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Salmonella Enteritidis (SE) X, ¥ VEX T &K
HEE )Tl b MULBEEE DY <, BBIN - FBIN DY
FOFELZFERNEMTH L L@RESIN TV 5,
SE OBIIHT 20 EMEIETE L, AEEHEDRA
HTHROWREMEZ RS20, YU T L7258
Mo HARRAND SE OF AR Y, FIVEF T
BHREPEET D, L72D> T, AOHLVELRT
e £ v 3 % B3 2 72 DI IR T H L HD
FIVE R TEGB L OV IVE R T OBHIREAD
e 235 L BHEETH 5,

BUE, BT A2 NVELRTTVRT 72 F Vi3,
HAEN TR PR CARIHL T 7 F V95,
F 7z, WAV CIEEEEET 2 F U SN TV S
2, §gEfb L7z Ve 4 7 OB CoimE LD
fatEnsE <, 77 F Y OMHICIZRADDH 5.

ZIT, RIC L AROZHRECEHL, 7
Bzl RO & WHUROVER %2 A 72,

ADFIVE R T BEPHEDORAKDFHLIFETH 2 5
&, IRRMEHE R ARSIV E R T 2P 525,
76 H S AR GEIREE T, BREIRZ R & F7,
ROV REZRT 5, LT THHED Y
V—T1%, Ve TEGRE (FRIC, Salmonella
Enteritidis, L'F SE) 1285 DFHEDOH IV E L
7 B BERE 2 O ISR 21T > T & 720 T OR
1%, SE &4 o MK & W o % # (Sasai K.
1997.) B LU, HICHERNLZEEY 3§ TH
5 ERREIC BT 2 %0EO%E (Sasai K. 2000)
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RED) VST ORIEERROMTE, 72, 1k
W REINFE D ARG (2 BT B IR OB RE B
AHHF%2 (Winthanage GSK, 1997), B X, ¥
VE A T RYRE O L FH R 2 BT A S o Bh g
(Winthanage G.SK, 1998), 4%z, THifgE <~
077 —YOERE (Winthanage GSK, 2003) %
Thhb, E5I2, BOE/ 7 a—F ViR %H
WCEBHLE S AEFRICN T 2 € 7 0 —F Ui
REERLCE72F8E0H Y, Fziimmz A
TAHIERL, MEEEITTE 5 (Sasai K,
1998) F 7z, MRAZHOH IV E R T HKATH
2BV, SE MoV E & JMERIC R L
TZORKNE & %5 EEORmNZ L6, Fb
A 7 OMIER &I - FHANDIHHO K % 58
W52 HWT, HIVESTORENDES DL
K2 X %3\ (Okamura M, 2001a), B & U,

PV F T DOIEEFZF D EA DEV (Okamura
M., 2001b), Z#af L, SE 2SFH LA R i
WZHRESEWZ L 2R L7z, B2, PVEL
THEEITH T 2 BWRIEROEZME (Mizumoto N,
2004) AHREGE ANEHLD 7 F VBRI TR 5
CEERAWI L7z, 22T, PiRIC X 2RO E)%
BWIZEHL, THRIROBEWIUEOIER 2 A7z,

2. MEEFHE

PERDOWITEAE R ST 2, KT X B8R %
FERiL7z. BE, 1) YVELTOHEADRIE,
(2) HELZ=T M) OFIVERTITHT LHUE
flioWzE 3) FVERTIEESNIZ=T MY
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EHWIPUREAENA 7)) F—<OER, (4) 1k
FEANA T F—<oEp, 65) 1) »5 @)
O#FE, BIU, BEICHEEE ORI THERL
TePURBEA N A 7)) K=< OPURT 5k % 2 —
F§ % cDNA O H#E, (6) Pk EIB X O
PH & AE S 70— AREHTT A (scFv) DNA ©
8, (7) HUHIVE A TR Z PRSI T T A 3
RO, (8) MR PURDO KGR TIER L TO
TR EFEM L7z, HEETIE (99~00) FTOAT
PMABICHEmL, I aEY, »5vidfir
NOPERDFEIMC LV VERTICE D HET S
BhEEROZHREL V2RI L D HES
BT ErRADELEBIZ, AL SEAAE
M EEZ & B £ e O JEBER T 7E D
—ghed 5

BEAF 3 %2 FHVTAT Vo BURERIZ IR AL
EY, AW ERIIRDS, BEERITR
MATHL & 7 ) B 9E % AT 5

2.1 PEHEKRICOWT

KBRS R AW SE T A 5 53 5- & v 7z, SE,
SHa, SM, SI, SHe ® 5 IfiiiE# % v 72,

2.2 ftike /) 7 a—F LPkIZONT

1) N4 7Y F—=<OfEk

White Leghorn ff 38, 20 H %4, HE 21 x 10°
CFU @ phage4 ! SE Y-24 ¥k = #2105 L, &
SIZZ D 13 Hi%IZ 1 x 10°CFU O [A] Wi #k % #& 1
B’H L7 203 HEICEOMBEZEHEL, 55
M7= Wl & 80 I . u — < Mlla bk R27H4 #k
L e A

2) BAAEREICLE70—=07

AlG %, REFEMIIL 2 HAT 400 L 72 10% FCS
% &1 Iscove’ s modified Dulbecco’ s IMDM-10)
HZBEE L, 96 RO~ A4 7107 L — biCHilE 1
il /7 = VTEFE L7z BH%E, 7 VoOREEH
Jaz bt ), ELISAHEICL B AT ) —= 2 7T/
A7) F—< LFEOYURELEO A 2R L, B
DN, 7)) F=x&fHEIO—= VT L7,
ELISA TR 7 ) — = v 7 HMR 05 i S 7z
7 VO HAT EESETHETHL E 70—
fbanz& L, £/ 7a—F Nk A7)
F—~%Z#ERL7zc TNHDOE 70 —F Ik
DTAVEATIZAETIgG Th-o 7z,

2.3 A7V—=V7r
Fra—=vr7LkE/)2a—FAHEko A s
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) — = ¥ ZIEREEO L T o 72,

1) B

A ZE 20m/ DO M) T VA T3 (=
AA) T3IIC, 20 Wpf#EfIbEE 2 L2, PBST
3, 155 Mol (4528 x g, HITACHI) #
WL, 10%h-V=Y Y&z iz. €O 3 Pk
L 721, 20ml ® PBSIZ%&#& L, 10°CFU/mi ®
Wi e L7z,

2) FIBHERBICL LA ) -V
0ul DWW Z AT A NHT T AETHEL,
50ul DE/ 71— F Pk E 30 5 BUS S 72,
Z O f%, PBS T35 MPEH L2k, K
& & L T50ul @ 150 fi5 A B L 7z fluorescein
isothiocyanate (FITC) #%E &%k Pt %8 IgG (Sigma)
&30 RN STz DMk, FERICHES L7
%, O Y VERHETL, hN—=FF X
o, WOLHMEE (OPTIPHOT, Nikon) (2
THEML7Z. &b, B>y bo—uiid—Xxit
RO H Y IZ normal chicken IgG (10ug/mi)
%z & & IMDM-10 (LLF IMDM-10-Neg) % H\,
Batka » o —iZiE—RPURE LTHVESR
04, 07, 08, O9#EHLI{E (7 >~ H M) @
100 R il 2, —R¥utk & LT FITC ekl
I ¥ IgG (Sigma) ZH\W7zo Zd, RIEHOCY
I —OFH 2 3 YR LATH 2 & THBME
AL 720

2.4 X jt & & ¥k B) (2 -dimensional

electrophoresis : 2-DE) 2 & % UG fEMT
1) ZEMNESIKE) (iso electric focusing :
IEF)

(1) Hr7vis (b

RKYT7T 70NV T I P VESKE (SDS-
PAGE) THio /=% ¥ 7V L MERICLE K, —
QOCTHH LTz v IV EEML, — KRt
B/ >~ 7 vy 7 7 — (UREASM, Bio-
Lyte3/10 (0.2%), 2% CHAPS, 0.001%

bromophenol blue, 50mM dithiotheitol : DTT
RMMACTHE) % 1:99 OFPIEETmA, #iE
BEAZELESE L7720, 105FRRTS ¥ Fa
~N—F L7

(2) Y7 VolgHE—RITHOIKE)
LI TN ETr—h 7 LA DE
WAPNIZ AN, —20CI2% 3 L T\ 72 Ready
Strip (3/10) (Bio-Rad) ® #/N—%EA2L, 7
Wiz /Ny 77 —=IZH—IZROE T+ — AT VT
FLADL—YOHIZEWZ, A MY v TEEH
Ny 7 7 —=THE—ITHmN T S D720 3 %
TNVAANTHPICERBL, 7+—HT 7ML
A2 A )N — % #i& T PROTEAN IEF Cell (Bio-
Rad) OA&MKIZE Y ML, LFO5M% AREKIZE
WS, 2HE» T CEBEIKE 2175720 (W)
DIZ 12 R O T, A7 v 711 250V %
2047, AT v 724000V % 2], AT v 7
3:1500V T 10000Vhr 27 %5 T, A5 v 7
4 500V24 K¢ [#])

(3) SDS Pk & — kIt H OIkE)
Laemmili 12D WT 1.0mm EDH T A7 L
— M CTIZXKICH D SDSPAGE HO 7 v & 8 L
7z (Laemmli, UK. 1970)o 1 L — > 24720 Iml ®
Ak Ny 7 7 — (6MUREA, 2% SDS, 0.375M
Tris-HCl - pH6S8, 20 % 7 V) & © — I,
130mMDTT) D A- 7B b L A IZ—XILHD
KB D572 AP ) v TDI AT IVEA IV ER
Py, FIVIEE EICLTE»CRD, e L
BRH S 8 DN bE 2 M- 720 ZDH, [k
W2 Ff kN v 7 7 — 1T (6MUREA, 2% SDS,
0.375M Tris-HCI - pH6.8, 20% 7V & 1 — )b,
135mM S — F7t b7 3 F) HIZF V% i
L CH2ICIED, kEH Lads 855 Fifbz
24T o720 TELTBWZ 1% 7 H 0 — A&7k
BNy 77— (1%u—2)V b7 Hua—2 (Bio-
Rad), — 5ml, 0001 %

woE Ny 7y
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bromophenol blue) # 7V D7 = VIZ AN,
M%i % 5mm §$2oH v b LA M) v TR AR,
105387 7a— R %Dz, BEtk, L4 —
FViZky L, kBN Y 77— &bz L
Protein Standard #7774 L, L& LT
20V20 7 kB2, 200V, 45 5ikEh L 72

2)  RICUKEIHE D Western blotting

PVDF 2 ¥ 7L Y ~D&HEHDEWEIIRY T 7
) F7 3 FOVESIKE) % D Western blotting
LD ITETIT o720 WHR L (RS TR
YTV IRE 7 a0 —F v HURE 2ml iR
TI1HREHEA Y F2xX—=1F L, 005% tween-20 i&
M PBS T 3 mI¥EH L. “RBUKICE A 5 B
kPR 1gG Ytk (Sigma) % 2ml (1% BSA-PBS
T 2,000 f5ICAH) T 1IREHA ¥ F2x—1
L, 005% tween-20 @0 PBS T 2 [ {#E L 72,
ZDt%, 10000 f5HMLzTEY YRV EFF ¥
—¥ (Sigma) % 2ml Zi& T 1 KA ¥ F 22X~
ML, 005% tween-20 @i PBS T 2 [ ¥EE L 720
%6 4 3 3¢ diaminobenzidine (DAB : Sigma) %
L, A 7L reREORIZANR, FinTHl
L, 20 RS S ¥ 7z Sz ARy M,
molecular standard & JLEK L, 7 FROMWEZAT

2776
3. BREEE

AIFFEICBNTER (1)~@) FTEEML T
TRLOK R Z /2. (1) FIVER T OB NORIE,
(2) HELZ=T M) OFIVERTITHT LHUE
flioWzE 3) FVERTIEESNIZ=T MY
O IPURIEAE NS 7Y F—=<OER, (4) 1k
FEAENA T F—=<0#E[, 5) (1) 25 (4)
O#E, B XU, BEICHGETE ORI THERL
T2 HURBEENA 7Y B —< QYUK 252 o —
F3 % cDNA o K, (6) iAo EMB X O
BH 2 AE S 70— ARPHTT A (scFv) DNA ©

E8, (7) PLHVER TR ZIUARBL T T 2 32

FOE, (8) ML HEDO KL THERI TO
TRz FER L 720

FhE (1)~ 4) FTOREL TREITRT,

(1) BEAHREICEAFHI7u—=7 RS
HRBCEL DB I u—= v 7o fiv, "7
) F—=~<onru—{b%&17 572, ELISA
& B—RAZ ) —= > 7k bt
WEBZRAZ ) == 72X mL723
M OE ) 7 a—F VhifkEEOH L7z,

(2) ZRocESIKE), Western blotting 12
LAY EB ORI #EKL72E/ 70
— F VPR & B W T K oG A Tk,
Western blotting 3 & 0 HUJE & 0T L 7255 5,
E/ 7 u—F Pk Al & A3 EDOPUR R
Ry FHRBERL o728, A213 pHS9,
% 88kDa DYFEM 72 AR v b & 7Bk L 720

Z D%, 2 ROCESIKEN LN THUEEMT 2
Fh L 72 PukiconwT, £ 7 a—F ik
LT DHNA T K=~ QPR LI
33— N3 5L BbN oMo EET % MRk
(VHE VL), MIEL7ZVHE VLZ) 7
— THEA L7z cDNA #1/E# L, EK1 B2
FETITAI IR ¥ —FEHACTRERICT
Bl A A TS, WA E I — N3 5ER
FOBEAN) L @DT, BRI
HRIZEES o7,
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Specific antibody therapy for Salmonella food poisoning

Kazumi Sasai
(Laboratory of Veterinary Internal Medicine, Department of Veterinary Sciences,

Graduate School of Life & Environmental Sciences, Osaka Prefecture University)

In Japan, inactivation vaccine with lower the protective efficacy is used as Salmonella
prevention vaccine for the chicken now.

However attenuated live vaccine is used abroad, the Salmonella vaccine stock which we
attenuated is at great risk of making it virulent in the outdoors, and there is limit for use of
the vaccine. Therefore we paid our attention to oral passive immunity by the antibody and
tried the manufacture of the antibody of the high-protective efficacy.

At first, we performed a re-cloning by the limiting dilution methods and cloned the
hybridoma. We picked three kinds of monoclonal antibodies according to the data of Elisa
and IFA. As a result of two dimensional electrophoresis, property analysis of the antigen
protein by Western blotting method, we selected three kinds of monoclonal antibodies. As a
result of having analyzed an antigen than two dimensional electrophoresis, Western blotting
method, no antigen spot recognized monoclonal antibody Al and A3, but A2 recognized a
specific spot of about 88kDa, pH 5.9.

Using the antibody which performed antigen analysis by two-dimensional
electrophoresis, we amplified the part gene that it seemed that we encoded an antibody
variable region of the chicken hybridoma which produced a monoclonal antibody
afterwards. We made the ¢cDNA which connected VH and VL which we amplified in a
linker and tried manifestation in E. coli using EK1 plasmid vector system, but were careless
for the production of a definitive antibody without succeeding in genetic induction to encode

a variable region.



