000 rpm T30 ML L, &5 LBl TiEoniik
Rz 1%BSA &7510 mM TBS ( FIDEMZETEE (B , pH8. D) ZRML TR L,
1B SN IAEEIARIZ0.2 un DT 4 )V =@ L. BAREICHER L7,

() =/ 7u—FifilkkEEEEoFHES

P YTV T 7 a—FVFEE 0. 0IM) VEREEERR (PHT.5 ) ICIEMRL.
4 mg/ml DEREICHEBIL 72, DT/ Ju—FIIVBRER Y X1g6 RY J
o — Uk % 0. 0IMY EEEENR (PHT.5 ) 1AM L. 4 mg/ml OREEICTRE
L7 7 o —F)VHURER A S S FRIESNIFRE. (2 U ART) ORI S5/
217 weA %4720 1 nl/linek 2 & D IfFES B, TRGER MBS S
3. 50°CTI05 BN Lotk 1% BSAZEE10 nM fRER- V) VEREEENR (pHT.
530408 L. #120. 05% Tween 20%5¢05 mMRER- V) EREEERR (PHT. 5T
3055 fHE LT 5. 50°CT0 TR L7

(D) Fiew Rlg6 RV 7 v —FIIVkDO/ER

fEslwr 21g6 (Jackson Immuno Research) ZHURE L THWTHI<Y R1gh
R 7 o—F VA ER L,

PB4 1 mg/100 pl 185 E910) VEsEEEERAIENE (PBS, 0. 1M, pHT. 4)
THEEL. FNAESBORE7 AV MTVan v M ERAeL, TobYa v %k
a2, HITIYa % 2 kg BARBEY Y FOFICKMES L (1 ng/2
00 1/ « wEERE LT, 108~ 2 BRIREREZ ST, BmeE L. D&
MEETIHUELY 1 mg/100 ul ERALIIHEEL. 2N E2HEEDONTLET 1
AV FT V2N FEREL. T2V a VEREIL, Z1VYa vEUGF
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DI TS ng/200 11/ L7

X o1z, 108~ 2 R E T, Bk L MBS T, ZOlER
CHRBABRDET I EbTE S, B LT FEA 1 ng/200 pl &85
FI L. A ZOE EEIRARE L7 £D3 Hi%ICEFIRE O, 60 m
| DEMATT - 720 HRI L7 4 “CT—RARAF Ly 3000 rpm X 2053 & 05T
o R AN o 1)) % 30 mIEREXL 720 C DB ZEEOPES (pH7.4) 30 m
| ANZ. RIfIRREET e = LIEIEZ 30 mlnAL B 33%& L7, 4°C
7B L. 13000 rpm X 30RHIELABEREATL W% & -1 OIS
seEka A, & L. 0.03M Tris-HC1(pH8. 3)-0. 05M NaCl BT Lo CDiE
ﬁﬂyfw%\DMBt77U—X(77W7V7)T\Q%Mﬁmﬂ0@%3
%&%Mmm%%ﬁm&b\4ﬁy§ﬁ7m7b7574~%ﬁcto7u—x
N—AREL. Hiww Rlgs R 7 a—Ffkd LC. 4.56 mg/mIIEBEEDHUA
97.5 miAVE S, —80°CTREFL

() TS Sy HOFE
Qv a =%y b (BT Y) %L BSAESTI0 KR — ) VR
s (pHT. 512803 fE L. tRiZ0. 05% Tween 2045415 mEEE— V) EERE
W (pHT. 5130578 L Tin b, B0°C T30 IR L 7o BB 72Vl —
hs€y Rz, 0.05% Tween 20, 1% BSAKTF 5k v o fEAST2 mMDBorax TR
Ui-&an4 MESFAE A g, 50°CT0RELER L7,

) 1AFvTH Y L9 FTvEA

FE(e) RO (e) THEESNIS—VEMILT, STV 7 0 —3E A El
L\7vﬂ4wﬁmbto774;%4—7D7b¢574—fﬁﬁttb07
vy%%ﬁﬁ%tbfﬁﬁbtoMBM%ﬁtwanswmj)Kﬁ%bth
Uiyy%%ﬁt\%ﬁ%ﬂ@%ﬁﬁﬁ@ﬂ%ﬁ@b\%n%ﬁ%tbfmul
o, FROLIITUTHERLIS T IV Jo—%EBICERT 5, P T VY
%E5~wnymwmfnmﬁmf%%:m4F%%m;éﬁ%yﬁﬁ%Té\
ﬁﬂﬁ?%é:&ﬁ%ﬁénkoﬁﬁ%ﬁéﬁ%&éﬂD4Fﬁﬁﬁ%%#yF
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4V%Tm&éhﬁt%%%ﬁ3ﬂﬁ?o$3D4Fﬁﬁﬁ%tbf%/7u—
fwﬁ%7m~VMﬁ%ﬂm%ﬁm\ﬁﬁ%ﬁ%n@ttf%/ﬁm—%»ﬁw
2 11— N0, 004-203& IV TUBEDN & nENRIEEEEESA 12 IDIT &
Sm4 FERETA 009-303R USRS S TR 008-207DFAA-EHE T, BB
0.5~1 ng/ml FTEALIL

5535V 7U—%§K£mfm\ﬁbvay%/ﬁm—fwﬁW%H%é
B T IVFA v T AL £ 7 o—F VAR ES SIS
Aayho—N54vELTS

2ERED 0.5~1 ng/ml Tl 8T L = = | O I 7 1 1eN
%:m%FK&%%@ﬁ&énkoﬁﬁtﬁﬁéén%#vbtﬁétbn\ﬁ
SRS TUA R EALEZ B T LI h. FYTY R 2 ng/mERWVC
%é@\#y7w54y®%éﬁﬁenf\:me—w54y®%@®&ﬁa
n. 5 ng/mlAERVIIEEE. $UTNSA Y, v ba—IA YDORFOH
@ﬁﬁéﬂto:@:&m;b\@E@%ﬁ&dﬁvhﬁ7ﬁmﬁiﬁﬁgto
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(2 ﬁélX?vfﬁVF4v%7vﬁ4
L UL Ol N A AL Y VRS (HT.5 ) 1AL, 2 mg/ml DIE
REICHE LT, SO MY TV y%@&%ﬁ%ﬁ%ﬁﬁ%ﬁé}ﬂﬁswwc: 17y
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k4%t@1uvnmtm5;5uﬁéé&toﬁﬁ@ﬁ%ﬁ%éﬁtﬁm\m
%T%ﬁﬁﬁﬁbkﬁ\MBMéﬁtwnMﬁM—UV%%@%(mzwm%ﬁ
2 L. #Ri20. 05% Tween 202 B35 s~ ) EEETE (pHT. 5)IC300THIR
LTh D 50°CTI0EME L7,

- 5 LT ht =Y RO ERR(e) CEE R NI S— VAL T, BATE
HS535V 7D~%§%Wﬂb\7vﬁ4ﬁ@mbtoiﬁ(ﬂéﬁﬁﬁﬁﬁ
%ﬂ®%@ﬁﬁ@ﬁ%ﬁ%b\%ﬂ%ﬁ%tbfmulfﬁ\iﬁwiﬁwtf
R L5750 7n—EEICER L. R Ty VBEE 250~500 ng/ml D
mfﬂKﬁMT§$:D4F%%Kiéi%yﬁ%%b\@ﬁﬁ?%é:&ﬁ%
mxhntz, &anAd FERURELTE/ 7 11—+ Uitk 7 1 — No. 005-2017%
WA, XD ENTRHREES AT,

%mm5:ﬁ43bUivy%/7n—+WHw%mmkﬁlzyy7nv%4
v

Szitafi] 1 1RV XL DR L 7oA X AFA=w s P)T VU AREmE
5 ug/lane) AEITA TSDS-PAGE (10% total Acrylamide) 1Mt L7ci&. B
A baka—A s T 4 VY IR LT WIHAZ VTV ES D
o — Uitk m— > No.005-208 (1 mg/ml) ARG+, Nomura, H., et al.
, Cancer Res., 55, 3263-3266 (1995) CEREOHIEIRE-TT Eyov - EXF
y-&»ﬁ#9§~€@é%EKi©ﬂﬁkbt(ﬁlzyyfnw%4yﬁ)
o%@%%%Elﬂ%btoﬁ47FU777%/7D—%Wﬁ%(7U—7N
0. 005-208)%%. A X bV 7w v (Cationic trypsin) EEUGY B 2 &&HED

5T ENTET

£ 6 : ¥ KA »FEIA
() EesziEsik (1g6-IRP &) OB
(1) SHEZE1eC DFH
I, Inmunoassay, 4 209~327, 1983 IZFi#DIshikawa et al. DFIEIHE >

THA R M) TV v 1g6-IRPIEAIRETET 5o ARFTHEONE, A X PT
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o e LRSS s J 7 u—F Uik (166)7&430. IMY BRI

(pHi6. 5) 1T LB L. T DRIRICEH S5 166 ot LTRI100 LD S
P FUANAT MEKINTEREIN IR E LTINA, #30°C, 930531
Sk o Re—y g T D RIT, #9100 w1 D0, IMB ) 2 —SEREES (pHHT.
0), #1041 D0, 1M EDTA 7 (pHU6. 0), #7100 w1 OFIIME N=EDP s
LU (HIYT. O)&MA. $980°C, 5 SfikE k. AY5mi EDTAEH#90. IMY
EEETE (pHi6. 0) T L L7 Sephadex G-25CH LA L. SHEAER A
2 MY TV 1g0ERER S0

()< LA I FIZSHRP DFHE

HRP 14,6 mg/ml DIEEICIEZ &SI 0. 1M U VEEER (pH7.0) 28.3 ul
(IR L. ZAUCDMP 56 1 (C7A#R L7ZBMCS 5.6 mg ZHRP Bl L T2BEENV
BinZ. 30°C. 30AERIGS i, CORUGHA 0. 1M Y EEERE (pH. DX
ek U7- Sephadex G-25% 5 LTH VAL, < LA I FERHRP E5 % 9.2
mg HELL 7

(3) 1gG-HRPEARDIARL

b2 () T 7o SHEERR 26 #Y L B R @QTELNIcTVA LR
SRP %5 EVEMA. #4 CTROKHRET 2o C DIRAH R0, INY VBR
@k (pHig6. 5) Tk L7c b b a7l Ach 44 HS5 LTHIVAB L. TiA
2 R YTy 1eG-HRPESHEESESI L. %94 CTTRIFY %o

(b) Btk (Fab’ -HRP &) DR

(1) Fab’ OFEEl

AR CEOND 009-303K8E ) 7 m— )Wtk (1g6) 96 mgZ% 0. 1M NaCl
2ot 0.1 VEERREER (14, 2) 7 ml (ML, Z DR AL TENRS X DI
LRy Tl Lz THbB. ERRIg6 1 LT 28 (w/w) DORT T
0041 (1,92 mg) ZMA. 37°C, 24BFHILL7ce & SIcZOR{bNc, M Tri
G-HCl 7k (HT. 5) 1.28 ml ZMATohE 7. OCHEET 5 C Lisk > TRIbEE
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Eéﬁ\QMUVM%@%(mmmTﬁﬁkbtﬁwbufwAcM4ﬁiA%
F7- AL AMBICE D, Fab), EsEsEL. 16 mg DR ). B, RIS
. ZOF@ab ). % 8 mg AL soM EDTASE 0. IM V) EEEEER (pHS. 0O TE
ﬁb\%%%ENnMtﬁé;iu7i/197%ﬁ—wﬁwﬁ%mi\W%T
904 REbE T L 72#%. SmM RDTAS50. IMY EsEmTE (pH6. 0) TH#HEL 7V b
a4V Ac Add #S5 LERWTTILABL. Fab HESZSHLL. Fab Z 4.7 m
g 187

(2) Fab -HRPHEEHADIAE

HiEE(1) HTTM LcPab’ 4 mg 1L T, ERD (2)(2) HETHELNEST
D<A 3 FEEHRP 3.5 AT M AL IITRAL. S 51ZFab U<V
4iFﬁﬁmP®%ﬁﬁﬁﬁSOuM&ﬁéiﬁK\MM%MQﬁQMUVME
@ﬁ(wawflimlm%ﬂbto:@ﬁéﬁ%4@\mﬁﬁﬁmﬁ\hwm
m%%wE@OJMML%w?u4iF8ﬁ7ul&mi\iﬁm®mg%7m
vﬁbto:n%&muyﬁﬁﬁﬁ(wawfﬁﬁmttvwFGEWAcm4
ﬁaA%mmffwéﬁL\MWMW@éWEﬁ%%mL\muymf17m%
f\LMKQMBM%&&Q%Mﬁmwm#yyy%%MLf\—%@fﬁﬁt
720

(©) /7 o—FkkEEEAOTE

J. Immunoassay, 4, 209~327, 1983 zsREiD Ishikawa et al. DOHEIHE-
f\$%%T%6ﬂéOM&%%%%/7D—+WH%%Qm7yQ+bu@A
@ﬁamvyﬁﬁﬁﬁ@mﬁ)K@%L\%@%ﬁﬁ1muymtm5;5ua
87

:@%/7u—%»ﬁ%%ﬁ&%ﬂ?47D7V—bmvlw%tbmoul
fﬁ%i\4%\M%ﬁﬁﬁtko&m%/7u—fwﬁ%@ﬁé%ft\mw
AOJMﬁk%hUﬁA&ﬁNMEMA@ﬁNMUV%%@H@Wﬂ,%@ﬁm
A& TIAC300 ul FOMA. 4 CTRELI. Rk 0. 1M =¥ | S all NURZFA
27100MY ~BEEER (PHT. 0, PeARERD T3 [EEE L. AL
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(@ 1RFvTHY Ay FEIA RIEROKEK

43 M)T % FBS (HEIRIRINE THRINLIGR <A 707 b— 204l
Mitze BT 7 u—FIHkE DR L BERERIUAT100 ng/ml &785 K
512 0.5% BSA &% 0.05MY VEEEENK (pHS. 0, BB THIML, Lid<1 7
07— hOEY 2 UK L1000 ul TOMABM LI, JOEGKRZRIH(C)
TRE ) Ju—F kL OFR L HREE T L — MZL00 1l nA. 371°CT
1 BERUG X . BREEER T 3 Bk L7z, (RIC0. 02% @k t/kFEH0. IMY
TUBE— ) UEREER (pH4. IR0l mg/ml 2,2 -7V /- EX 3-x
F RS F TN -6 2R VER) 2T V3D 10011 tnA. 37°CTH04>
R, ONBRES 1001 BSNL. BUBEEILIE7ze CORINERDA 0 s %<
S asL—bY—F— MPR-M, BV —) ZHVTHREL/. I THWAE
VPR R ORESSTAIL. PIAEE 3 ICB AHAGOEZEHVWTHET 2 2 &N
T& 3, AlER. ZETTHIIEELTS

(&) 1AFvTHv A v FEIA &

FBS T. 4 X MU T vy (EHERED bW X MY TV B0 ER
#9677 a T b— MIRL20u 1 NA 72, RIT, LEiE (@ KRU() THRE
U 7-EesstmsbifA% 100 ng/ml &785 & 512 0.5% BSA & 0. 05MY ERREER

(pH8. 0, B THIR L. i1 7u7L— MI100 pl 9 DoMmAEML
o CODIREHEARER(C) THEL/BRES T L — M 10011 A, 37°CT1
BERRG & H, R T 3 Mgk L7 &I, 0. 02% @ERlkFE /0. IM
TURE— ) SR (HA. 9) 1AL 0.1 mg/ml 2,2 -7V /- EX (B-x
FNR)FTY v-6- 2RV & 2)VE720 100p] A, 37°CT50
ARERG%. ONGREE 100 21 FMURISAEIESEic, CORNERD Avos %
zA4r7asb— b)) —F—EZBOTHE URBHREL D, BiFHOA X NI T LY
BELRD D, 4R MY T ABEREOBREO EFITME ST Avos ISERRRNIS
Bmi: ®2) .
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() 2RFvTH¥r R4y FEIA &

FBS . 4 X MU TV v (HERED H20IEA X MY T Vel RiEzH
#ILOGR<A 70T L— MI& 2201 ] AT IRICHEREB & Lii7 L — S
£2100 ! FOMAEMLI. CORESKEZRRL(C TREL/BRET L
— Mz 1001 A, 37°CT | BREIRUG X &, PREHEANE T 3 [Elped L RIS
. kR I R UALgG-HRP & 100 ng/ml &785 & D ITHEEEB
TERL. LS~ M2 10041 OMmA. 37T°CT | BHBUGS B, ShsEE
W 3 [ElkA Uize IRIC, 0.02% BEMKEEH0. M7 = VB — ) VEREEK (
pHA, IR L7- 0.1 mg/ml 2,2 -7V /- EX @-ZFNRJFTJY -6
- ZJURVER) Y 270 10011 fnA. 3T°CTI0EIRUGHE. 2NEER 100
wl FMURIGR ST, CORNBRDA &< 7aTb—h)—F—
AZAVTHAREL. REBHLD., BRiEHOA X N TV REZRDDL, A X Y
7 ABRESEDOBRED_ R > Thy o s BERRINISHM L. X 3) o

(g IR
BiEE(e) 1R LAkt IR BN ORIE B SRR 1T
st B 7 u—FVFkESEAER. FEE() AV, BERERUAR. B
(b) DFab’ -HRPAFAWT. EHEA XMHEICOWT, FRERMEFEER(0=8) KO
£ OETEE R (n=3) AEM LI WINLRIFEERENE N (&4 &k
U&5) o

g4k RARBRESER

AEME (ng/ml) v (%)
miE 1 5.4 + 0.58 10.7
i 2 16.8 + 1.29 7.7
i 3 12.9 £ 0.95 7.4
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E5%x AEEHMERERR

(ng/m1)
ik 1st 2nd 3rd i R cvV (%)
1 21.4 24.9 23.9 23.4 1.79 7.7
2 4.2 4.9 4.4 4.5 0.38 8.3
3 9.7 11.3 11.6 10.9 1.02 9.4
4 15.6 18.7 16.7 17.0 1.54 9.1

() ERINEGAER

Fwd. A RWE (4 X YT UER) 100] ITEEREE (1551335 ng/ml
) 101 ZMA. 512100 ul OBFRESGUA(Fab -IRPEEMA 2. CDk
B ATHREES T L — M 1001 A, miEt(e) (CRiEkLcAkERBRICLT
A4 X MY Ty U BERIE UEIRERAEEH Uz, £ORR. 1025DENENNER & 73
0. Wb HHREINENMESNT (KE) o

Eox  FANENRFE

Bk AEME (ng/ml) | HwmMEIRE (%)
4 R ME 5.52
A R +15 ng/ml 20.821 102.0
4 X If3E +35 ng/ml 41.296 102.2

PIFORIERAMR LT, SEEEEHET 4 XEHO b TY U BERRE
L7zE A, BHEEATIR N 7Y VEDEERA X MERO ) 7Y VR LT
B UTEEICE LB, BADWALTR N 7Y VEMERIEC LS 2 &
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BHoNt,

FTHbb, FEREZITV. RETIHNT TR E 73RN WASIE L2 S
iz XIzBWT, Jiitle) ICE#BLAEEFRIC LT X MY 7Y VBEH
U7 BEA S HNzBOT, 40.35 70.32, 90.9 ng/ml &EfEA R L. BESLZM
A& 2 Flichb\WTid. 135 0.18 ng/ml LEfEZR L7 IEEA X 21 HITO
AREBOFI314. 8£4. 71 ng/mlTHO, A X TV U ZRET B LITLD
LB BASIBREOBIHITERITH B EAVRE NI

ERF T & kMY TV URBERIA kB A X MY TV CORIE

E R RYTYUE) Zu—HRC L BRIERREERWTA X M) T
AREE LTz A X MU TV vide FEMH LITREW - XL OFRERLIL 72 Cationi
¢ Trypsin i3 Anionic TrypsinZHW., & b MU 7Y AERAFEE. £ M
OHALWE T HFA LY TV M-BIA ( BENFZ b - U4 Y - eIV
) AW HEIE. IFFA LMY T2 M- BIA ISRREBOHEIRE, RO
LT~ 7%

$&ml7- Cationic Trypsin K UAnionic Trypsin %, %0, IMY »ERREER
(PH7.5) 1R L. 0. 5mg/mIBEEICHRBIL7co COBKZES 1wl 925480, 0. 1M
V) USSR (PHT. 5) A INA. BBRE4A00ng/ml & L MY Ty iR E L, C
DN TV UERAELS0 1] $OZyRUF 2 —TID. X 6120, IMY VB
Eg (pHT. 5) %Nz, 200 < 100 . 50, 25. 12. 5% U6, 25ng/ml DFEED Y
TV VAT Ut RS LT. aZFA LMY T Y0 M BIA Fy MBS
XNTWIZE b MY TV AEERNG 600 . 400 . 200 . 100 . 50K 10 ng/
NDEEED ) T VAR L, BBED M) 7Y iR NEERE L& 2
5041 FOAN. ERHUAA300 1l TOMA. S oIl PUfkE& R — V& 1 E
FToIMA. ST°CTIONMERIE It PEAIK T 2 AR — Vi L7@nl X2)o K
— VA DWREEICK L. EEREE500 1l A, ZORIEIERZES
iz, RbEELEXtl 7yter3EzneEn 2BliT-7

BIGEDA 0. mEBBEE L& A, Cationic Trypsin, Anionic Trypsin
Bz, ayHFA LMY TV MBIA DE NN TV UE) T a—F IR E
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BRIE LD -2 EDEID OGN, TDOZELD ERMIT VY E) I
— VAR WT, A4 X Cationic Trypsin J U X Anionic TrypsinZHIE
T2 ENTERNWT EDNIBE L RERERT~KIITRT,

BT1&
EbPUTYVZERRE (ng/ml)
0 10 50 100|200 |400(600
0.017 |0.065 |0.224 |0.399 |0.538 |1.147 |1.584

Aggr B
0.017 |{0.131 |0.202 - 0.697 | 0.953 -
EB &
4 XCationic TrypsiniERE (ng/ml)
6.25 12.5 25 50 100 200 400
0.048 |0.021 }0.023 |0.017 |0.029 |0.017 |0.021
Agg2iB
0.019 |0.019 |0.018 |0.017 |0.019 |{0.015 |0.019
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$Ix
A XAnionic Trypsin BB (ng/ml)
6.25 12.5 25 50 100 200 400
0.023 |0.020 |0.023 |0.021 |0.020 |0.023 |0.032
Aygg2fE
0.023 |0.024 |0.021 |0.020 [0.022 |0.019 |0.038
EEZE ORI RTREM:

42 NY Ty NEERNCRIET BT/ 70— VPUREERR L SRk
mpati . N TV U OREFERENCZDIOORELRULTE S, £/ b
Y7y AR, R A PIAE. BIA RERET 20 AR, FidO
SR VR CERE L 72 PA b, BT TEB I LEHOOTH B, D
HORIZES T, AFRPDL L DRERUVEIEOFRETH O fE-> TEN O DAY
TN OFESROEFDHFHHAD D TH 5,
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#F ok o # OB

1. AXPYTVUHAIVIAX N T Y VEEWEICHT AT 70—
+ VUL,

9. AFAZwI AXNVTVI) =K ToAZYI AXPVTY
J—BU HFAZw s ARNVTV TEAZY T AZX VTV IR
FNDOFEINE A X MY TV VEEEWEN HTE BB OBEINIC D DITHT
2HATH B LA ETAEKE L TTHOE ) 7 n—F Uitk

3. () FPIROEFIES | ISESNES 205 3V EEBZDEK
V() ZDOEHARTF RE 723 Z DN O 13 BHH) HoBINI bDITH S B 5k
TH5 I EAEMETRHERE L THOE /) 7 u—F )itk

L. AFF=wl AXNVTV) =K hFA=vs AXPVTV
v RUFNOOHFEINEHTFAZ YT A2 MU T Y VEEYENH12 58
NHRIZNIZ bOIST T AHATH 5 Z L2 ET 255KE L ~3 DL dhd
—E#DE ) 7 n—F Ik,

5. &bk,
(1) FEHFROEHES 1 DThr'® ~Ser®' " TERINDT I/ BRES.
Q) FFEORHIES 1 Dlle?! ~Ser®' " TRINBT I/ BED.
(3) FeHIFRDEHIES 2 DPhe'® ~Asn® ' TEINAT I/ BEZI. RO
(4) FEHEDRFIES 2 Dlle*! ~Asn*'*TEINET I JBHEF
IS 15 BEED HBIENINT DO DEFNSTT 2 bDTH B ekl 953
SKIE 1 ~ 3 DLW —EC#DE ) 7 a—F )Ltk
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6. FRIEL~5DOVTNH—EBOE/ 7 u—HIGERERE L U
THWS I EEHHET S MY TV VR RiG N T URGERRIGYIE DR
B EHIRIE S o

7. Ny Ty URERIBERIGNE. NV T = N T Yo RU
S VB EY —EDEESEN S AN ORIINI TN TH S Z 245 ET
2 555K TE 6 SLED A ik,

8. BRI ~50VWTFhh—icHoET /) 7 o—F Wi EEl I &24
WEdz MY T UKD/ XU YT ARG RUITE O ERIRIERZE,

9. NY Ty VRERIERIGIIES. MY ) = NYTU U RU
£ VEEY—EDEESEN O ABENOREINIOVT NN TH S Z LR s T
A555KIE 8 sTEDRAIE,
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ENES

(K)
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83

49.4

34.6

29

20.4
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1stepik ELISA

y =0.017x0-843 r2=0.998

A405

0.1

I T
1 10 100

Trypsin conc(ng/ml)
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3

2stepix ELISA

y = 0.089x0-573 2 =0.99

A405

1 10

Trypsin conc(ng/ml)

100

PCT/JP99/04299
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SEQUENCE LISTING
<110> Fuji Yakuhin Kogyo Kabushiki Kaisha
<120> Monoclonal Antibody against Canine Trypsin
<130> FJ-94PCT

<140>
<141>

<150> JP 10-236609
<151> 1998-08-10

<150> JP 11-63990
<151> 1999-03-10

<160> 5
<170> PatentIn Ver. 2.0

<210> 1

Q211> 247

<212> PRT

<213> Dog Pancreas

<400> 1

Met Asn Pro Leu Leu Ile Leu Ala Phe Leu Gly Ala Ala Val Ala Thr
1 5 10 15
Pro Thr Asp Asp Asp Asp Lys Ile Val Gly Gly Tyr Thr Cys Glu Glu
20 25 30
Asn Ser Val Pro Tyr Gln Val Ser Leu Asn Ala Gly Tyr His Phe Cys
35 40 45
Gly Gly Ser Leu Ile Ser Asp Gln Trp Val Val Ser Ala Ala His Cys
50 55 60
Tyr Lys Ser Arg Ile Gln Val Arg Leu Gly Glu Tyr Asn Ile Asp Val
65 70 75 80
Leu Glu Gly Asn Glu Gln Phe Ile Asn Ser Ala Lys Val Ile Arg His
85 90 95
Pro Asn Tyr Asn Ser Trp Ile Leu Asp Asn Asp Ile Met Leu Ile Lys
100 105 110
Leu Ser Ser Pro Ala Val Leu Asn Ala Arg Val Ala Thr Ile Ser Leu
115 120 125
Pro Arg Ala Cys Ala Ala Pro Gly Thr Gln Cys Leu Ile Ser Gly Trp
130 135 140

Gly Asn Thr Leu Ser Ser Gly Thr Asn Tyr Pro Glu Leu Leu Gln Cys
150 155 160

145
Leu Asp Ala Pro lle Leu Thr Gln Ala Gln Cys Glu Ala Ser Tyr Pro
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165 170 175
Gly Gln Ile Thr Glu Asn Met Ile Cys Ala Gly Phe Leu Glu Gly Gly
180 185 190
Lys Asp Ser Cys Gin Gly Asp Ser Gly Gly Pro Val Val Cys Asn Gly
195 200 205
Glu Leu Gln Gly Ile Val Ser Trp Gly Tyr Gly Cys Ala Gin Lys Asn
210 215 220
Lys Pro Gly Val Tyr Thr Lys Val Cys Asn Phe Val Asp Trp Ile Gln
225 230 235 240

Ser Thr Ile Ala Ala Asn Ser
245

210> 2

211> 246

<212> PRT

<213> Dog Pancreas

<400> 2
Met Lys Thr Phe Ile Phe Leu Ala Leu Leu Gly Ala Thr Val Ala Phe
1 5 10 15
Pro Ile Asp Asp Asp Asp Lys Ile Val Gly Gly Tyr Thr Cys Ser Arg
20 25 30
Asn Ser Val Pro Tyr Gln Val Ser Leu Asn Ser Gly Tyr His Phe Cys
35 40 45
Gly Gly Ser Leu Ile Asn Ser Gln Trp Val Val Ser Ala Ala His Cys
50 55 60
Tyr Lys Ser Arg Ile Gln Val Arg Leu Gly Glu Tyr Asn Ile Ala Val
65 70 75 80
Ser Glu Gly Gly Glu Gin Phe Ile Asn Ala Ala Lys Ile Ile Arg His
85 90 95
Pro Arg Tyr Asn Ala Asn Thr Ile Asp Asn Asp lle Met Leu Ile Lys
100 105 110
Leu Ser Ser Pro Ala Thr Leu Asn Ser Arg Val Ser Ala Ile Ala Leu
115 120 125
Pro Lys Ser Cys Pro Ala Ala Gly Thr Gln Cys Leu Ile Ser Gly Trp
130 135 140
Gly Asn Thr Gln Ser Ile Gly Gln Asn Tyr Pro Asp Val Leu Gln Cys
145 150 155 160
Leu Lys Ala Pro 1le Leu Ser Asp Ser Val Cys Arg Asn Ala Tyr Pro
165 170 175

Gly GIn Ile Ser Ser Asn Met Met Cys Leu Gly Tyr Met Glu Gly Gly
180 185 190
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Lys Asp Ser Cys Gln Gly Asp Ser Gly Gly Pro Val Val Cys Asn Gly
195 200 205
Glu Leu Gln Gly Val Val Ser Trp Gly Ala Gly Cys Ala Gln Lys Gly
210 215 220

Lys Pro Gly Val Ser Pro Lys Val Cys Lys Tyr Val Ser Trp Ile Gln
225 230 235 240

Gln Thr Ile Ala Ala Asn
245

<210> 3

211> 20

<212> PRT

213> Artificial Sequence

<220>

<223> Description of Artificial Sequence: Designed
peptide to act as an immunogen

<400> 3
Cyf Leu Ile Ser Gly Trp Gly Asn Thr G{n Ser Ile Gly Gin Ain Tyr

Pro Asp Val Leu
20

<210> 4

<211> 20

<212> PRT

<213> Artificial Sequence

220>

<223> Description of Artificial Sequence: Designed
peptide to act as an immunogen

<400> 4
Il% Val Gly Gly Tyg Thr Cys Ser Arg A?S Ser Val Pro Tyr Glg Val

Ser Leu Asn Ser
20

<210> 5

211> 20

<212> PRT

<213> Artificial Sequence

<220>

<223> Description of Artificial Sequence: Designed
peptide to act as an immunogen

<400> 5
Le? Gln Gly Val Vaé Ser Trp Gly Ala Gly Cys Ala GIn Lys Gly Lys

Pro Gly Val Ser
20
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