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1. Modified Johnson’s medium (J/I) for Dunaliellla spp.

(Borowitzka, 1988)

to 980 ml of distilled water add

NaCl as needed to obtain required salinity
MgCI26HD 15 g
MgS04.7H2) 05 g
KCL 02 g
CaCl22HY 02 g
knod 10 g
NaHCO] 0043 g
khéhpod 0038 g
Fe-solution 10 ml
Trace-element solution 0 ml
Fe-solution (for 1 liter)
NaZDTA 189 mg
FeCI36HZ) 24 mg
autoclave to dissolve
Trace-element Solution (for 1 liter)

hdo3 610 mg
(NH4)6Mom 244H2) 380 mg
CuScd4HD 6 mg
CoCL2.6HX) 51 mg
InCI2 41  mg
MnCI24H2) 41  mg

adjust pH to 7.5 with HCL
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1

2 Specific growth rate and Division time

(calculated by the following equations (Schoen, 1988))

Specific growth rate (/1) - In(X2- X))
2-t,

xj ana X1are the number of cells at time 2 (2) and time 1 (t) in day .
Division time, is the time required for cell division (in days) and can be
calculated from the growth rate

Division time = 0.6931
Specific growth rate
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3. Total Carotenoid assay (Borowitzka, 1991)

(suitable for Dunaliella salina)

1 Fiiter 10 - 20 ml of culture volume through a glass fibre filter

2. Cut the dry filter into small pieces and add 10 ml 90% (v/v) cold acetone containing a little
MgC03

3. Store filter in 90% acetone in the dark and on ice untill assayed

4. Grind filter and then Transfer to graduated glass centrifuge tube and centrifuge at 3000 -
5000 rpm for 2-3 min

5. Measure volume of supernatant and measure absorbance at 452 nm

6. Calculate the total carotenoid content (in ug.ml culture volumn) by using the following
equation

Total Carotenoids=ABS&2x 3.86 «  Total Vol of extract(ml)

Total Vol of Culture Sample (ml)



4. Ash free dry weight (AFDW) determination.

Pretreatment

1. Precombust Whatman GF/C Filters at 100°C for 1h.
2. Store filters in vacuum desiccator over KMn04 crystals until use.

Dry weight Dertermination

1. Carefully weigh precombusted filters to 4 decimal places.

2. Place filters  Filter unit and filter culture until filter appears completely dry.

3. Wash filter with 10 ml of isotonic ammunium formate solution (0.65 M for marine
P,

4. Remove Filter from filter unit and dry at 100 °c for 1h and then place in vacuum
desiccator over KMn04 over night,

5. Weigh dried Filter containing algae to 4 decimal places.

Dry weight = (Weight of filter plus algae)-(weight of filter)

Ash-free day weight (organic day weight) determination

1. take filters from above dry weight determination and ash at 450°c for 5 h.
2. Cool filters in a vacuum desiccator over KMno4

3. Rapidly and carefully weight Flitter.

Ash-free dry weight = Dry weight - Weight after ashing.
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