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1. Modified Friis medium (Armstrong, 1994)

11 Broth
Hanks balanced stock solution A
Hanks balanced stock solution B
BHI (Difco®)
PPLO broth w/o cv (Difco®)
DDW
1% phenol red

25% fresh yeast extract
Swine serum (inactivated)
Horse serum

Methicillin (100 mg/ml)

pH 15-1.6 5% Na:Co,
4°c 1-11/2

12 Agar
agar 1% noble agar
phenol red 60°c

40
40

52
1170

121°c 5
60
165
165
2.5

78

045 jj. membrane filter

4°c 1-11/2



2. Hanks balanced stock solution (Armstrong, 1984)

Solution A
NaCl
KCL
MgS047H,0
MgCl,.6H2D

DDW 400
Solution B
NaHP04.12H2)

DDW
KHPO04

3. 25% Fresh yeast extract

Yeast
DDW

DDW
5 20
oH 76 1N NaOH

100 . -20°¢C

80

19

CaCl, 14

15
400
0.6

500 . 4°c

500
1500

6000 30
10
0.45jj, sterile membrane filter



4. 1% Gucose Friis broth

4.1 50% Glucose solution

80

50 DDW 100 . 110°

15 -20°c

4.2 Complete 1% glucose Friis broth
modified Friis broth 98 . 50% glucose solution 2
13x100 18 . 4°c

5. 0.2% Arginine Friis broth

5.1 10% Arginine hydrochloride solution
L-arginine hydrochloride 10 DDW 100
110° 155 -20°c

5.2 Complete 0.2% arginine Friis broth
modified Friis broth 98 . 10% arginine hydrochloride solution 2
pH 7.0 5N HCI 13x 100 18
4°c

6. 0.01% Phenolphthalein Friis agar
6.1 1% Phenolphthalein diphosphate

phenolphthalein diphosphate 0.1 DDW 10
-20°C
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6.2 Complete 0.01% phenolphthalein Friis agar
modified Friis agar 100
60°C 1
1% phenolphthalein diphosphate 1

1. 5% Sheep blood agar (Difco®)

Bacto tryptose 10
Bacto beef extract 3
NaCl 5
Bacto agar 15
DW 950
121°% 15
50°c  sterile defibrinated sheep blood 50 . 4°c

primers
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L 2x Lysis buffer

220 mM Tris-HCl pH 8.5

15 mM MgCC

80 mM KCL

0.1% NaCl

0.05% BSA

0.1% Triton-X 100

0.45% Tween 20
400 Mg/ml Proteinase K
0.5 % CHAPS

DDW -20°C
3. TBE buffer, 5x
1 :

Tris base 54.0

Boric acid 21.5

pH to 8.0

05 M EDTA 20

DW 1

121°c 15
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4. Gel loading buffer

Glycerol 30
Bromphenol blue 0.25
Xylene cyanol FF 0.25
DW 10
5. 4°c

5. 10mg/ml Ethidium bromide

Ethidium bromide 1
DW 100

magnetic stirrer

aluminum foil 4°c
6. 1.5% Agarose gel
Agarose ultrapure 15
Ix TBE 100
agarose TBE 1 10 mg/ml

ethidium bromide 1 |JI comb



.. 2540

.. 2505

2529
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