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1. Luria Bertani (LB) Agar 
   � !"#�$%�&' � 1 
('�  
   Yeast extract    10  g 
   Tryptone     10  g 
   Sodium chloride      5  g 
   Agar      15  g 
   "�7�%
89"                                                             1   L 
  %��	'��: : �89�  LB agar 35 g  
$
�=>!"�7�%
89" 1 
('�   '>:?�!@>"
$
� � �A�>
	=��=:�% "7�B#C �	����=>!%��    autoclave     �@E�FG:( 121oC    	!
� 15 "�J�     	JA� K�"�����J�9 
#��LK�%	���� 
    �:�	�'@ : 	'(: NaCl  	?(9:  5 g (1% NaCl) A"%��	
���	����  Vibrio 
parahaemolyticus 
 
2. Luria Bertani (LB) broth 
    � !"#�$%�&' � 1 
('� 
   Yeast extract    10  g 
   Tryptone     10  g 
   Sodium chloride      5  g 
   "�7�%
89"        1  L 
    %��	'��: : �89�  LB agar 20 g  
$
�=>!"�7�%
89" 1 
('� '>:=>!BP� �"Q "7�B#C �
	����=>!%�� autoclave  �@E�FG:( 121oC 	!
� 15 "�J�  
    �:�	�'@ : 	'(: NaCl  	?(9:  5 g (1% NaCl) A"%��	
���	����  Vibrio 
parahaemolyticus 
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3.   1%, 3% NaCl    
    %��	'��: : �89�  NaCl   1  g S
$ 3  g  
$
�=>!"�7�%
89" 100  ml     A� �
�=
J=
���
�=
$ 2  ml "7�B#C �	����=>!%�� autoclave  �@E�FG:( 121oC 	!
� 15 "�J�  
   
4. 0, 0.5, 1, 3, 6, 8, 10% NaCl + Nutrient broth 
   � !"#�$%�&' � 100 ml 
    �89�  Nutrient broth  0.8 g  
$
�=>!"�7�%
89" 100 ml X=B: '>��	'(:	%
���7���8& 
0% NaCl  � !"Y!�:	Z>:Z>"Z��	%
��'8��S'  0.5-10% NaCl %\	'(:	%
��'�:Y!�:	Z>:Z>"'�:
7�=8& 
'>:=>!BP� �"Q  S& �A� �
�=J=
���
�=
$ 2  ml "7�B#C �	����=>!%�� autoclave  �@E�FG:( 
121oC 	!
� 15 "�J�  
   
5. Mueller Hinton agar 
   � !"#�$%�&' � 1 
('� 
   Beef infusion    300  g 
   Casamino acids                               17.5  g 
   Starch          1.5  g 
   Agar                    17  g 
    %��	'��: : �89� Mueller Hinton agar 38 g   
$
�=>!"�7�%
89" 1 
('�  '>:A�>	=��=
K"!@>"
$
�  S& �A� �
�=a�	%
�!Z"�= 25x150 ml A"#�(:�'� 25 ml  "7�B#C �	����=>!%��  
autoclave J�9�@E�FG:( 121oC 	!
� 15 "�J�  J(��B!>A�>	\"J�9�@E�FG:( 45-50 oC 	JA� K�"�����J�9
#��LK�%	���� 
    �:�	�'@ : 	'(: NaCl  	?(9:  5 g (1% NaCl) A"%��	
���	����  Vibrio 
parahaemolyticus 
   
6. swarming  agar 
    %��	'��: : �89�  Bacto tryptone 10 g, NaCl 30 g, Bacto agar 3 g   
$
�=>!"�7�
%
89" 1 
('�  '>:A�>	=��=K"!@>"
$
�  S& �A� �
�=a�	%
�!Z"�= 25x150 ml A"#�(:�'� 15 ml  
"7�B#C �	����=>!%��  autoclave J�9�@E�FG:( 121oC 	!
� 15 "�J�  J(��B!>A�>	\"J�9�@E�FG:( 45-50oC  	J
A� K�"�����J�9#��LK�%	���� 
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7. Urea agar base 
    � !"#�$%�&' � 1 
('� 

   Pancreatic digest of gelatin   1 g 
   Yeast extract   3 g 
   Dextose   1 g 
   Sodium chloride   5 g 
   Urea 20 g 
   Potassium phosphate   2 g 
   Phenol red                0.012 g 

 
    %��	'��: : �89�  urea agar base  29  g  
$
�=>!"�7�%
89" 100 ml C �	����X=%��
%���  K�%"8�"
$
� agar  15  g A""�7� 900 ml  "7�B#C �	����=>!%��  autoclave �@E�FG:( 121oC 
	!
� 15  "�J�  #
 �A�>�@E�FG:( agar 
=
�	�
��  45-55oC  Kf�	'(:  100  ml Z�� urea agar base  
S
>!"7�B#	JA� �
�=J�9g �"%��C �	����S
>!�
�=
$ 3.5 ml 
    �:�	�'@ : 	'(: NaCl  	?(9:  5 g (1% NaCl) A"%��	
���	����  Vibrio 
parahaemolyticus 
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���������������� 

1. Blocking  solution 
   	K��K�� 10x blocking solution (Z!= No.6 ) 	#i" 1x blocking solution =>!  Maleic 
acid  buffer 
   �:�	�'@ : A�>�@=J=��& DIG High Prime DNA Labeling and Detection Starter 
Kit I Z�� Roche 
 
2. Denature  solution 
   � !"g�:' � 1 
('� 
   1.5 M NaCl    87.66   g 
  0.5 M NaOH    20.0  g  
  "�7�%
89"        1  L 
 
3. DIG  solution 
  #op" Anti-Digoxigenic-AP (Z!= No. 4) 5 "�J� J�9Y!�:	�\! 10,000 rpm  % �"A�>  
�
8�K�%"8�"#q	#'=>!Y!�:�$:8=�$!8�A�>=G=	J �J�9'>��A�>K�%� !"&"Z�� solution  	K��K�� Anti-
Digoxigenic-AP 	#i" 1:5,000 (150 mU/ml) =>! blocking solution 
     �:�	�'@ : A�>�@=J=��& DIG High Prime DNA Labeling and Detection Starter 
Kit I Z�� Roche 
 
4.   Detection  solution 
  � !"#�$%�&' � 100  ml 
  NaCl      0.58  g 
  Tris      1.21  g 
  "�7�%
89"                  100  ml 
  #�8&K"%�$J89�B=> pH 9.5 
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5. 1 M EDTA 
 �89�   EDTA   372.2 g    A""�7� 800 ml       %!"� ��S��X=A�>          magnetic stirrer  

	'(:	%
\= sodium hydroxide  K"%�$J89�B=> pH 8.0  tf9� EDTA ��:��u
$
�B=>�:=?�=�  #�8&
#�(:�'�A�>B=> 1 
('�  "7�B# autoclave =>!Y!�:=8"B�"�7�J�9�@E�FG:( 121oC 	!
� 15  "�J�  
 
6. Ethidium  bromide (10 mg/ml) 
  �89� ethidium  bromide 1 g 
$
�A""�7�%
89" 100 ml  %!"X=A�> magnetic stirrer 
K"%! �K$
$
� (A�>	!
��
��89!X:�)  	%\&A� Z!=����J�9�@E�FG:(�>��  '>���!:u@�:���$�! ��%��
	'��:  �$!8�  � ���AK	��g� ethidium  bromide �$�! ��%���89� 
 
7. Hybridization  solution 
   
$
� DIG Easy Hyb Granules (Z!= No. 7) =>! sterile double distilled water  64 
ml X=	'(:"�7�% �"Y�f9��"f9�A�> stirring Y"A�>
$
� 5 "�J� J�9�@E�FG:( 37oC  	:�9�	�(9:
$
�=�A�>	'(:
"�7�� !"J�9	�
��  =G= solution J�9
$
�=�S
>!g�:%8& DIG-labeled DNA probe '�:Y!�:	Z>:Z>"J�9
%7��"=  DIG-labeled DNA probe % �"A�>'>��"7�B#'>:A""�7�	=��= 5 "�J� S
$K@ :A""�7�SZ\�J8"J�
��% 5 "�J�  	?�9�A�> DNA probe S%	#i"��	=�9! 
   �:�	�'@ : A�>�@=J=��& DIG High Prime DNA Labeling and Detection Starter 
Kit I Z�� Roche 
 
8. Loading  dye 
  �89�  bromphenol blue 0.25 g S
$ sucrose 4 g  
$
�A""�7� 100 ml  	%\&J�9�@E�FG:( 4 
oC 
 
9. Maleic  acid 
   � !"#�$%�&' � 500  ml 
   Maleic  acid    5.8  g 
   NaCl      4.38  g 
  "�7�%
89"      500  ml 
  #�8&K"%�$J89�B=> pH 7.5 
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10. Neutralization  solution  
   � !"#�$%�&' �  1  
('� 
   1.5 M NaCl    87.66  g 
   0.5 M Tris, pH 7.2    60.57  g 
  "�7�%
89"        1  L 
  #�8&K"%�$J89�B=> pH 7.5 
 
11. NBT/BCIP color solution 
   A�  40 µl Z�� NBT/BCIP stock solution (Z!= No. 5) A" 2 ml Z�� detection buffer  
	'��:A�: J@%Y�8��	:�9�K$A�>S
$	%\&A"J�9:�= 
   �:�	�'@ : A�>�@=J=��& DIG High Prime DNA Labeling and Detection Starter 
Kit I Z�� Roche 
 
12. Phenol : Chloroform : isoamyl (25 : 24 : 1) 
  g�: isoamyl S
$ chloroform  A"�8'��� !" 24: 1 g�:A�>	Z>�%8"=� �
8�K�%"8�"	'(: 
melted phenol A"�8'��� !" 25  g�:A�>	Z>�%8"=� S
>!	'(: 0.1 M Tris HCl pH 8.0  	Z �S��Q A�>
g�:%8"J(��B!> 1 !8" #
 �A�>S%�8�" 	%\&A"Z!=����J�9 4oC 
   
13. Phosphate  buffer  solution (PBS)  pH 8.0 
  � !"#�$%�&' � 1 
('� 
  Na2HPO4     1.44  g 
  Sodium chloride    8  g 
  KCl      0.2  g 
  KH2PO4      0.2  g 
  "�7�%
89"      1  L 
    %��	'��: : �89�� !"#�$%�&J8���:=
$
�A""�7�%
89"#�8&#�(:�'�A�>B=>  1 
('� 
#�8& pH A�>B=> 8.0 "7�B#C �	����X= autoclave  �@E�FG:( 121oC 	!
� 15 "�J�  
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14. Prehybridization  solution   
   
$
� DIG Easy Hyb Granules (Z!= No. 7) =>! sterile double distilled water  64 
ml X=	'(:"�7�% �"Y�f9��"f9�A�> stirring Y"A�>
$
� 5 "�J� J�9�@E�FG:( 37 oC 	:�9�	�(9:
$
�=�A�>	'(:
"�7�� !"J�9	�
�� 
   �:�	�'@ : A�>�@=J=��& DIG High Prime DNA Labeling and Detection Starter 
Kit I Z�� Roche 
 
15. 10% SDS 

 �89� SDS  10  g  
$
�A""�7�%
89"J�9#��LK�%	���� 100  ml    �@ "	
\%">�	?�9�A�>
$
� 
=�Zf�"  "7�B#C �	����X= autoclave  �@E�FG:( 121oC 	!
� 15 "�J� 	%\&J�9�@E�FG:(�>�� 
 
16. 3M Sodium acetate 
   
$
� Sodium acetate trihydrous 408.1 g  =>!"�7�%
89" 800 ml #�8& pH A�>B=> 5.2 
=>! glacial acetic K�%"8�"#�8&#�(:�'�	#i" 1 
('� "7�B#C �	����X= autoclave �@E�FG:( 121oC 
	!
� 15 "�J� 
 
17. 10x SSC 
  � !"#�$%�&' � 1 
('� 
  3 M NaCL    87.5  g 
  0.3 M Na-citrate dihydrate   44.1  g 
  "�7�%
89"        1  L 
  #�8&K"%�$J89�B=> pH 7.4 
 
18. ���
$
�&8P	P��w�7���8& electrophoresis (Tris borate buffer 10x TBE) 
   �89� Tris base 108 g S
$ boric acid 55 g  
$
�=>!"�7�%
89" 800 ml  '>:?�
$
� 
� �A�>	=��= 	'(: 0.5 M EDTA pH 8.0  K7�"!"  40 ml S
$#�8&#�(:�'�A�>B=> 1 
('� =>!"�7�%
89" 
	:�9�"7�B#A�>A�>	K��K��A"�$=8&Y!�:	Z>:Z>" 1:10 (TBE) S
$ 1:20 (0.5x TBE) 
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19. Tris EDTA (TE) 
   g�:���
$
� 10 mM  Tris-HCl S
$���
$
�  1 mM EDTA X=%��
$
� 
Tris-HCl K7�"!" 1.211 g A""�7�%
89" S
$	'(:���
$
� 0.5 M EDTA  1 ml  #�8& pH 	#i" 8.0  
K�%"8�"#�8&#�(:�'�A�>B=> 1 
('�   "7�B#C �	����X=  autoclave  �@E�FG:( 121oC 	!
� 15 "�J� 
 
20. Washing  solution 
  � !"#�$%�&' � 500 ml 
  Maleic acid    5.8  g 
  NaCl      4.38  g 
  Tween-20     1.5  ml 
  "�7�%
89"      500  ml 
  #�8&K"%�$J89�B=> pH 7.4 
   �:�	�'@ : 	'(: Tween-20 �
8� autoclave S
>! 
  
   ��������������� 
21. 	�"Bt:w  RNase (10 mg/ml) 
   �89�	�"Bt:w RNase  100 mg 
$
�A"���
$
�J�9:�  10 mM  Tris-HCl  pH 7.5 S
$ 
15 mM sodium chloride  #�(:�'� 10  ml '>:A""�7�	=��=  15 "�J� #
 �A�>	\"J�9�@E�FG:(�>�� S& �
A� �
�= microcentrifuge tube 	%\&J�9�@E�FG:( -20oC 
 

 

 

 
 




