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Abstract

Background: Recurrent abortion (R A) is repeated termination of pre gnancy by elimination of products
of conception and embryo with immunologic causes. Natural killer (NK) cells may responsible for
immune-modulation in maternal decidua and the trophoblast. Herpes simplex virus 2(HSV-2) is the major
sexual transmitted viruses cause of recurrent abortion.

Objective: Investigate the association between CD 56 and theti risk of recurrent abortion among Iraqi
women patients.

Materials and Methods: Polymerase chain reaction was performed to detect HSV2 and evaluation of
serumCD56 concentration by ELISA kit for all specimen (one hundred-fifty) from healthy and aborted
woman

Results: Significant variation detected in distribution frequencies of serum CD56 concentration between
case and healthy groups.

Conclusion: As results of current study, CD56 may be considered as a protected factor from recurrent

abortion among Iragi women.
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1. introduction

Modern trends in clinical medicine are determined by
progression of infectious diseases where pregnancy can
induces immunologic alterations which play a key role in
susceptibility to danger of intrauterine viral infections with
HSV-2 of pregnant women that may lead to recurrent
abortion [1].

The primary infection by HSV-2 of woman with pregnancy
may be associated with abortion and reactivation through
immuno-depression with progesterone that lead to
repeated HSV2 infections in the genital tract and cause
recurrent abortion [2].

The CD56 is a homophilic binding glycoprotein that has
role in cellular interaction between natural killer cells,
CD4+ and CD8+ T lymphocytes as well as on dendritic cells
[3].

In normal pregnancy CD56+ dNK cells increase the
expression of IFNy and mRNAs trophoblast cells and
unbalanced activation of decidual NK might cause
impairment of interaction between decidual NK and
trophoblast cells during recurrent abortion [4].

NK cell CD56 could be used as a special predictive
biomarker of RA [5].

2. Subjects and Methods

Polymerase chain reaction was performed to detect HSV2
and evaluation of serumCD56 concentration by ELISA kit
for all specimen (one hundred-fifty) from healthy and
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aborted woman from hospitals of Middle Euphrates -Iraqg.
The collection of sample from February 2020 to Sep-
tember 2021.

Herpes simplex virus -2 detection by PCR

By using Patho Gene-spinTM DNA Extraction Kit (Intron /Korea);
genome was purifying and migrated using gel (agarose) from
the endometrium; swab from cervix;fetal fluid for amplify the
Herpes virus DNA.

Program of PCR: Denaturation 95°C- 3 mi; Denaturation
95°C - 30 sec;Annealing 58.3 °C -30 sec; Extension 72°C -
20 sec; Final extension 72 °C for 5 min: for 35 cycles
HSV2-gpG migrating on agarose gel at (75V) for 1h and
visualized by special dye; gel was photographed with
(Cleaver- Scientific - UK).

Evaluation of CD56 Concentration in Blood Serum of Patients and AHC

The concentration of CD56 in the serum of female patients with recurrent abortion were evaluated
by enzyme linked immunoserbent assay (ELISA)with Human CD36 ELISA kit afte
reagents, standard solutions and samples according to the guideline information. all L
keeping at room temperature before usage because the assay was performed at same temperature.

T'he number of the strips were determined then inserted in the frame. The unused strips should be
stored at 2-8°C. 3. Add Fifty pl standard to standard well. And 40pl sample to sample wells and
then add 10yl anti-TL-10 antibody to sample wells, then add 50ul streptavidin-HRP to sample wells
and standard wells .Mix well. Cover the plate with a sealer. Incubate 60 minutes at 37°C. Remove
the sealer and wash the plate 5 times with wash buffer. Soak wells with at least 0.35 ml wash buffer
for 30 seconds to 1 minute for each wash. For automated washing, aspirate or decant each well
and wash 5 times with wash buffer. Blot the plate onto paper towels or other absorbent material.
Add 50pl substrate solution A to each well and then add 50pl substrate solution B to each well.
Incubate plate covered with a new sealer for 10 minutes at 37°C in the dark. Add 50ul Stop
Solution to cach well, the blue color will change into yellow immediately. Then determine the
optical density (OD value) of each well immediately using a microplate reader set to 450 nm within
10 minutes after adding the stop solution.

Statistical analyses were performed using GraphPad Prism version 3.06. Standard deviations are
plotted as error bars for the data points on all figures Two way ANOVA, One-way ANOVA, and
Chi square (X2 ) were done to establish relationships of expression immunological variable levels
according to the ELISA test results between women with and without clinical abortion. The
correlation matrix between the selected variable and HSV2 infection in current study was
estimated by using Spearman’s correlation coefficient analysis. Correlation coefficients were
considered significant at P values less than 0.05 by using using GraphPad Prism version 3.06.
Asterisk (*) indicates that the differences was statistically significant

when compared with control group with patient groups. Chi square test (X2 jwas used to compare
the selected groups *# p *++ p<0.001
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RESULTS:
Detection of HHV-2 -DNA By PCR:

The P C R for the 40 samples with HSV—2 .the (45 %) of the samples with herpes simplex virus
-2 infection while 55% as not infected , (T able | ; Figures 1) .

Table-1 Percentage of HHV-2 Positive Signals in Women Patients with RPL by Using PCR

Technique.
Chi-Square
Total Viral genome Ne. Y
(P-value)
Positive 18 45 P=0.02
Negative 2 55 sign.
S Total 20 100 (P=0.03)

M1 234 5 6 7 89 1011 12 13 14 15161718

Figure 1: Detection of HSV-2 by PCR.

Evaluation of Serum CD56 concentration By
ELISA among Study Population:

Table (2) was showed the concentration of serum CD56
were detected by ELISA technique. The mean of serum
CD56 concentration in aborted women and apparently
healthy control were 15.78 +7.02 pg/ml and 10.74+ 4.5
pg./ml, respectively.Significant difference (p=.03) was
found by comparing the mean of serum CD56
concentration among AHC and women with RA groups

Table 2: Results of serum CD356 concentration by ELISA for AHC and women patients
with RA

AHC
Women with
(Normal pregnancy)

Immune Variables RPL: (pg/ml)
(pg/ml)

CD56 10.74+ 4.5 15.78 £7.02

P value P<0.05

Spearman's rho statistical testing to evaluate studied molecular markers in relation with
HSV2 infections in women with clinical abortion
There is a strong positive relationship (with highly significant correlation) between 115SV-2 and
CD36 {r=0.422, P=0.007 (p <0.01)}
Table 3 : Spearman's rho statistical testing to evaluate studied molecular markers in

relation with HSV-2 infections in women with clinical abortion

o
Spearman's rho >
w
=]
r 4227
CD56
P-value 007

**Correlation is highly significant (P<0.01).

3. Discussion

Among samples taken from endometrium; fetal fluids and
Blood specimens of spontaneous aborted female patients
were found to have 45 % (18 out of 40 cases) with HSV-2,
while 55% (22 out of 40 cases) as negative of control
healthy group.

The present results are consistent with those reported

world-wide where as in India with high percentage 30.1%
of HSV2 infection in woman with repeated pregnancy loss
[6]

In other recent studies in Iraq: Babylon done by Borhani
et al. [7] which revealed that the high rate 37.1% of HSV2
infection in aborted woman.

Moreover

our results were higher in comparison to study has
showed a percentage of 2.6% [8].

In other recent survaey in Iraq: Baghdad done by which
found that the percentage of HSV percentage (18.9 %) in
repeated pregnancy loss woman, as well as in Irag Al-Kufa
the HSV-2 rate only15 % in aborted woman patients [ 10].
Our finding are inconsistent with those reported world-
wide where as in Iran study showed DNA only in 2-.8% by
PCR technique of Abortions. This could no significant
variation among case and control groups [ 7].

Moreover, previous survey with HSV-2 in (decidua)
samples with percentage (9.0%) and only (3.5%) on the
fetal side were positive for HSV-2. [11].

4. Conclusions

Herpes simplex virus -2 was detected from

In woman with recurrent pregnancy loss and pregnant
women (HSV—2) in noticeable level. The presence HSV--
2 in women suffering repeated abortion was higher than
woman with pregnant, this indicate of this infectious virus
as cause recurrent abortion.
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