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ABSTRACT

Pregnancy induced hypertension syndrome (PIH) is a high-incidence disease of pregnant women
that can damage the heart, brain, kidney and other organs. PIH reduces uterine and placental blood
perfusion and can severely impair foetal survival. The possibility of risk occurrence increases in a PIH
patient suffering from congestive heart failure. VEGF, a cytokine on the surface of vascular endothelial cells,
macrophages and nurse cells, is involved in vascular formation and reconstruction; VEGF combines with a
specific receptor to increase Vaso permeability. VEGF is significant in the maintenance of vascular integrity
and normal permeability and has a critical regulatory function in pathological physiology associated with
hyperplasia of vascular endothelial cells. To determine the expression of VEGF by immunohistochemistry
in placental biopsies in pregnant mothers with hypertensive disorders of vaired clinical severity and
compare with normal controls. VEGF level in the pregnancy group was significantly higher than in the
normal group, and the difference between these two groups was significant (P < 0.001). In the pregnancy
group, VEGF reached the maximum level at the metaphase stage of pregnancy and started to decrease at
advanced pregnancy. VEGF level in the PIH group was significantly lower than in the pregnancy group at
advanced pregnancy (P < 0.01), and VEGF level significantly and gradually decreased with PIH aggravation
(P < 0.05).The significant decrease of VEGF level after pregnancy was possibly an important factor of PIH
pathogenesis.
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INTRODUCTION

Hypertension in pregnancy predisposes women to cerebral hemorrhage. Anecdotal reports imply
that there may also be an increased risk of myocardial infarctions developing in these women
[1]. Preeclampsia is a severe form of pregnancy-induced hypertension affecting 7% to 10% of all first-time
pregnancies. The maternal syndrome is characterized by an elevated blood pressure, proteinuria, and
edema. Recent studies showed that women with a history of preeclampsia have higher circulating
concentrations of fasting insulin, lipid and coagulation factors postpartum, and that there is a specific defect
in endothelial-dependent vascular function [2]. The cause of preeclampsia remains unknown. However, the
placenta is involved, because preeclampsia can occur in hydatidiform mole when placental tissue alone is
present; the delivery of the placenta is the only known cure for preeclampsia. Insufficient adaptation of the
decidual and intramyometrial portions of the spiral arterioles in preeclampsia results in reduced utero-
placental blood flow, leading to local placental hypoxia [3].

Vascular endothelial growth factor (VEGF) is upregulated by hypoxia and is a potent vascular-
protective and angiogenic factor in the placenta [4]. VEGF mediates its signal via two tyrosine kinase
receptors, VEGF receptor-1 (VEGFR-1/Flt-1) and VEGFR-2 (KDR/Flk-1). VEGFR-1 can also be expressed as
a soluble protein and is generated by alternative splicing of the fms-like tyrosine kinase (fIt-1) gene [5].
Soluble VEGFR-1 (sVEGFR-1/sFlt-1) mRNA is expressed at high levels in the placenta and is produced by
villous and extravillous trophoblasts [6]. VEGF-binding protein in amniotic fluid were higher in women
with preeclampsia compared with those with normal pregnancy, and this protein is increased in
preeclamptic placenta [7]. Soluble VEGFR-1 has strong antagonistic activity as it binds to all isoforms of
VEGF and placenta growth factor (PIGF), and it can also form dominant-negative complexes with
mitogenitically competent full-length VEGFR [8]. More recent studies showed that serum levels of sVEGFR-
1 in women with preeclampsia were elevated [9] VEGF is mainly expressed on the surface of placental
syncytiotrophoblast cells and invasive chorionic trophoblast cells during pregnancy; VEGF is particularly
expressed at the vascular bud site at early pregnancy, during which syncytiotrophoblast cells are
abundant. VEGF has an important function in vascular endothelial damage, and various growth factors have
an important function in disease [10].

MATERIALS AND METHODS

This prospective study was conducted in the year 2017-2017 at institute of obstetrics and
gynaecology and govt. Hospital for women and children, Chennai, Tamil Nadu, India. Pregnant women
with hypertension attending obstetrics and gynaecology department are included for the study. Seventy-
five patients were included in our study with 34 patients in normotensive group and 41 patients in the
hypertensive group.

Inclusion Criteria

BP = 140/90 mm Hg diagnosed first during the present pregnancy (or) BP 2140/90 mm Hg after
20 weeks of gestation on two consecutive measurements 4 hours apart. Proteinuria = 300mg/ 24 hr urine
sample (or) = 1+ on dipstick on random urine sample .

Exclusion Criteria

Pregnant women with complications other than hypertension. Hypertension due to underlying
renal disease. The study was conducted in accordance with the guidelines approved by the institutional
review board of our Institution. The study population was divided into two groups namely normotensive
and hypertensive patients. The hypertensive groups patients were further divided into two groups of mild
(BP 2140/90 mm Hg with proteinuria) and severe (BP = 160/100 mm Hg with proteinuria). The placental
specimens were preserved in 10% neutral buffered formalin solution. Informed consent was obtained in all
patients and clinical data were obtained from the case notes. Specimen for immunohistochemistry was
secured from the insertion point of umbilical cord. Three-to-four-micron sections were taken from each of
the blocks using Leica 2125RTS microtome. The sections were mounted on the H &E labelled slides. The
slides were then stained by Harris haematoxylin and Eosin Staining. Procedure is explained in ANNEXURE
- 1. When the slides were dry, they were stored in a tray according to study numbers. The cases were
evaluated by the principal investigator. This information was recorded on the data sheet. Two-to-four-
micron sections were cut from each of the study blocks and mounted on two Pol y - L- lysine treated slides
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well labelled with lab number and t ype of test. When dried, they were stored serially in a tray and processed
in different batches. One positive and one negative control were included in each batch and were therefore
subjected to the same test conditions as the study cases. Manual immunostaining procedure was performed
after mounting the sections on pol y - L-lysine treated slides. The microscopic estimation was done using
an Olympus microscope under 40 X magnification. Positivity and intensity were evaluated on
syncytiotrophoblast, syncytial knots, fetal endothelial and decidual cells. Intensity of positive results were
graded as Negative : 0,Weak : 1+,Moderate : 2+,Strong : 3+The observations were made by independent
observers who were unaware of the patient clinical details. These are aggregates of multiple nuclei at the
surface of terminal villi. These knots invade the uterine wall to nourish the growing embryo. In histology, it
appears as multinucleated cells. The number of knots were counted in three high power fields and an
average number was tabulated.

Statistical Methods

Continuous variables are represented in mean, median, mode and standard deviation. Categorical
variables are represented in frequencies and percentages. Pie-charts and bar diagrams are used as
appropriate. When a Categorical Variable is associated with a categorical variable, the variables are
represented in both by tables and bar diagrams. For test of significance, chi-square test is used. Fisher’s
exact test is used when more than 20% of the cell values have expected cell value less than 5. When a
Continuous variable is associated with the categorical variables such as patient groups independent t test
is used after checking for normality. Otherwise non parametric tests were used.P-values less than 0.05 were
considered statistically significant. Data was entered in MS excel sheet and analysed using SPSS software
version 16.

RESULTS

Graph 1: Distribution of subjects between two groups:

i PIH
i Normal

. Mild PIH

ud Severe PIH

Totally 75 subjects were enrolled in the study, out of which 41 (55%) were hypertensive disorder
or pregnancy induced hypertension (PIH) cases and 34 (45%) were normal subjects without any
complications. Among the subjects with PIH, 21 subjects had mild PIH and 20 subjects had severe PIH.

The figure shows the distribution of population in which 41 (55%) were hypertensive disorder
or pregnancy induced hypertension (PIH) cases and 34 (45%) were normal subjects without any
complications. Among the subjects with PIH, 21 (51.22%) subjects had mild PIH and 20 (48.78%) subjects
had severe PIH.
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Graph 2: Gestational age distribution among the population
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The figure shows that maximum number of subjects 28(37.33%) belonged to 39 weeks gestation.
Also 24 (32%) and 16(21.3%) subjects belonged to 38 weeks and 37 weeks respectively. The mean (SD)
gestational age of PIH was 37.96(088) weeks and that of normal group were 38.97(0.59). The mean
gestational age of the population was 38.41(0.91) weeks.

Graph 3: Blood pressure measurements among the study population
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The graph 3 shows the mean (SD) systolic and diastolic BP of the total population were
131.25(21.027) mm Hg and 85.093(15.06) mm Hg respectively. The systolic BP ranges from 110 to 174 mm
Hg and diastolic BP ranges from 70 to 110 mmHg. The mean (SD) systolic and diastolic BP of mild PIH
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subjects were 133.33(10.64) mm H and 90.76(2.48) mm Hg respectively. The systolic BP of the mild PIH
subjects ranges from 120 to 150 mm Hg and that of diastolic BP ranges from 90 to 100 mm Hg. The mean
(SD) systolic and diastolic BP of severe PIH subjects were 160.20(8.87) mm H and 104.80(5.00) mm Hg
respectively. The systolic BP of the severe PIH subjects ranges from 140 to 174 mm Hg and that of diastolic
BP ranges from 100 to 110 mm Hg.

The figure shows the mean (SD) systolic and diastolic BP of the total population were
131.25(21.027) mm Hg and 85.093(15.06) mm Hg respectively. The systolic BP ranges from 110 to 174 mm
Hg and diastolic BP ranges from 70 to 110 mmHg. The mean (SD) systolic and diastolic BP of mild PIH
subjects were 133.33(10.64) mm H and 90.76(2.48) mm Hg respectively. The systolic BP of the mild PIH
subjects ranges from 120 to 150 mm Hg and that of diastolic BP ranges from 90 to 100 mm Hg. The mean
(SD) systolic and diastolic BP of severe PIH subjects were 160.20(8.87) mm H and 104.80(5.00) mm Hg
respectively. The systolic BP of the severe PIH subjects ranges from 140 to 174 mm Hg and that of diastolic
BP ranges from 100 to 110 mm Hg.

Graph 4: Mode of delivery among the study population
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The figure shows that majority of the subjects 48(64%) had vaginal delivery among the study
population. Also it shows that majority 23(56.09%) of the PIH subjects had LSCS.

Graph 5: Placental weight among the population
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The graph shows that mean (SD) placental weights among the normal subjects 567.94(43.05) gm
were higher compared to that of PIH subjects.
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Graph 6: Birth weight of the baby among the population
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The figure shows that mean (SD) weight of the baby among normal subjects 2.94(0.41) kg were
more compared to PIH cases 2.53 (0.37) kg.

Graph 7: APGAR among the study population for 1 minute and 5 minutes
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The graph shows that mean (SD) APGAR at 5 minute among the normal subjects 8.00(0.00) were more
compared to the PIH cases7.68 (0.61). Also mean (SD) APGAR at 1 minute among the normal subjects
7.00(0.00) were more compared to the PIH cases 6.66(0.66).

Graph 8: Distribution of syncytial knots among the study population
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The graph shows that mean(SD) of the syncytial knot distribution among the PIH group
7.90(3.47) was more compared to that of normal subjects 4.35(1.39).

Graph 8: Intensity of VEGF expression in syncytiotrophoblasts among the study population
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The figure lie graph shows that majority of the 15(83.33%) PIH subjects were having 3+ intensity
whereas 3(16.64%) normal subjects only had 3+ intensity of VEGF.

Graph 9: Intensity of VEGF staining in foetal endothelial cells among the study population
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The figure shows that majority of the PIH subjects 36(54.54%) had 1+ presence of fetal cells
compared to normal subjects 30(45.45%).

Graph 10: Intensity of VEGF staining in decidual cells among the study population
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The figure shows that majority of the PIH subjects 39(54.16%) had 1+ presence of decidual cells
compared to normal subjects 33(45.83%).
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Graph 11: VEGF and systolic BP
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The figure shows that subjects who had 3+ VEGF had a mean (SD) systolic BP value of
151.33(20.21) mm Hg.

Graph 12: VEGF and diastolic BP
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The figure shows that subjects who had 3+ VEGF had a mean (SD) diastolic BP value of
99.78(14.42) mm Hg.

Graph 13: VEGF and placental weight
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The figure shows that as VEGF intensity increases the mean placental weight decreases,
particularly in +3 intensity mean (SD) placental weight was455(82.05) gm.
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DISCUSSION

In our study 75 subjects were enrolled in the study, out of which 41 (55%) were hypertensive
disorder or pregnancy induced hypertension (PIH) cases and 34 (45%) were normal subjects without any
complications. Among the subjects with PIH, 21 (51.22%) subjects had mild PIH and 20 (48.78%) subjects
had severe PIH. In the study age of the subject lies between 20 and 34 years. In our study maximum 32
(42.67%) subjects belong to primi parity among the population. Among them 15 (46.87%) were diagnosed
with PIH. Also second gravidas were 41(54.66%) among the population with G2A1 20(48.78%) and G2P1L1
21(51.22%).In the study maximum number of subjects 28(37.33%) belonged to 39 weeks gestation. Also
24 (32%) and 16(21.3%) subjects belonged to 38 weeks and 37 weeks respectively [11]. The mean (SD)
gestational age of PIH was 37.96(088) weeks and that of normal group were 38.97(0.59). The mean
gestational age of the population was 38.41(0.91) weeks.In the study the mean (SD) systolic and diastolic
BP of the total population were 131.25(21.027) mm Hg and 85.093(15.06) mm Hg respectively. The systolic
BP ranges from 110 to 174 mm Hg and diastolic BP ranges from 70 to 110 mmHg. The mean (SD) systolic
and diastolic BP of mild PIH subjects were 133.33(10.64) mm H and 90.76(2.48) mm Hg respectively. The
systolic BP of the mild PIH subjects ranges from 120 to 150 mm Hg and that of diastolic BP ranges from 90
to 100 mm Hg. The mean (SD) systolic and diastolic BP of severe PIH subjects were 160.20(8.87) mm H and
104.80(5.00) mm Hg respectively. The systolic BP of the severe PIH subjects ranges from 140 to 174 mm
Hg and that of diastolic BP ranges from 100 to 110 mm Hg. In our study majority of the subjects 48(64%)
had vaginal delivery among the study population. Also, it shows that majority 23(56.09%) of the PIH
subjects had LSCS. The mean (SD) placental weights among the normal subjects 567.94(43.05) gm were
higher compared to that of PIH subjects 495.85(77.20) gm. The mean (SD) weight of the baby among normal
subjects 2.94(0.41) kg were more compared to PIH cases 2.53 (0.37) kg. The mean (SD) APGAR at 5 minute
among the normal subjects 8.00(0.00) were more compared to the PIH cases7.68 (0.61). Also mean (SD)
APGAR at 1 minute among the normal subjects 7.00(0.00) were more compared to the PIH cases 6.66(0.66)
[12]. The mean (SD) of the syncytial knot distribution among the PIH group 7.90(3.47) was more compared
to that of normal subjects 4.35(1.39). In our study majority of the 15(83.33%) PIH subjects were having 3+
intensity whereas 3(16.64%) normal subjects only had 3+ intensity of VEGF. In the study majority of the
PIH subjects 36(54.54%) had 1+ (weak) expression of fetal endothelial cells which was similar to normal
subjects 30(45.45%). Also majority of the PIH subjects 39(54.16%) had 1+ presence of decidual cells which
was comparable to normal subjects 33(45.83%) [13]. Immune-histo-chemical evaluation of VEGF in
placenta biopsies of preeclampsia complicated pregnancies. The VEGF expression was significantly higher
in biopsies of the placenta of patients with pre-eclampsia compared to that of controls. (Mean 271.2, SD
22.65 vs. Mean 201.9, SD 12.33, with P-value=0.000). Placental growth factor, vascular endothelial growth
factor, and hypoxia-inducible factor-1a in the placentas of pre-eclamptic women of Sudan [14]. They found
that VEGF was significantly expressed more in the placentas of the pre-eclampsia: in 32%, 17.6%, and 14.9%
(p value = 0.020) of the placentas of women with severe or mild pre-eclampsia and in controls, respectively.
Expression of VEGF in the placenta from pregnancies complicated by hypertension in Italy [15]. Immune
reactivity of VEGF was noticeable in all the components of the placenta in the gestational hypertension cases
as in the controls. In the cases with pre-eclampsia and pre-eclampsia with HELLP syndrome, some
components of the placenta were not immune reactive [16]. The role of vascular endothelial growth factor
and placental growth factor expression during the pre-eclampsia on pregnancy on placenta structure. They
found that there was no significantly difference between the total volumes of the villi among the groups (P
> 0.05). On the contrary, on immunohistochemistry, there was significant difference in the numerical
density of VEGF-positive cells in severe pre-eclampsia compared to the control and mild pre-eclampsia
groups (P value < 0.05) [17]. Expressions of VEGF-A and VEGFR-2 in placentae from pregnant women with
GDM. They concluded that there were reduced expressions of VEGFA and VEGFR-2 mRNAs and protein in
placental tissues affected with GDM, suggesting that maternal GDM disturbs the pathophysiological function
of placentas. the vascular endothelial growth factor ligands and receptors that by using a combination of in
situ and in vitro analyses and concluded that the regulation of human cyto-trophoblast survival are
dysregulated in severe preeclampsia and haemolysis, raised liver enzymes, and reduced platelets syndrome
[18]. VEGF and its expression of a subset of family members is dysregulated in severe forms of preeclampsia.
Expression of the VEGF family mRNA in placenta of adverse pregnancy outcomes and concluded that
expression of the VEGF family of angiogenic growth factor mRNA in the placenta is decreased in
hypertensive disorders of the gestation, SGA and in pre-term births. serum levels of angiogenic growth
factors vascular endothelial growth factor (VEGF), placental growth factor (PIGF) and angiogenin in women
with pre-eclampsia and matched controls [19]. They concluded that reduced serum levels of VEGF and PIGF
characterize, and consequently appear to be of significance during (the improvement of), pre-eclampsia
[20].
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CONCLUSION

The mean (SD) of the syncytial knot distribution among the PIH group 7.90(3.47) was more

compared to that of normal subjects 4.35(1.39). In our study majority of the 15(83.33%) PIH subjects were
having 3+ intensity whereas 3(16.64%) normal subjects only had 3+ intensity of VEGF. In the study majority
of the PIH subjects 36(54.54%) had weak staining (1+) of fetal endothelial cells which was comparable to
normal subjects 30(45.45%). Also majority of the PIH subjects 39(54.16%) had weak staining (1+) of
decidual cells which was comparable to normal subjects 33(45.83%).
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