3.

1.

fit

1

3. 1.1.1

3. 1.1.2

fl 3

fl

fl fat
MIT
fl
RNA f tissue
culture medium (TCM)
rabies virus infected baby

hamster kidney <cells
(BHK-21 cells) fl
cDNA DNA
PCR DNA fl

nested PCR
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3.1.2
? CDNA DNA
PCR DNA
Nested PCR
3.2
3.2.1 Tissue culture medium CVs-11
infected baby hamster kidney cells
titer , 104
3.2.2 , :
( \ )
3.2.3
% Swiss albino
21-31 9-15
1,188
3.2.4

520
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3.3 g
3.3.1 9
petridish
impression smear cerebellum, brainstem
hippocampus PAT
3.3.1.1 20
FAT 10
3 cerebellum,
brainstem hippocampus 6
28-33 °C
6 2, 6, 12, 24, 48 72
-20 °C RNA MIT
3.3.1.2 500
3

' -20°c
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3.3.2 d FAT (84)
FAT #
smear
? fix 10

fluorescent-rabies antibody conjugate
humid chamber 10
conjugate 2-3
mounting medium (90% glycerine buffered saline
solution, pH 7.5-8.0) cover slip

excitation light HBO 200 mercury vapour

lamp 7600 A filter UG2
1-10  uni.
4 i +1 +3
2
3.3.3 MIT (87)
MIT

y Swiss albino % 21-31
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' 9-15 y

10% suspension 2 ri
streptomycin penicillin
27
0.02 3 y
7-20
28 y
FAT
3.3.4 RNA
RNA ;

TCM § acid guanidinium thiocyanate phenol

chloroform extraction

AGPC (107, 108)

0.5 TCM 0.5 denaturing solution 1
0.5 TCM 0.5 denaturing solution 2
., homogenize 13,500 g 2 M sodium
acetate pH 4.0, phenol, chloroform:isoamylalcoho1l 49:1
0.1, 1.0, 0.2 TCM
2 TCM
, vortex 20-60 , 20-
30 14,000 g 20
4°c (ageous phase) organic phase
isopropanol -20°c 1
10 4°c 14,000 ¢ RNA pellet

70% ethanol 500 ul

0.1%

diethylPirocarbonate water

(DEPC'H20) 20 ul



3.3.5
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RNA dilution

RNA $ 10 1 990 1
0.1% DEPC-H20 10 ul RNA fl ™M !
CVS-11 infected baby hamster kidney cells 990 ul 0.1 %
DEPC-H20 0OD260 spectrophotometer
RNA RNA A
1 ugl/ul 10 ten fold dilutionl
RNA TCM
3.3.6 RNA (109)
RNA
Vi 260 nm.
10 260 RNA 40 ug/ml
Z ODo60 " --m-mmmmmmmemeemeo " 40Zxdilution factor
40ZxI100 ug/ml
4Z ugl/ul
3.3.7 complementary DNA cDNA
cDNA RNA
eppendorf 600 1 RNA 5 ug,
primer Till primer TH2 1 uM incubate 5
65°C U Wi reaction mixture
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dNTP 0.8 mM, RNAse inhibitor 20 unit, }1J reverse

transcriptase avian myeloblastosis virus 5 unit
5xRT buffer 2.5 ul 0 total reaction mixture 12.5 ul
incubate 42°c 1

3.3.8 First step PCR amplification

? cDNA RNA
? DNA reaction mixture 50 ul 10x buffer

10 mM Tris-HCIl pH 9.0 ( '25°c), 50 mM KC1,

1.5 nmM MgCl2» 0.1% Triton X-100, 0.01% gelatin Taqg
DNA polymerase 1.25 unit, dNTP 62.5 uM {

$ mineral oil 50 ul 4 1 DNA

thermal cycler ? 94 °c, 2 ? DNA

30 fl 3 denature M 94°c

1 anneal 45 °c 2 extension 72 °c 2.30

3.3.9 Second step PCR

DNA fl ? 2
ul reaction mixture ? 23 1 fl
primer TT3 primer TT5 0.8 uM, dNTP 250 uM,
Taq DNA polymerase 1 unit, MgCl2 1.5 mM IOx buffer
2.5 ul 10 mineral oil 50 ul ? 94°c 2

A ? DNA first step PCR

amplification
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... 10 AKHi'ose Kel electrophoresis

PCR product 10 ul 6x gel
loading buffer type I 2 ul load
1.2% agarose gel V3 ethidium bromide 50 ug/ml $
power supply ? 120 mA,
gel 20x25 . run 2.30
IXTAE buffer gel
DNA fragment A /Hind 11l size
marker product first step PCR nested PCR
1,354 bp 524 bp
3.3.11 A (110)

(sensitivity),

(specificity), (predictive value)



FAT

PCR

"l

atc

Percentage sensitivity

Percentage

specificity
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f]

? (MIT)
a+b
d c+d
b+d a+b+c+d
a X 100
a+c
d x 100

b+d
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