S fayeri

10 g
DNA

50

Sarcocystis

109
0.2ml DNA
0.3¢g
DNA
109

DNA

18S rRNA

PCR
0.3g
18SrRNA
03 g
DNA 03g
PCR




Sarcocystis fayeri ( S fayeri)
(1 2 3) S fayeri

(1 3 4

3
0.3¢g
TE Buffer  1mL
30 3000rpm 5 6
200 uL
DNA DNA
PCR PCR
DNA PCR
18S RNA (
18S rRNA ) PCR
rRNA  RNA

PCR 1100 bp

DNA

2012



S fayeri
PCR
S fayeri
B-1.
7
17
Sfayeri
6 DNA
03g 2
TE Buffer
1 mL 30
3000 rpm 5 6
200 pL DNeasy Blood & Tissue
Kits (Quiagen) DNA
Kit
DNA PCR

PCR 94 3 1 94
30 53 30 1 30 72
5 1 10xEx

Tag Buffer (TaKaRa) dNTP Mixture (TaKaRa)
Ex Taq (TaKaRa) PCR

S fayeri

Mupid-2 plus (ADVANCE)

2% DNA
100bp plus DNA ladder (BIO
CRAFT) 6x GR Green Loading Buffer
(BIO CRAFT)
(TYPE-FX  ATTO)

1100 bp
1
2 PCR
03g 2
DNA
10g 1 2
PBS 30 mL

(Excel Auto Homogenizer, NiSSEi)
( 2

200 pL DNeasy Blood & Tissue
Kits (Quiagen) DNA
DNA PCR

) Sarcocystis



( ) PCR PCR
95 10 1 9%5 30
60 1 45
GeneAce SYBR qPCR Mix o (NIPPON
GENE) StepOnePlus ReaTime PCR

System (Applied Biosystems)

NIPPON GENE S fayeri
0.3
g 8 10g 8
DNA
PCR PCR
95 10 1 95 30
60 1 45
109 1
8
(http://tools.huu.cc/rand/)
20g 30g 40g
( rSD)
20g
2 8
( SD) rsb
B-2.
50

S fayeri

PCR
C1
PCR No.1
7 1 2
« ) 2
7 2
3 6
1 S fayeri
2 7 S fayeri
1100 bp
S fayeri 1 3
4 PCR
0.3g 10g
C )
1 0.3
g
109
3 4
109 0.3
g rSD
3 10g 8

DNA 7



03g 8

DNA
DNA PCR
109
rsSD
( )
C-2
DNA
PCR DNA
DNA
18S rRNA
50 PCR
50 48

18SrRNA

03g

PCR

0.3g

DNA

30g 40g

DNA PCR

109

DNA

96
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10g( ) 03g( )



(Excel Auto Homogenizer, NiSSEi)



Sarcocystis fayeri 18SrRNA PCR



10g



1500 bp
1000 bp

\ 4

Mz : 100bp Plus DNA Ladder S: Sarcocystis

DNA



M DR BDOO®DO® MPC QOO DDB®B M

— » : ~
d : . - .
- : Poss am . %
1000bp = uu“‘-‘-
500bp = . .
S
e 3
-
M: Marker PC: Sarcocystis cyst
(M: deer No.1 ®): deer No.5 ©): deer No.9 @3: deer No13
: deer No.2 ®): deer No.6 (D: deer No.10 ®: deer No.14
®Q): deer No.3 @): deer No.7 (D: deer No.11 @9: deer No15

@: deer No.4 ®: deer No.8 @: deer No.12



1000bp

500bp

M : 100bp Plus DNA Ladder

(@: deer No.16
2): deer No.17
Q: deer No.18
@: deer No0.19

®): deer No.20
®): deer No.21
@: deer No.22
®: deer No.23

M DR @6 6®OO® 9 ® O ® BB @M

9: deer No.24
(0D: deer No.25
@D: deer No.26
(: deer No.27

3: deer No.28
(9: deer No.29
@9: deer No.30



M D Q@03® 6 6 @ ®©9© @O M m

1000bp

500bp

M : 100bp DNA Personal Marker

D:deerNo.31  @:deerNo.34  (D:deer No.37  (0: deer No.40
2:deerNo.32  ®:deerNo.35  (®:deerNo.38  (D: cyst
@):deerNo.33  (®:deerNo.36  (9:deer No.39  (2: negative control



1000bp

500bp

M : 100bp DNA Personal Marker

D:deer No.41  @:deer No.44  (D:deerNo.47  (0: deer No.50
@:deerNo.42  ®:deerNo.45  (®:deer No.48  (D: cyst
3:deerNo.43  (®:deerNo.46  (9:deer No.49  (D: negative control



PCR S fayeril8SrRNA

(5°-3%)
(bp)

Sarcocystis 18S-1F GGATAACCGTGGTAATTCTATG
1100
Sarcocystis 18S-11R TCCTATGTCTGGACCTGGTGAG




PCR S fayeril8S rRNA

PCR
(53)
(bp)

Sarcocystis gRT-1F GATACAGAACCAATAGGGACATCAC
140
Sarcocystis gRT-3R ACTACCGTCGAAAGCTGATAGG




*1

109 PCR
109
Sample
18SrRNA gene 18SrRNA gene
No. SD rsSD SD rSD
(copy/g) (copy/g)
r Undetected 10304000
1 7277790 141.1%
2 Undetected 11651
T 7015800 13265600
3 1898497 33.5% 5326494 31.4%
2 4330920 20798400
r 4370520 13830400
4 1854628 32.6% 712763.6 5.0%
2 6993360 14838400

duplicate

SD rsSD



0.3g
10g
2049
3049
409

23927779
1934402
1710256
1201308
882867

210.5 %
447 %
38.5%
26.7 %
21.1%




6/7 77
6/6 V1
2/2

1111 2/2
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