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APPENDIX I

MEDIA AND REAGENT FOR CELL CULTURE

1. C e l l  Growth Medium

RPMI 1640 200 ml
F e t a l  b o v i n e  serum
( h e a t  i n a c t i v a t e d ) 20 ml
Vancomycin (5 mg/ml) 4 ml
Gentamycin  ( 0 . 5  mg/ml) 2 ml
A m p h o t e r i c i n  B ( 0 . 5  mg/ml) 0 . 8 ml

F i n a l  pH 7 .4
S t o r e  a t  4°C

2.  C e l l  M a in te n a n c e  Medium w i t h  c y c l o h e x i m i d e

RPMI 1640 200 ml
F e t a l  b o v i n e  serum
( h e a t  i n a c t i v a t e d ) 10 ml
G lu co se  ( 0 .1 1  g / m l ) 10 ml
Vancomycin (5 mg/ml) 4 ml
Centamyc in  ( 0 . 5  mg/ml) 2 ml
A m p h o t e r i c i n  B ( 0 .2 5  mg/ml) 0 . 8 ml
C y c lo h e x im id e  ( 0 .1  mg/ml) 4 ml

F i n a l  pH 7 .4
S t o r e  a t  4°C



D i s s o l v e  g l u c o s e  1 0 .76  g i n  100 nil RPMI 1640 . s t e r i l e  
t h e  s o l u t i o n  by f i l t r a t i o n  t h r o u g h  membrane f i l t e r  p o r e  s i z e
0 . 2 2  um. D i s p e n s e  i n t o  a l i q u o t s  o f  5 ml e a c h  by a s e p t i c  t e c h n i q u e  
and  s t o r e  a t  -20°c . I t  was u s e d  t o  p r e p a r e  m a i n t e n a n c e  medium.

4 .  RrMI 1640

D i s s o l v e  10.36 g o f  RPMI 1640 powder  i n  1000 ml d o u b l e  
d i s t i l l e d  w a t e r ,  s t e r i l e  by f i l t r a t i o n  t h r o u g h  membrane f i l t e r  
p o r e  3 i z e  0.22 urn and s t o r e  a t  4°c. I t  was u s e d  t o  p r e p a r e  
g ro w th  medium 1 m a in t e n a n c e  , and G lu c o s e .

5.  P h o s p h a t e  B u f f e r  S a l i n e  (PBS),  pH 7 .2

NaCl 10 .0 g
KC1 0 . 2 5 g
Na2HP04.2H20 1.78 g
KIl2r04 0 .2 5 g
DDW 1000 .00 ml

D i s s o l v e  t h e  c o m p o s i t i o n s  and a d j u s t  pH t o 7 . 2 ,  S t e r i l e
a u t o c l a v e  a t  121nc f o r  15 min. T h i s  b u f f e r was u s e d  f o r

w a sh in g  t h e  McCoy c e l l s  c u l t u r e  in  s u b p a s s a g e  s t e p .
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6.  2SP t r a n s p o r t  medium

P r e p e r a t i o n  o f  0 , 2  M S u c r o s e  P h o s p h a t e  B u f f e r  (2SP)

S o l u t i o n  A ะ 6 8 .4 6  g o f  s u c r o s e  i n  700 ml DDW.
S o l u t i o n  B ะ 2 .0 8 8  g o f  a n h y d ro u s  K2HPO4 i n  60 ml DDW
S o l u t i o n  c ะ 1 .0 8 8  g o f  a n h y d r o u s  KH2 PO4 i n  40 ml DDW

Combine s o l u t i o n  A, B, and c .  A d j u s t  pH t o  7 . 0  and
a d j u s t  volumn t o  1 l i t e r ,  s t e r i l e  by a u t o c l a v e  a t  115°c f o r  15 min 
and  s t o r e  a t  4°c.

P r e p e r a t i o n  o f  2SP T r a n s p o r t  Medium.

2SP 200 ml
F e t a l  b o v i n e  serum 20 ml
Vancomycin (5 mg/ml) 4 ml
Centamyc in  ( 0 . 5  mg/ml) 4 ml
A m p h o t e r i c i n  B ( 0 . 2 5  mg/ml) 4 ml

D i s p e n s e  t h e  2SP t r a n s p o r t  medium i n t o  s t e r i l e  p l a s t i c  
c e n t r i f u g e  t u b e  w i t h  a p p r o x i m a t e l y  1 .5  ml n e r  t u b e  and s t o r e  a t
- 20°c .
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7.  4SI’ Medium

S o l u t i o n  A ะ 136 .92  g o f  s u c r o s e  i n  600 ml DDW.
S o l u t i o n  B ะ 2 .2 6 8  g o f  Na2HP04 i n  200 ml DDW.

Combine s o l u t i o n  A and s o l u t i o n  B. Add 2 . 0  ml o f  0.5% 
p h e n o l  r e d  and  a d j u s t  volumn t o  800 ml w i t h  DDW. A d j u s t  pH t o  
7 . 0  and a d j u s t  volumn t o  1 l i t e r  w i t h  DDW. s t e r i l e  by a u t o c l a v e  
a t  115°c 15 -min and  s t o r e  a t  4°c. I t  was u s e d  t o  s t o r e  t h e  
p r o p h g a t e d  c. t r a c h o m a tis  by u s i n g  e q u a l  volumn o f  4SP and c. 
t r a c h o m a tis  s u s p e n s i o n  i n  m a i n t e n a n c e  medium.

8 .  1% T r y p s i n

D i s s o l v e  1 g o f  t r y p s i n  i n  100 ml o f  DDW and s t e r i l e  by 
f i l t r a t i o n  t h r o u g h  membrane f i l t e r  p o r e  s i z e  0 . 2 2  um. s t o r e  a t  
4°c. I t  was u s e a  t o .  t r y p s i n i z e  McCoy c e l l 3  when t h e  c e l l  
c u l t u r e  was s u b p a s s a g e .

i o d i n e  (5% i o d i n e  s o l u t i o n )
KI 5 g
12 5 g
m e th a n o l  o r  a b s o l u t e  e t h a n o l 50 ml
DDW 50 ml

Mix them t o g e t h e r  and f i l t e r  t h r o u g h  Whatman f i l t e r  
p a p e r  N o . l ,  s t o r e  a t  room t e m p e r a t u r e  i n  a  b o t t l e  p r o t e c t e d  from 
l i g h t .  T h i s  s o l u t i o n  was u s e d  t o  s t a i n  c. t r a c h o m a tis  
i n c l u s i o n  b o d i e s  i n  c e l l  c u l t u r e  t e c h n i q u e .
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APPENDIX I I

PREPARATION OF ANTIBIOTIC SOLUTION

1. A m p h o t e r i c i n  B 0 . 2 5  mg/ml

D i s s o l v e  50 mg o f  a m p h o t e r i c i n  B i n  200 ml s t e r i l e  PDW 
w i t h  a s e p t i c  t e c h n i q u e  and d i s p e n s e  i n t o  a l i q u o t s  o f  0 . 8  ml and 
4 ml e a c h  by a s e p t i c  t e c h n i q u e ,  s t o r e  a t  -20°c . I t  was u s e d  to  
i n h i b i t  f u n g i  i n  t r a n s p o r t  medium, m a i n t e n a n c e  medium,and  g row th  
medium.

2.  C y c lo h e x im id e  0 .1  mg/ml

D i s s o l v e  0.01 g o f  c y c l o h e x i m i d e  in  0.5  ml o f  a c e t o n e  
and a s e p t i c a l l y  add 100 ml s t e r i l e  DDW. D i s p e n s e  i n t o  a l i q u o t s  
o f  4 ml e a c h  by a s e p t i c  t e c h n i q u e  and s t o r e  a t  -20°c . I t  was 
u s e d  t o  p r e p a r e  t h e  m a in t e n a n c e  medium i n  o r d e r  t o  i n h i b i t  g row th  
o f  McCoy c e l l s .

3 .  C en tam yc in  0 . 5  mg/ml

D i l u t e  2 ml o f  80 mg g e n ta m y c in  i n  160 ml s t e r i l e  DDW 
and d i s p e n s e  i n t o  a l i q u o t e s  o f  2 ml by a s e p t i c  t e c h n i q u e ,  s t o r e  
a t  -20°c . I t  was u s e d  t o  i n h i b i t  Cram n e g a t i v e  b a c t e r i a  in  
t r a n s p o r t  medium, m a in t e n a n c e  medium, and g row th  medium.
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4.  Vancomycin 5 mg/ml

D i s s o l v e  500 mg o f  vancomycin  i n  100 ml s t e r i l e  DDW and 
d i s p e n s e  i n t o  a l i q u o t s  o f  4 ml e a c h  w i t h  a s e p t i c  t e c h n i q u e .  
S t o r e  a t  -20°c . I t  was u s e d  t o  i n h i b i t  Gram p o s i t i v e  b a c t e r i a  
i n  t r a n s p o r t  medium, m a i n t e n a n c e  medium, and g row th  medium.
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APPENDIX I I I

REAGENTS FOR PLASMID ISOLATION

1) 1 M T r i s - H C l  (pH 8 . 0 )

D i s s o l v e  1 2 1 .1  g T r i s  b a s e  i n  800 ml o f  DDW. ADjust  t h e  
pH t o  8 . 0  by a d d i n g  42 ml o f  c o n c e n t r a t e d  HC1. Allow t h e  
s o l u t i o n  t o  c o o l  a t  room t e m p e r a t u r e  b e f o r e  making t h e  f i n a l  
a d j u s t m e n t s  t o  t h e  pH. Make up t h e  volume o f  t h e  s o l u t i o n  t o  1 
l i t e r .  D i s p e n s e  i n t o  a l i q u o t s  and s t e r i l i z e  by a u t o c l a v i n g .  I f  
t h e  1 M s o l u t i o n  h a s  a  y e l l o w  c o l o r ,  d i s c a r d  i t  and o b t a i n  
b e t t e r - q u a l i t y  T r i s .

2) 0 . 5  mM EDTA (PH 8 . 0 )

Add 186 .1  g o f  d i s o d iu m  e t h y l e n e  d i a m i n e  t e t r a a c e t a t e . 2H2O 
t o  800 ml o f  DDW. s t i r  v i g o r o u s l y  on a  m a g n e t i c  s t i r r e r .  A d j u s t  
t h e  pH t o  8 . 0  w i t h  NaOH ( 20 g o f  NaOH p e l l e t s ) .  D i s p e n s e  i n t o  
a l i q u o t s  and s t e r i l i z e  by a u t o c l a v i n g .  The d i s o d iu m  s a l t  o f  EDTA 
w i l l  n o t  go i n t o  s o l u t i o n  u n t i l  t h e  pH o f  t h e  s o l u t i o n  i s  
a d j u s t e d  t o  a p p r o x i m a t e l y  8 . 0  by t h e  a d d i t i o n  o f  NaOH.
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3) 5 M NaCl

D i s s o l v e  2 9 2 .2  g o f  NaCl i n  800 ml o f  DDW. A d j u s t  volume 
t o  1 l i t e r .  D i s p e n s e  i n t o  a l i q u o t s  and s t e r i l i z e  by a u t o c l a v i n g .

4) 25% Sodium d o d e c y l  s u l f a t e  (SDS)

D i s s o l v e  500 g o f  SDS in  800 ml o f  DDW. H e a t  t o  68°c 
t o  a s s i s t  d i s s o l u t i o n .  A d j u s t  t h e  volume t o  1 l i t e r .  D i s p e n s e  
i n t o  a l i q u o t s .  Wear a  mask when w e ig h in g  SDS. T h e re  i s  no need  
t o  s t e r i l i z e  25% SDS.

5) 2M T r i s - H C l  (pH 7 . 0 )

D i s s o l v e  2 4 2 .2  g T r i s  b a s e  in  800 ml o f  DDW. A d j u s t  t h e  
pH t o  7 . 0  by a d d i n g  c o n c e n t r a t e d  HC1. Allow t h e  s o l u t i o n  t o  c o o l  
t o  room t e m p e r a t u r e  b e f o r e  making t h e  f i n a l  a d j u s t m e n t s  t o  t h e  pH. 
Make up  t h e  volume o f  t h e  s o l u t i o n  t o  1 l i t e r .  D i s p e n s e  i n t o  
a l i q u o t s  and  s t e r i l i z e  by a u t o c l a v i n g .
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6) TE b u f f e r  (pH 8 . 0 )

50 mM T r i s - H C l  (pH 8 . 0 )  
10 mM EDTA (pH 8 . 0 )

p r e p e r a t i o n  (10 ml)
1 M T r i s - H C l ,  pH 8 .0 0 . 5  ml
0 . 5  N EDTA, pH 8 . 0 0 . 2  ml
DDW

7) L y s i s  b u f f e r

TE b u f f e r  
4% SDS 
pH 1 2 .4

p r e p e r a t i o n  (10 ml)

9 . 3  ml

TE b u f f e r 8 . 4  ml
25 % SDS 1 .6  ml

a d j u s t  pH t o  1 2 .0  w i t h  10 N NaOH and t h e n  a d j u s t  pH t o
1 2 .4  w i t h  3 N NaOH



REAGENTS FOR AGAROSE GEL ELECTROPHORESIS

1. 50 X T r i s - a c e t a t e  b u f f e r  (TAE)

T r i s  b a s e 4 2 4 .0 g
g l a c i a l  a c e t i c  a c i d 5 7 .1 ml
0 . 5  M EDTA pH 8 . 0 100 .0 ml

A d j u s t  t h e  volume t o  1 l i t e r  w i t h  DDW and s t e r i l i z e  by
a u t o c l a v i n g  a t  121°c f o r  15 min.

2.  10 mg/ml E th id iu m  b ro m id e

e t h i d i u m  bro mide 1 g
DDW 100 ml

S t i r  on a  m a g n e t i c  s t i r r e r  f o r  s e v e r a l  h o u r s  t o  e n s u r e  
t h a t  t h e  dye h a s  d i s s o l v e d .  Wrap t h e  c o n t a i n e r  i n  aluminum f o i l
o r  t r a n s f e r  t o  a  d a r k  b o t t l e  and s t o r e  a t  4°c.
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3.  0 .7  % A ga rose  g e l

a g a r o s e  u l t r a p u r e  (Amresco,  บ . S . A . )  0 . 1 4  g
l x  TAE 2 0 . 0  ml
10 mg/ml e t h i d i u m  bromide  1 . 0  น!

4 .  1 . 5  % A g a ro se  g e l

a g a r o s e  u l t r a p u r e  (Amresco, U .S .A . )  0 . 3  g
l x  TAE 2 0 . 0  ml
10 mg/ml e t h i d i u m  bromide  1 . 0  u l



110

APPENDIX VI

REAGENTS FOR DOT BLOT HYBRIDIZATION

1 .  20X s s c

NaCl 1 75 .3 g
sod ium c i t r a t e 8 8 . 2 g
DDW 8 0 0 .0 ml

D i s s o l v e d  t h e s e  com ponen ts  and  a d j u s t  pH t o  7 . 0  w i t h  
NaOH ( 6 . 5  ml o f  a  10 N s o l u t i o n ) .  A d j u s t  volume t o  1 l i t e r .
D i s p e n s e  i n t o  a  a l i q u o t s ,  s t e r i l i z e  by a u t o c l a v i n g

2.  P r e h y b r i d i z a t i o n  s o l u t i o n  (100 ml)

Component  F i n a l  c o n c e n t r a t i o n  Amount

Formamide 50% (V/V) 50 ml
NaCl 0 . 9  M 5 .2 9 g
NaH2P04.H20 0 . 0 6  M 0 .8 3 g
Na2EDTA.H2O 0 .0 0 6  M 0 .2 2 g
F i c o l l 0.1% (พ / ,/ ) 0.1 g
P o l y v i n y l p y r r o l i d o n e (PVP) 0.1%(W/V) 0.1 g
Bovine serum a lbum in (BSA) 0.1%(W/V) 0.1 g
Sodium d o d e c y l  s u l f a t e  (SDS) 1 . 0% ( t f / v ) 1.0 g
S h e a r e d ,  d e n a t u r e d 200 ug /m l 20 mg
Salmon sperm DNA



I l l

D i s s o l v e  s o l i d  component s  e x c e p t  DNA i n  40 ml DDW. 
A d j u s t  pH t o  7 . 4  w i t h  4 M NaOH. Add 2.0 ml o f  10 mg/ml 
s h e a r e d . d e n a t u r e d  sa lmon sperm DNA. A d j u s t  volume t o  50 ml w i t h  
DDW. Add 50 ml fo rmamide .  s t o r e  a t  -20°c.

3. 2 X H y b r i d i z a t i o n  s o l u t i o n  (50 ml)

Component  F i n a l  c o n c e n t r a t i o n  Amount

NaCl 1 . 8  M 5 .2 9 g
NaH2P04 .H20 0 . 1 2  M 0 . 8 3 g
Na2EDTA.H20 0 .0 1 2  M 0 .2 2 g
F i c o l l 0 .2% (w / v ) 0 . 1 g
P o l y v i n y l p y r r o l i d o n e (PVP) 0 .2% (พ /V) 0 .1 g
Bov ine  serum a lbum in (BSA) 0.2%(W/V) 0 .1 g
Sodium d o d e c y l  s u l f a t e  (SDS ) 2.0%(W/V) 1 .0 g
S h e a r e d ,  d e n a t u r e d 240 ug/ml 20 mg
Salmon sperm DNA

D i s s o l v e  s o l i d  component s  e x c e p t  DNA in 40 ml DDW.
A d j u s t  pH t o  7 . 4  w i t h 4 M NaOH. Add 2 . 0  ml o f  10 mg/ml
s h e a r e d , d e n a t u r e d  salmon sperm DNA. A d j u s t  volume t o 50 ml w i t h
DDW. S t o r e  a t  - 2 0 ° c .
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4.  TBS-Tween 20 (1 l i t )

Component F i n a l  c o n c e n t r a t i o n Amount

T r i s  b a s e 100 mM 12 .1  g
NaCl 150 mM 8 . 7 7  g
Tween 20 0 . 0 5  % (V/V) 0 . 5  ml

A d j u s t  pH t o  7 . 5  w i t h  4 M HC1. F i l t e r  t h r o u g h  a  s t e r i l e  
0 . 2  um membrane,  s t o r e  a s  a  s t e r i l e  s o l u t i o n  a t  4 ° c .

5.  B l o c k i n g  s o l u t i o n  (100 ml)

D i s s o l v e  3 g Bovine se rum a lb u m in  i n  100 ml TBS-Tween 20. 
A d j u s t  pH t o  7 . 5 .  F i l t e r  t h r o u g h  a  s t e r i l e  0 .4 5  um membrane. 
S t o r e  a t  4 ° c .

Note :  Bov ine  serum a lb u m in  c o n t a i n s  p h o s p h a t a s e  t h a t  may
i n t e r f e r e  w i t h  t h e  a s s a y .  H e a t - t r e a t e d  BSA from p a s t e u r i z e d  
serum h a s  r e d u c e d  l e v e l s  o f  p h o s p h a t a s e  a c t i v i t y ,  and h a s  been  
u s e d  s u c c e s s f u l l y  w i t h  t h i s  s y s t e m .
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