144 v oaadl/ 1 addl /7 dedadiddl g & uall 2 oladl/ Lb deals Al

A New Simplified Stain Extracted From The Petals
of Kujarat Tea Flowers ( Hibiscus Subdariffa )

Suad Z. Jawadat

Summary

In the present study a new stain
has teen extracted for the first time
from the potals of Kujarat tea flow-
ers. Both watery and alcoholic ax-
tracts were prepared and examined
for their ability to stain different hu-
man parasitic protozoa and helmi-
nths ova ( in preserved and freshly
passed stool samples ).

The results of staining with Ku-
jarat stain proved o be highly effi-
cient when compared with routing
stains { such as iodine and tri-
chrome). In addition to that no dif-
ferences were observed between the
watery and alcoholic extracts, so the
present work recommended the use
of watery solution of stain { in saline
) at the concentration of { 8% wt./
vol, ) for both routine and teaching
purposes. The dried petals can be
easily obtained from the lecal mar-
kets with a cheep price and then the
stain can be easily prepared at any
tirne.

Introduction

It is well known that different
chemical stains are commonly used
for the routine work { such as io-
dine, lishman's stain and others ) to
diagnose the parasitic protozoa and

Khalida R. Al-Sarraj
Technical Institute Al-Mansoor Council of Technical Institutes

249

ova present in fecal smears ( both in
preserved and freshly passed stool
samples ) and also these which find
in the blood (1-2)

According to Belding (3), stains
which give clear results are the com-
plicated and time consuming once,
such as rapid iron hematexylin
method and others. Also the stander-
ization of the stains is an important
step as mentionsd by Bahar at. al.,
and Winkind (4-3), it should be tak-
en in consideration after testing pro-
cedure of a given stain. Recently Ali
and A. Janabi (6) discovered a new
natural stain, it extracted from the
roots of the Wiled plant Fuwa
(Rubia).

In the present study we hawve
discoverd another new natural stain,
it extracted from the petals of Kuja-
rat tea flowers, the plant belongs to
the Malvaceae family, species Hibis-
cus subdariffa . The plant grows in
the middle and south of Irag and in
other tropical countries .

The purpose of this work is to
find an alternative stain and test its
efficient up-take by protozoan para-
sites or helminths ova present in the
samples .
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Material And Methods

Preparation of the stain = Dif-
ferent concentrations of the Kujarat
stain was prepared (starting from
4% up to 10% wtivol) by boiling
the dried petals directly in saline and
alcahiol for 5 mins. then the staining
solution of each concentration was
taken, boiled for another 10 mins.,
cooled and filtered. A few crystals
of thymol was added to preserve the
stain and to prevent contamination.
The staining solution was used im-
mediately (but improves when al-
lowed to stand for 2-4 days at room
ternpreture, to encourage ripening)
(77,

Staining of the samples

Both freshly passed and pre-
served samples were examind by
placing a small drop of stool sample
on a clean slide then two drops of
stain was added, mixed by a wooden
sticks, coversliped and examined un-
der the high power of the light mi-
Croscope.

The results of the stain uptake
by the parastic protozoa and ova
were compared with the iodine
stain.

Properties of the staining solu-
tion

The staining solutions for both
watery and alcoholic extracts were
dark red-dark wiolet in colour, and
acidic in nature. The stain was stable
at room tiempreture for one-two
weeks and many months at 4C°.
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Results

In the present work, the de-
talled results of staining for pro-
tazon parasites and helminths ova
are shown in tables |2 and 3.
Both exiracts (with the concentra-
tion of 8% wt.!vol,, in saline) gave
same results. The stain was pro-
vide to be highly efficient to stain
different structures of the organi-
Sms.

Discussion :

The overall results of this
study indicate that the waterv and
alcoholic extracts of Kujarat stain
gave typical results in staining dif-
ferent structures of trophozoite,
cysts and ova present in testing
samples, which means that extract
is capable easily to penetrate inside
the organisms and colouring the
tnternal structures without causing
any damage. Qur results were
good and clear as the results ob-
tained by All and Al-Janabi(6) but
in a different colour.

The stain can be easily pre-
pared from the petals of the plant
by bioling the petals directly in sa-
line and in alcohol.

From the results obtained in
this work we can conclud the fol-

lowings:

1- The Kujarat stain can be used as
an alternative stain for parasit-
ic protozoan and helminths ova
for routine and teaching pur-
poses because of it is highly ef-
ficient stain and economic.

2- The new present stain can be
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constderad as a natural one step -

rapid stain.

3- There 13 no significant differences
between the watery and alcoholic
exracts of the stain.

4- The best concentration of the stain
1s 8% (wtivol) in saline. The
work is now in progress to use
this stain for otherpurposes.
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Table | : Parasitic protozoa both in preserved and freshly passed samples

(amoeba) .
Structures lodine stain Kujarat stain
(tested stain)
E histolrvg'ca trophozoit
Selmrl 1 ? hﬁck yﬁllcw i;le}x; reg:i]k "
asm e yellow ight pinkis
I\gﬁepus grown §1kisph
Karyosome brown right pink
Food vacules brith green pinkish
E hsim%m' cq cyist
Cyst wal e yalowish gresn clear red
%ﬁoplasme llow light binkish
ucleus dark trown gmkish
Karyosorra brown right dark pink
Chromatodal baars mahogory pale pink
Glycogen mass dark browm
E. trophozoite pale pink
Cytoplasme gals vellow pinkish
ucleus rown pinkish
Chromatedal baars brown ,
Food vacules yellowish
E. coli syst clear red
Cyst wall yellow light pinkish
grv‘coplasme ale yellow inkish
ucleus rown ;iht
Karyosoms dark brown pi
Chromatodal bodies dark brown
Endolimax nana cysts clear dark red
Cyst wall F_ale een light pinkish
Cytoplasme ight brown inkish
MNucleus brown right dark
Karyosome dark brown pink
Idomoeba butschlii cyst
Cyst wall fqale 8an clear dark red
Cytoplasme ight brown light pinkish
MNucleus brown inkish
Karyosome dark brown right dark pink
dark brown pale pink
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Table 2 : Parasitic flagellates

Giardia lamblia
Trophozott and cyst
wall dark brown cler rad
Cytoplasm pale yellow light pinkish
Nucleus brown bright pink
Karyosome dark brown bright dark pink
Axostyle black light binkish
Parbasal bodies brown light binkish

Chilomastix mesnili cyst

Cell wall faint green clear red
Cytoplasme - pale green pale pinkish
Nucleus | bright green « bright pink

Leishmania spp. from

culture clear red
(permenant slides) pale pinkish

Cell wall bright blue pinkish
Cytoplasme

Nucleus
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Table 3 : Parasitic helminth ova in fecal sample

Structures lodine stain Kujarat stain
(tested stain)

Hymenolepis nana
egg shell yellowish trown pinckish red
embryophore pale brown pale pink
polar filaments pinkish pink
H. diminuta
egg shell yellowish trown pinckish red
embryophore pale brown pale pink
polar filarents pinkish pink
Ascaris lumbricoides
Alburninous layer brown pinckish red
embryo pale brown pink
Hook worms
egg shell dark brown clear red
embryo vellowish brown pinkish
Taenia species
straited layer black clear red
embryo hooklets black red

254




1447 1r sasdl/ 1 aldl 7 ikl y & uadl o ylell/ LU deals il

Sl ;‘L‘Z s} augn o daliiees dls g dngny diun

(s el Bl ¢ Rmagodd] Sl

Ll paladl gl Bsiall las¥l i
c @l il (aan/iyy AA) 285 el
sadiol Wl Wyl s 1Y
2 lall S (VA) 58 S UL Laldn il
(S g D i (sl hene) Tyl
ol e il @oadll el EY
Uspm ol Blol © ! Ll s
L) ol ey b Jsasd Jgaaall

Gy ey Gladl Glaadl e (iba

eall ola U“"‘ Jpeand! U g (___;Jt““‘:’«.‘?

NP JECIMPE WPRN|

255

Lol

B juwinal By ¥y oo W)l Ll Y] o

gt ol Sy bl e dalazs Sajua

ol el

Wle 3 L8 L Ball o] o) il
Wil slheall e 2B e

v ool (B mga oy g Badl
PR qJJuS,H waladall

s U el dl o Gall aas
o ety ohal b s8adl 31 g QJ,;.:';M

o la¥l f.B.q.L-Lu.ﬁ.E:llj LA IV (i
Rgr s (b Ay Gl S il
chaky il Gladt) WAl Gludl e

.
}



