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It is an established fact that the phytoplankton

~ forms the primdry ot hasic faod:of almost all the larval

' orgariisms of molluscs and fishes. _In tho natural environment,
' the larvae feeds on the phytoplankton available in the

. environment. In.a hetcheryq we have to isolate these orga-

, nisms after identification and test them whether the feed is -
 acceptable to the rearing larvae. Moreover, these organisms

; should have high protein content and they have to be
maintained in good. condition as stock cultures using various
culture media and then supplied to the hatchery in required
quantities.

CULTIVABLE SPECIES”

_ Realising the importance of diatoms (Skeletonema
costatum and ggaetoceros SPP.) as the essential food of the
prawn, larvae and phytoflagelletes as.the food of the bivalve

of stock culture end masg culture is imperative in the
hatchery system throughout the world. The bilvalve larvae
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can in”cs* nouhing larger than 10 microne and appear to rely
for food on nannoplankton’ flagellates helonging to the algal
'c1asses“Hapfbphyceae and .Chrysophyceae. Isochrysis galbana,
a member of Haptophyceae. has proved to be the ideal |

© flagellate-food for the rearing operations of both pearl _
and edible oyster larvae. Apart from the different ‘strains
of Isochrysis, speciles. of Pavlovg. Dicrateria and Chromulina
were also found to he ideal food to the bivalve larvae
during rearing operations. Ty

Isom'rION

Isolation of .the required organisms can he done hy
the following methods :

1. Pipette method: Large .organisms can be pipetted out
using a micro-pipette and transferred to culture tubes
. having suitable culture media.

2. Centrifugd 'or washing methods . By repeated centrifuging
- of the .sanmple and by inoculating the deposit. we may get
different organisms.. - '

3. By exploiting_the phototactic moyements: By this method,
) \ﬂmost ‘of” the phytoflagellates can’ hé -isolated. The water
Sample in & heaker is kept inside a dark chamher having
oa hole at one corner. A candle is" placed near the hole.

" since the flagellates have ' tendency to move towards
ilight. théy will come to the gurfade near to the candle.
By pipetting, we can separate these organisms and by
tube culture method. theyﬂgan:be,;aised to a pure culture.

4. By u gg agar or agpr plating methods For preparing the
"agar medium. 1.5 gm of agur is added to 1 litre of
:suitablc medium or even hhtura} seawater. This agar

'a_lut*4“ lu ,teri 1zed in an autow-elave for 1% minutes

o Unﬁ»f ﬁo) *hs presaure and 120°c temperature.” This’

T
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- medium is poured in sterilized petri-dishes and keep for
24 hours.- ‘

The required species to he isolated, can he picked
up by a platinum needle or platinum.loop,. under microscope
and gtreaked on the syrface of agar plate. After inoculation,
these petri-dishes are placed in an incuhation chamber for
7-8 days providing constant light ( 1 k lux) and temperature
(25°C), Within this period if the required species, has
‘grown into a colony, .it is xemoved by a platinum loop and
'transfe:red to culture tubes. Further, from the culture -
‘tubes to small culture flasks and larger conical flaSks. the
algae can he cultured on a mass scale.

‘5. Dilution culture method: For the isolation of required

' specles of phytoflagellates, the serial dilution culture
technique is employed. . In this method, mainly S
Ailution steps (the 1nocu1a corresponding to 1, 10
1072, 1072 & 10™%) or 4 stepe 1, 107}, /1072 & 10™%) are
required for the isolation of the flagellates

(Soul‘.'nia. 1971) .

After filtering the seawater through 10 microne
seilve, the flltrate is inoculated to 4 series of culture
tubes in various concentrations and kept under constant
light ( 1 k lux) and temperature conditions (25° c). |
After 15 days, one can ohserve some discolouration af the
culture tubes. On examination, the growth of a unialgal
species could be noted in these tubes., Further puri=
fication of these organisms can he done by sub~culturing

 the same in 250 ml, 500 ml and 1 litre conical flasksa.
Finally if the culture is fully purified, it is trans-~
ferred into 3 litre or 4'litre Haufkin culture flasks as
stock culture.
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CULTURE MEDIUM

For the successful culturing of micro-algae various
chemical solutions have been recognised depending on the
_organisms, class and genera.' Although all micro—algae are
photo-autotrophic and cdn grow in purely 1norganic media,
many require organic compounds, the requirements ‘of ‘which
may he either ahsoluté or stimulatory. Usually, for
dhitufihg'ﬁhe:miéro~algae; Sehreiber's medium or Miquel's
medium were used in earlier days. However, ‘for -culturing
the f£lagellates, Conway or Walne's medfum is used for the
maintenance of stock culture as well as for mass culture,
Since this culture medium cdntains the chemicals, trace
metals and vitamins (Bl. B ) required for the micro-algae,
the flagellates are being cultured by using this media alone-
(Gopinathan. 1982).

TDENTIFICATION

For maintaining the nannoplankters and flagellates
as stock culture, first of all.these organisms have to be
identified and isolated. By noting the cell structure,
shape of the cell, nature of cell walls, numher of flagellae
and movement of the. organisms, the favourahle ones can be
identified. ' Must of the Haptophycean and Chrysophycean
flagellatas ‘are having ‘golden 'yellow colour, measuring less
than 10 micronés, round or oval shaped, with 1=3 flageéllae
and having wavy or rotatory movements. Sildicified cell walls
are the characteristic feature of diatoms while ‘the flage-
llates are having cellulose cell walls. Further. a pre—
liminqry'trial by feeding in a 10 litre Peaker should be
conducted to test whether the iqo]ated organisms are accept-
ahle to the rearing larvae.'
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~ STOCK CULTURE MAINTENANCE

Stock cultures of all the micro-algae are maintained

- 1n a special'rodm’having uniform temperature.and light

. conditions. The cultures are kept in:3 or 4 litre Haufkin
culture flasks, .The autoclaved or heated scawater after
:cooling is poured to the culture flasks and required nutrients:
~are added., Walné's medium enriched with vitamins is the '

| 1deal one suitable to maintain the stock of all the
§flagellates. About 10 ml of the inoculum in the growling

' phase of the culture is transferred to the culture flask and

- placed in front of two tube lights. For-ahout 5-6 days,
these flasks were kept exposed to two tube lights and when the
- maximum exponential phase has reached, only one tube light

- is needed for further growth., The time required to reach

- the maximum cell density will vary depending on the species.
jHowever, it was noticed that all the Haptophycean flagellates
-required 2 weeks for the ¢ompletion of growth phase hefore
-entering into the stationary phase., In the stationary phase,
-the flagellates can he kept for a period of 2 months in the
‘stock culture rcom under controlled condition of light and
?temperatu;e._with:or without aeration. A maximum of

.5 Haufkin culture flasks required for keeping the stock
culture of selected species. Periodical check-up is
‘necessary to verify that the culture has not bheen contaminated,
At least once in a month, all the species should be re-
cultured to ensure viabllity and for better survival.
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