


fashion. Two scrapings were collected from the cervix.
Sample from the first scraping was spread on a glass
slide and was fixed immediately in ethyl alcohol. This
sample was used to study pathological status of the cer-
vix by Pap Smear Test. Sample from the second scrap-
ing was suspended in PBS. Both the samples (PBL and
CEC in PBS) were brought to the laboratory under cold
conditions, and were processed within an hour of sam-
pling. These samples were used to study DNA damage
by the cometassay after checking their viak  ty by Trypan

Blue Test.

Figl. a

technique are as follows : (1) Nucleated cells (i this case
peripheral blood containing leucocytes and cervical epr-
thelial cells) arc embedded in agarose gelon fully [rosted
slides. (2) The slides are left overnight mn a lvsing solu
tion, containing detergents and high salt concentrations,
to lyse the cell walls and nuclear membranes. (3) The
slides are arranged in an electrophores is box and cov
ered with an alkaline solution which denatures the DNA.
(4) Electrophoresis is performed m the same solution
Single strand breaks, if any. in the DNA produce frag-

ments of varying length in the genome. DNA being nega

1l Showing comet - tail

b. Cell without a tail

b. Pap Smecar Test :

The use of Papancicolaou stain resulted in well stained
nuclear chromatin and differential cytoplasmic counter-
staining. Based on the eytomorphological classification
after Koss (1979), the subjects were divided into 4 cat-
cgories: (1Y Normal, (2) with muld dysplasia (MD), (3)
with severe dysplasia (SD) and (+h) with carcinoma of

the cervix.

c. Trypan Blue Test :

The trypan blue test was performed on peripheral blood
leucoceytes and cervical epithelial cells, each suspended
in PBS. to determine the pereentage of viable cells for

every individual.

d. Comet Assay:
The comet assay was carried out after the method de-

seribed by Singh et al (1988). Salient features ol the
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tively charged, these fragments migrate toward anode
during electrophoresis. (5) The slides are stained with o
fluorescent dye, ethidiuim bromide, and examined under a
fluorescent microscope. A normal cell having no DNA
damage appears as a halo, whereas w cell having DNA
damage appears as a comet (Fig. 1) That i1s why. this
method ts down as Comet Assay. (6) Tail-length of
comet is measured with the help of an occular microme-
ter. This measurement gives an estimate of DNA dam

age in a cell.

Comet-tail-length was measured in S50 cells per subject.
and its mean calcutated. Means and variances were cal
culated for cach of the 4 groups of subjects. Sinee the
variances were highly heterogencous. non-parametric
Mann-Whitney-U Test was performed o evaluate the
differences between groups. All comparisons were niude

at 5% level of significance.
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