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1.C.N
6.0 X 107 | *6.5X 107 9.0X107 12.2X 107 122X 107
40X 107 | *6.0 X107 80X 107 12.0X 107 12,1X 107
3.0 X 107 *%6.0X 107 8.3X107 122X 107
2.0X 107 *.5X 107 7.9X 107 11.9X 107

TCIDsp/ml (log10)

* Total cell number of monolayer formation,

C.T = Culture time,
C.N = Cell number at

every day.

1 ,C,N= Inoculated cell number,

7.3 MO1

+ 0.73 MOI

0.073 MOI
0.0073 MOI
0.00073 MOI
0.000073 MOI

—

{hours after infection)
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sonication centrifugation
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B, G - Tl 7.5hr  10hr 12hr 20 hr
0.002 M f%— 8 - ND ND
0.003M | 2 + e 9 g
0.004M | ND % % ND ND
ND = no do,

1. T=1Inactivation time,

B: C = Binary Ethylenimine concentration,
* CPE number on the ESK monolayer cells,
# Inoculated case number,
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I.T reaction at 4 C reaction at 37 C
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0.25% 4 £ e L] %
0.35% ND ;%. £ %. _%
0.45 % ND £ + 4 4
0.55 % ND £ 3 ND ND

I. T = inactivation time,

F. C = formalin concentration

* CPE number on the ESK monolayer cells,
# inoculated case number,
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PEG

Total titers{TCID,,) Total titers(TCID,,) Rate of
treatment , e .
time after concentration remaining in the fluid  recovery
3 hr *0%e7 X 20X 5= 1079« *F10%-3 X 20 X 20 = 107-° 10 %
6 hr 109 ¢ X 20 X 5= 10%°-* 1048 X 20X 20 = 1074 100 %
10 hr 1075 X 20 X 5 = 10°-° 1052 X 20 X 20 = 107+# 16 %
20 hr 107+5 x 20 % 5= 10°-° 10%-% x 20 x 20 = 107-# 16 %

* TCID,, / 50¢

12
11}

{antigen reinjected)
10}

(primary response)

SN titer (log2}

(antigen injected)

(secondary response)
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% Formalin J? 4 'C shAR &4k 24 hrsHyin B B
s B9 % PEG6000 ##E 200 £ » EHE
% Agarose R EBE—E (A ) MELL
Formalin g bz FilRUR - 70 °C Tkt ik 1%
s HRENEL » PEREZ BB HE  RAE
BRAKHUBE I REh2HE - ISHILER
B3 6415 B25 PR ng -
2BRHRE (MFAR)MBRBE [ Rigd2H
FEREBE > TR 1285 m st (mnx
) HERELUV 260 mmAlZ £ 4.0
mg /ml ~2.0mg “ml » AJHIH 9048f% ~
128 fE By M BRI - B RE AR

@ 45 50 55 8 (4aye after primary
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BRYELE  ELDWREE » Kl
well AERGAFIOENBRRHE ( WBE®B
© ) BERDW- 8% NaCl 8> Agar-

ose AR - ST BB A BB o
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i.Active virus antigen

2. Inactivated with
B.E-1.

3. Inactivated with for-
malin at 37 C

4. Inactivated with for- B)
malin at 4 C

©

BE R R E LR SR RA Agarose Buffers HERmEE

BE B S B A i B 2 PR

AADN1 4096 X 2048 X 1024 X 512X 256X 128 X 64 X
X + + + + - - _
_%’"X 4 + + + - — -
%X + + + + + - -
%X + + + + + + _
H]SX + + + + + + _
S;X - + + + + 4 -
S
25;X - - _ _ ~ _ ~

SN = Serum neutralization titers.

AAD = Active antigen dilution,
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FR M B E T AN fb 2 40 S 7 BR 65 IS ol 9 i 1 0 1R (F T4 fi

1 AG SN 14096 X 2048X 1024 X 512X 256X 128X 64X
1 X | 31 mg/ml| + + + + - ~ -
%X 15.5 + + + + - - -
1TX 7.8 + + + + + - -
l8X 3.9 + + + + + + -
]Eli X 1.95 + + + + + -+ -
3; X 1.0 - + + + + + -
631 X .5 - - - + + + -
]2:3 X .25 - - - - - - -
25é X 125 - - - - - - -
SN = Serum neutralization titers,
I1.A.C=BEI inactive antigen concentration
The best antigen concentration
range for immunodif fusion test
3096 |-
2048 | \
1024 } §
512 b s
256 |- §
128 | \
64}
32 |
! % % 1? 11—6 31—2 ;%4 1;—8 ﬁ (antigen dilution)
B AEL LR R i e (R EE
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A BATRERPERS VD RGEesm »
HESVD H ] R S8 b i B B M e

5 & X Ak
o BB  HRRE - fIHERE « B
1980 BRI EE KR E L BER
B EWLEWATS 16:17-22 o
2. EUENBENPEE EoW M
AHE > 1983 EBRIEE AR LE T

T — g1 -

BIRBEHBECIE » BHWE 1-
20 -

- DIIEL 2 PR 1981 K S

REBEECHOTEHMRY A 2=
MEORBHECON T HBEE
34:374-378 «

H. G. Bahnemann. 1975, Binary
Ethylenimine as an Inactivant for
Foot-and-Mouth Diseasce Virus
and its Application for Vaccine
Production. Archives of Virology,
47:47-56.

Kaoru Sakaki, Pinit Suphavilai.
1978. indirect Complement Fix-
ation Test with Foot-and-Mouth
Disease Virus antigen concentr-
ated by  Polyethylene Glycol
precipitation. Nat. Inst, Anim.
Hith, Quart. 18: 8-17.

N. Edington and W. Plowright,
1980. The protection of rabbits
against the herpesvirus of malign-
ant catarrhal fever by inactivated
vaccines. Research in Veterinary
Science. 28: 384-386.

Takaaki Sugimure and Yoshio
Tanaka. 1978, The Use of Paolye-
thylene Glycol in Concentration
and Purification of Several Bovine
Viruses. Nat. Inst, Anim, Hlth,
Quart. 18: 53-57,



~82 — RORAE IR R R B A

Studies in the Production of Swine Vesicular Disease Antigen

for a Microimmunodiffusion Test

C. C, Huang M. H. Jong 1. P. Chan C. T. Lee

Taiwan Provincial Research Institute for Animal Heaith.

The Microimmunodiffusion Test (MIDT) is an accurate, economical and sensitive
diagnostic test for the detection of Swine Vesicular Disease Virus (SVDV) antibodies
in  swine sera, The Iinactivated antigen was tried to commercialize.

The ESK cell strain was used to propagate SYDV f{or antigen production.
Monolayers were innoculated with 0.073 Multiplicity of Infectivity (MOI) of SVDV.
The cytopathic effect (CPE) in the cell cultures were almost completed after 30
hrs, and the virus titer was the highest. Viral antigen was inactivated with 0.002M.
Binary Ethylenimine (BEI), and concentrated with 9%

Polyethylene Glycol MW 6000(PEG).

The sensitivity of MIDT was compared with the microtitration procedure of the
Serum Neutralization Test (SNT). The optimal antigen concentration was &.0mg/ml
to2.0mg/ml. Sera that had SN titers of 128 were all positive by the MIDT,

Taiwan Provincial Research Institute for Animal Health.



