31

(Multistage  random

sampling)
2537 10,000
3,800
3800
12:28:1:13:1
stratified random sampling
2 , 1
1 4 6 ,
2 , 1
1 2
12
(Cannon and Roe, 1982) 95% desired
accuracy 10 % 50%
96
random sampling 10-20

200
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3.2

1
24
33
331
2x3x2 . 10%
buffered formalin
(right
apical lobe)
cranioventral pneumonia, peribronchiolar
lymphocytic infiltration, hyperplastic lymphoid nodules Mycoplasma- like lesions
pleuritis, edema  abscess
332
1
34

absolute ethanol
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1
(modified Friis broth)

9
1500 / 5
045 |U membrane filter
modified Friis broth
02 . 1 18
10 (ten fold serial dilution)
107 37°c
(subculture)
5
(modified ~ Friis agar) 37°c 5%
57
37°c
3 (pure culture)
35
(glucose fermentation)
(arginine hydrolysis), (phosphatase test) film

spot



35.1

1%

3.5.2

modified Friis broth 2

353

modified Friis agar
5M NaOH

3.5.4 film spot

33

modified Friis broth 2
37°c 35

0.2% arginine hydrochloride
37°c 35

phenolphthalein diphosphate 0.01% 37°c I

modified Friis agar 37°C 10-14

film spot

36

Friis agar
M. hyopneumoniae

3.7

371

stereomicroscope

Growth inhibition test

105CFU. [ ml. 0.1 modified
6

37°c 35



primers

31 3-2
(1996)
PBS 1 lysis buffer (
60°c 2 . 5
primers Mattsson (1995)
1
1 3.4
31

Actinobacillus pleuropneumoniae Shope 4074 type 1

Actinobacillus pleuropneumoniae 492/41 type 1
Actinomyces pyogenes 971

Bordetella bronchiseptica Phage type
Erysipelotrix rhusiopathiae ME 7 type la
Erysipelotrix rhusiopathiae 545/36
Klehsiella pneumoniae 238131
Pasteurella multocida Kobe strain type A
Pasteurella multocida 1601/2
Staphylococcus aureus Cowan 1strain
Streptococcus Species Group R

Streptococeus species Group

34

Kobayashi
12,000 /

106CFU



3-2

Mycoplasma hyopneumoniae
Mycoplasma hyopneumoniae
Mycoplasma hyopneumoniae
Mycoplasma hyopneumoniae
Mycoplasma hyopneumoniae
Mycoplasma hyopneumoniae
Mycoplasma hyopneumoniae
Mycoplasma hyopneumoniae
Mycoplasma hyopneumoniae
Mycoplasma hyopneumoniae
Mycaplasma hyopneumoniae
Mycaplasma hyopneumoniae
Mycoplasma hyorhinis
Mycoplasma hyorhinis
Mycaplasma hyosynoviae
Mycoplasma arginini
Acholeplasma laidlawii

M. hyopneumoniae

1

J strain
ATCC 25934
ad

ar

a35

b3

b5

b4

f4

19

fio

f15

PG 29
BTS-7
PG 16
PG 230
PG 8

10, 102 fo', 104, 103

X " GCM 0*5090

10eCFU Im| 1

35
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PCR product
PCR product
M. hyopnewnoniae PCR product
4 M. hyopnewnoniae ATCC 25934 1 5

3.7.2
1500 5 ( 34)
5 . refrigerated centrifugation
12,000  / 5 PBS
Lysis buffer 10011 60°c 2
5 12,000 / 5

373 M hyopnuemoniae
primers Mattsson (1995) 16S
rRNA M. hyopnewnoniae
forward primer:5'- GAG CCT TCA AGC TTC ACC AAG A-3* ( 212-233)
reverse primer :5-TGT GTT AGT GAC TTT TGC CAC C-3( 839-860)
PCR product 649 bp

5 PCR reaction mixture 45

0.2 mM dNTP (dATP,dGTP, dTTP, dCTP), 20 pmol

primer, 50 mM KO., 10 mM Tris-HCI buffer, 2 mM MgCl2  tag DNA

polymerase 1 mineral oil 2 thermal
cycler 480 (Perkin-Elmer Cetus)

Preheating  95°C 5 1



3.74

37

Dénaturation 95°c 45
Annealing 0% 1 35
Extension 7% 2 a

agarose gel electrophoresis
10 PCR product

electrophoresis ~ 1.5% agarose gel ~ TBE 0.5 (Jg/ ml. ethidium bromide

38

38.1

50 40 uv
Restriction endonucleases (RES)
restriction endonucleases

product M. hyopneumoniae

MacDNASIS (HITACH! Q Itd.)

382
PCR product 5 10X buffer 1
JRE (0.2:10 ) 1 10
37°C 1 Davis (1986)
15 % agarose gel ~ TBE 0.5 (Jg/ ml. ethidium bromide 50
40 uv
3.9 (Interpretation)
M. hyopneumoniae
M. hyopneumoniae
Mycoplasma-like PCR product

Mycoplasma-like PCR product



M. hyopneumoniae 3-3

33 M. hyopneumoniae

M. hyopneumoniae

product

product
product

product

1 product

product
product
product

38
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