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8 MATE 5»] AL
A.  Bresding of Chrysemyis rufifesies :

Yarious species of blowfliss havs long

baen favourite forme for a wide variety ef sxperimental

preblems, Methods of culturs, hewsver, havs not besn

satisfactory, and while much remains te ba dens in

this fisld, to maks the tsgchniqus of blewfly culture
more precies., Conditiona of t-gpar-tur- and humidity,

eviposition media, and lasval foads all require
sddtional invsstigation. A rathear detailed study of

this sort has bhean made on some spscies but there is

no work en Indian blowfly Chrygomyig rufifasies .

The Chrysomyia rufifecies male and ovipesit,
and larvas mature succsssfully, at tempsratures
betwesn 23" to 30%:. At tamperatures much below er
above thess limits ovipoeition is greatly raduced
or completsly inhibited. In our laboretery we have
successfully maintained a culturs of thess blowfliss
last five %0 six ysars. The method of rsaring the
blowflias as describsd by Munich (1959) with some
modifications was followsd. The adults wers housed
in a soresn wirs cage and fed crystalline sucrese
and water., Shesp meat was placsd in the cage te
stimulate agg production. The sggs hatchad within

fer

20 hrse after laying, such early smbryenic dsvelopmantal



etagss at 0, 5, 10, 15, 20 hrs. wers taksn, The
larval growth was measursd frem the mesan time of
hatehing (+ 1.0 hr.) to the prepupal stags. The
larval stagss lasted for 4 days:. The etage at
puparium formation is called thes pharate pupa
(Prepupa). The prepupation and pupation (Pharats
adult development) lasted for one and four days
respectively, in sach cass of larval growth stage
and prepupation and pharate adult devslopment the

studies wers carried out at an interval of 24 hr,

For ths study of Free Amino Acida following

stages wsre selected.

1. Embryonic development

1) E; ¢t Eges just laid,

2) £, 3 Eggs 5 hr. development.
3) E, 3 Eggs 10 hr. development.
4) Ey ¢ Eggs 15 hr. developmsnt.
s) E4 3 Egps 20 hr. devalopment.

11, Larva) grewth stages
1) Ly t 18t day larvas.
2) L, % 2nd day larvae.
3) Ly 8 3rd day larvae.
4) Ly 3 4th day larvas.
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111. Exspupas
1) PP 1 Prepupas (Pharats pupa)

IV. Eypation |
1) P, $ 1st day Pharate adult development.

2) Py ¢ 2nd day Pharats adult develspment,
3) Py 8 3vd day Pharats adult development.
4) P, t 4th day Pharats adult Jdevelopment.

V. Aduit
1) A 3 Freshly emerged adults.

Vi. Empty puparis
Puparium membranes which are left bshind after
ths emergance of adulta.

8) ol of fa

Fat bodies from varicus 1ife stages of Chrysomyis
were ifsolated under ice~cold Ringer's solution
similar to that ussd by stevenson and Wyatt (1962)
adjusted to pH 6.5-7,.0 with NaBH,

c) ¢ £ h

The anterior end of the larva was priaked
with a fine pin and the hasmolymph rsleassd was
collectsd in an fce~cold tube, By this method
snough quantity of hasmolymph was colleoted and
centrifugsd to remove the hasmogytss. To prsvant
soagulation, prior chilling of the larvae and
glasswars and rapid dilution into saline was
gensrally sffective. The action of polyphenol

oxidass, Which causss darkening and eventual formstion
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ef melanic precipitation was inhibited by addition

a? a few corystals of phenylthioursa.

D. Chemigals

All solvents’y wers reagent grade and wers sbtained
from E, Merck & Co., Rahway; U.S.A. and B.D.H. England,
unless otherwise indicated. They included n-Butanol, M
Mesthanol, acetic acid, phensl, ninhydrin.

Rafersnce amino acida

The folxowidg main rofcicnc- amino acids wers usedj}
g=Alanine,pAnins-n=butyric acid, Arginine, Aspargine,
Aspartic acid, Glutamic asid, Glutamins, Glycine, Histidine,
Proline, Hydroxy proline, Leucine, lsoleucine, Lysins,
Methionine, Phenyl alanine, Serine, Threoine, Tyresins,

Tryptophan, Valine were chbtained from B8.D.H.England.

I1. METHODS

Exty L matograph sspar on antif on,
and quantitative analysis of fres amino acids.

One obvious rsason that paper chromatcgraphy has been
most widely used for the study of insact aminoc aclds is
to its high ssnsitivity, Owing to ths small sizs of most
insscts, the avatlable material is limited, especially
when the analysis of individual tissuss or organs is
required. Sensitivity of ninhydrin reaction for detsction
of amino acids on paper is considerably high and the results
of reasonable acouracy can bs obtained with quantitiss of

amino acids as little as 0.035 mg.
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Undar normal conditions the experimental procedure
is simple. The AP-Valuss of virtuslly all known amine
agcids and darivatives are available and may serve as a
guide to the oheice of the chromatasgraphic system. It
is, howsver, not always possible to pradict on the basis
of thess data of which system is most suitable of the
analysis of ths sample in question., This is espacially
the case for insects which show the largest qualitative
and quantitative diversities amino agids and rslated

compounds.

The aggs, larvas, pharate pupas and stages of pharats
adult development and frashly emerged adults, and puparia
were igsolated and after thorough clsaning wers homegenized
in pre-goocled 80X methanol, the homogenstes ware centrifused
nt‘ﬂ'e for 10-19 -in; at Ca 6000g, Ths supernatant
fractions wers carsfully pipetted out, the residuss
washed with another volume of 80X methanol and again
osntrifussd., Thsse pooled mathanolic extracts wers

preserved at-:ﬂ‘C.

In ths pressat work ths teschniqua aof herizontak’
un& degending paper chrematography was ussd for ssparation
of fres amino acids and their gquantative determination,
Mathanolic samples preparsd from the various smbryonic
developmental stages, larval growth stagss, pharate
pupas and pharate adult developmental stages as wsll as

a freshly smerged adults and empty puparia wers transfered
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to a Whatman No.1 filterpaper. In order to visualize
comparative pattern of free aminc acide of various
14fs stages of Chrysomyia a¥l the samplea were placed
simul tanscusly on ths same shest, The paper was run
in neButancl: Agetic asid: Water (80320:120), until
tha moving phass resached ths and of the paper. After
drying in air, the chromotogram was dipped into 0.5%
nirhydrein in absolute acstons and kept at 60°C for 30
min, to devalop the ninhydrin color. Following this,
the paper was cut into strips and the color intoaaity
of the individual spots measursd on Spesctronix-20.

The total concantration was also determined by eluting

the ninhydrin-pnnitiv- components on sach atrip in an
acidic sopper nitrats solution, and thas sxtinction

value of the cepper complex was sstimated by a spesctronix-
20 at 3510 Mm. Substances which ogsur in the sams spot

on the one dimsntional chromotogram as well as on
horizontal chromstogram were checked by two dimentional
shromategraphy using 70X n-propanol (ascending) and

water saturated phensl (dscending) as ths first and second
solvent respectively. Presence of sarine phaabhatido and
ethanclamine phosphatide was confirmed by thin layer
chromatography using silica get G as s abserbant. The
thin laysr chromatography was carrisd out in tha manner

previously described (Mankapurs and Sswant, 1980).
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