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Appendix 1

Tu rk  Island Salt Solution + m od ified B G 11 medium contained the fo llow in g  

components:

1. Preparation o f  T u rk  Island Salt Solution

Stock Solution A : KC1 33.3 g

M gC l2.6H20  275.0 g

CaCl2.2H20  73.3 g

and made up to 5 litres w ith  d is tilled  water 

Stock Solution B : M g S 0 4.7H20  347.0 g

and then made up to 5 litres w ith  d is tilled  water 

To make T u rk  Island Salt Solution, 500 m l o f  Stock So lu tion A  was added to  

500 m l o f  Stock Solution B. To this m ixtu re  140.8 g o f  NaC l was added and the fina l 

volume was made to  5 litres d itille d  water.

2. Composition o f  mod ified B G ii medium (B G n  medium  + N a N 0 3 so lu tion)

NaNOa (75 g/500 m l) 50 m l

k h 2p o 4 (8 g/200 m l) 5 m l

M g S 0 4.7H20 (15 g/200 m l) 5 m l

CaCl2.2H20 (7.2 g/200 m l) 5 m l

Na2C 0 3 (4 g/200 m l) 5 m l

C itr ic  acid (1.2 g/200 m l) 5 m l

ED TA .N a2 (0.2 g/200 m l) 5 m l

FeS 04 .7H 20 (1.2 g/200 m l) 5 m l

* Trace element A5 Solution + Co 5 m l
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*T race element A5 Solution + Co contained the fo llow in g  component in gram  

per litre  H 3PO 4 : 2.86; Z nS 04.7H20 : 0.2; C uS04.5H20 : 0.08; M nC l2.4H20 : 1.81; 

Na2M ท0 4.2H20 :  0.39; C o (N 0 3)2.6H20 : 0.049

Culture medium  o f  Aphanothece halophytica was prepare by adding all 

solution o f  item  2 at indicated volume to 5 litres o f  Tu rk  Island Salt Solution and the 

pH  was adjusted to  7.6 by s low ly  adding 2 M  NaOH. The medium  was sterilized by 

autoclaving at 15 lb /in2 fo r 15 minutes.
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Appendix 2

Scin tilla tion  f lu id  (1,000 m l) as fo llows:

D isso lve 5.5 g PPO (2,5-diphenyloxazole) and 0.1 g POPOP [1,4-b is  

(5 -phenyloxazo le -2 -y l) benzene] in 1,000 m l o f  a so lu tion composed o f  667 m l 

Toluene and 333 m l T riton  X-100. Make certain that the contents are complete ly  

dissolved before the solution is used. The so lution should be stored in  a b row n bottle  

in  a cool dark place.
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Appendix 3

Preparation o f  polyacrylam ide gel electrophoresis:

1. Stock reagents
30% Acry lam ide , 0.8% bis-acrylam ide, 100 m l

acrylam ide 29.2 g

N ,N ’ -methylene-b is-acrylam ide 0.8 g

Adjusted volume to 100 m l w ith  d is tilled  water.

1 .5 M  T ris -H C l pH  8.8

T ris  (hyd roxym ethy l)- aminomethane 18.2

Adjusted pH  to 8.8 w ith  1 M  H C L  and adjusted vo lum e  

d is tilled  water.

2 M  T ris -H C l pH  8.8

T ris  (hyd roxym ethy l)- am inomethane 24.2

Adjusted pH  to 8.8 w ith  1 M  H C L  and adjusted vo lum e  

d is tilled  water 

0.5 M  T ris -H C l pH  6.8

T ris  (hyd roxym ethy l)- am inomethane 6.1

Adjusted pH  to 8.8 w ith  1 M  H C L  and adjusted vo lum e  

d is tilled  water.

1 M  T ris -H C  pH  6.8

T ris  (hyd roxym ethy l)- am inomethane 12.1

Adjusted pH  to 8.8 w ith  1 M  H C L  and adjusted vo lum e

g

to 100 m l w ith

g

to 100 m l w ith

g

to  100 m l w ith

g

to 100 m l w ith

d is tilled  water.



Solution B (SDS-PAGE)

10% SD S 4 m l

d is tilled  water 21 m l

Solu tion c  (SDS-PAGE)

1 M  T ris -H C l 50 m l

10% SDS 4 m l

2 M Tris-HCl pH 8.8 75 ml

Non-denaturing PAGE
12.0 % Separating gel

30%  acrylam ide so lution 4.17 m l

1.5 M  T ris -H C l pH  8.8 2.50 m l

d is tilled  water 3.33 m l

10% (NH4)2S208 50 p l

TE M E D 5 p l

5.0% stacking gel

30% acrylam ide solution 1.67 m l

0.5 M  T ris -H C l pH  8.8 2.50 m l

d is tilled  water 5.80 m l

10% (N H 4)2S20 8 50 p l

TE M E D 5 p l

Sample bu ffe r

0.5 M  T ris -H C l pH 6 .8 1.0 m l

g lyce ro l 0.8 m l

0.5%  bromophenol blue 0.5 m l
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d is tilled  water 5.8 m l

E lectrophoresis bu ffe r, 1 litre  

(25 m M  Tris , 192 m M  glycine)

T ris  (hydroxymethyl)-am inomethane 3.0 g

G lyc ine 14.4 g

D isso lved in d is tilled  water to 1 litre. Do not adjust pH  w ith  acid or 

base (fina l pH  should be 8.3).

3. SDS-PAGE
12.0% separating gel

30%  acrylam ide solution 4.17 m l

so lu tion B 2.50 m l

d is tilled  water 3.33 m l

10% (NH4)2ร2Og 50 ฟ

T E M E D 5 p i

5.0% stacking gel

30%  acrylam ide solution 1.67 m l

so lu tion c 2.50 ml

d is tilled  water 5.80 ml

10% (NH4)2ร2Og 50 p i

TE M E D 5 p i

Sample bu ffe r

1 M  T ris -H C l pH  6.8 0.6 ml

g lyce ro l 5.0 ml

10% SDS 2.0 m l



2-mercaptoethanol 0.5 m l

1% bromophenol blue 0.5 ml

d is tilled  water 5.8 m l

One part o f  sample bu ffe r was added to fo u r parts o f  sample. The  

m ixtu re  was heated 5 minutes in bo iling  water before loading to  the 

gel.

E lectrophoresis buffer, 1 litre  

(25 m M  Tris, 192 m M  glycine)

T ris  (hydroxymethyl)-am inomethane 3.0 g

G lyc ine 14.4 g

SDS TO g

D isso lved in  d is tilled  water to 1 litre. Do not adjust pH  w ith  acid or 

base (fin a l pH  should be 8.3).



OD
59

5
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Appendix 4

Standard curve o f  B S A  by B radford assay
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