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Comparison of FITC Conjugate Avidin-Biotin Complex (ABC) Method
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To increase the fluorescence intensity in the fluorescent antibody test (FAT), fluorescein labeled
avidin-biotinylated antibody complex (ABC) was tested for the detection of Renibacterium salmon-
inarum antigen in the carrier fish of BKD. In comparison with indirect FAT, fluorescence intensity
observed by ABC method was increased about 50% by multiscan fluorescent method using 96 well
microtiter plate. The detection rate of R. salmoninarum antigens in kidney smears of masu salmon

was also increased about 509 in comparison with indirect FAT.

The procedure of the ABC method is as follows: A tissue smear was incubated for 30 minutes
with antibody against R. salmoninarum. After several washings with phosphate buffered saline, goat
anti-rabbit IgG covalently linked to biotin was added and allowed to react for 30 minutes. The
preparation was washed again and a solution containing fluorescein-labeled avidin was added and
allowed to react for 30 minutes. After final rinsing, the smear is mounted in glycerol buffered to

pH 9.0 and observed by fluorescence microscope.

] E

W FHOEHO MBS (BKD) 122 DI Re-
nibacterium salmoninarum o4y EEGEE P HEETH Y, W
WECHEIE L hu 2 By BHAUE O K o — o1 i
ABRTWD (RKS, 1978), A9 OB EENHE & LTt =
VAw~ A v DB R~08S, IO K~OH
m, fEf~oEOEE o 3 B RERE X5
Py ORK &, 1986), RIEf D R, salmoninarum {545 D
D B\ I DA FRE I X 515 Y 44 dine
B L, WEEEL R 2 L BRN L E 2 D,
L LIEHER D * 4 U v — b fe o iR B fa o B ik & 25

ML K E S IR SR
A KRR (o [ A L e T
)

WILIIRIENCHEAET S R, salmoninarum EE O ET
HY, WEEEC L ORAESRECHLBIE, R salm-
oninarum ¥ + Y v — OB MIEFEMFEC HL X5
v, BKD % 4 V) ¥ — oWt FAT a5
L LTI b (PATERSON et al., 1979, EVELYN et al.,
1981, Yosuimizu and KiMura, 1985), BI7e[5 ¢ HEbE X
M Tw% A (BurLock and STuckey, 1975, BULLOCK et
al., 1980, LambLer, 1980), {yHCmER KoM o84
95% EHEHOMARE R 25 120 60 BEL L otifks
M Ui hud 7s 53 (Amos, 1985), 44k 100 #EH4
BRI F7 NI LRI TS,

AT BKD 4 Y ¥ — O -0 FAT ihic s
% 4RI 97 MO fo b WOETE(aH b s BT
FITC §i,7 €2 v « ¥4 7 viifk (ABC) il A%
P, ek FAT [ b o Hled 17\ LI fe i st



172 ok Ar e fd SeB e R A« ORKRA

BFeohi-0T#ET 5.
EBHE L FE

HR

JEEEA O 3RO v <BHB IR 2 T T A
(Oncorhynchus masou) BT X b L h A LI 60
A B LB o WA A R L T, Yol A BB
o BKD % o0 B ek A 2 B o e il v, S BIc
HEER LT AR A FER OPEC b I LT

HRES LU OLF

BKD JE[R# > LT R. slamoninarum ATCC 33209 %
L, Pl & LTk AR o R, salmoninarum
Otobe ¥EFRIMiY (OKD-3) # {3k L1z, 4 F v {bil
v 1gG Y FMif, FITC #ik7 £y D LT
FITC figifi > =+ 1gG ¥ F ik chEhlilio b
# (Vector Laboratory Inc., il 7 » 7 %) %
1o

FAT M

FAT [HBEGAR & (1986) OEC LT, Fich
Bk S5 [ Ut s S i o0 R AR A I — pfn i & LT
i R. salmoninarum 7 < F (i (1 : 100 v/v in PBS) %&
37°C - 30 4RI X 4, PBS € X & Phik, 2 poinil
L LT FITC B v v+ IgG v F i (1 : 100 v/v in
PBS) #nx 37°C - 30 /i IE & 8ic, PBS TX<
Sk inil 7V ) i (pH 8.5~9.0) T=w v} L,
OGS TR A ST 5 R, salmoninarum HilF
OF A 3 EBZ R L U7 40 fEoxy v v Xk v
72 100 HEF DEZL TIT - 12,

ABC #*

FAT R L FRE 1 gafl$ & LT R. salmonina-
rum M (12 100) &S 4, PBS Ty,
2 Yo & LT A F v BBy ¥ 186G vy (10
100 v/v in 10 mm phosphate; pH 7.8, 0.15m NaCl,
0.08% NaN;) # 37°C < 30 43[BIR G & 4-f-, PBS T X
{ Ptk FITC 7 £ 2~ D (1:100 in 50 mm So-

dium bicarbonate 0.15M NaCl, 0.08% NaN;) % 37°C
= 30 4 NG S, PBS TN Y v ) vk
~ v b LABRCHEEA T -1,

RS HRICLDUARBEOLR

+F R. salmoninarum o NEFETEEEE (McFAR-
LAND No. 3 in PBS, pH 7.3) #{Fi L 96 well 7 v — b
W 50 pl o4, 0.5% Sas— AT ATE (in
PBS) # % well 50 ul F->1ff L, ST 15 2MiiE L
Joth, e — 7 T 45~50°C, 90 AR Ui,
WA % Uiz well 1= BS (FBS 5mi, 0.1 M NaCl 95
ml, NaN; 0.1 g, 1 m MgCl, 0.1 ml) % 50 pl F251EL,
37°C T 60 4F[H I <4, PBS T 3 [ml¥kiptk, 1 i
L LTH R. salmoninarum 7 ¥[iili% 50 pl 3200
%, 37°C T 60 RIS ¥, PBS CiEHic
FAT [SlkCiE 2 gl & LT FITC Bty o+
IeG ¥ Mii4 50 ul oMz, 37°C T 60 SpHEL
x4, PBS ¢k pH 9.0 Ol (0.06 M NayCOs,
0.06 M NaHCO;) # 50 pl F*2imL, =4 F7 1 — 1|
SRR (= = - MTP-22) o84 e (MTP-F)
A I REETE (B A JIE Lo

ABC 41 2 Yol €4 5 vty % IgG v
A s, o FITC Bigh 7 € v D % 50 pl
4L, Jkiz 37°C € 60 ARIEE X4 PBS T 3 [0
P BRAR T A 50 pl T oI 2 Lk BR AL YEFE (0 A )
ELT,

- S

ABC 3 & FAT RER(CH T DHAREBEOLE

SIEGET X A ABC & FAT [BEskodtie
KE o Hilgis 96 well 7 v — P A iow T AF 4 il
NG HE A I THIE Lol 4 Table 1 12 Liz, 2
[019255 L 7= % 8 well Ok FAT [Bl#iLC 0.61 &
0.66, ABC #:C 0.90 + 0.95 Th b, WHFHOEO LR
L FAT [lgE% 1 2 Uica ABC 4L 1.46 Th-
fro

Table 1. Comparison of indirect FAT and fluorescein labeled avidin-biotinylated antibody com-
plex (ABC) method on fluorescence intensity

Test Indirect FAT ABC method
I 0.61% 0.90
1 0.66 0.95
Rate of ABC/IFAT method 1.00 1.46

* Measured by microplate photometer (Corona, MTP-22), average number of 8 well.
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Table 2. Detection of R. salmoninarum antigen in kidney smears of masu salmon cellected from 3
salmonid hatcheries observed by indirect FAT and ABC method

Number of fish

Showed the positive result

Hatchery Employed — B -
Indirect FAT ABC method
3 min 100 fields 3 min 100 fields
A 60 16 23 ) 26
B 59 0 1 1 4
C 60 9 14 14 22
Total 179 25 38 37 2
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