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Editorial:

ACCREDITATION

Fakhir S. Al-Ani MBChB; MSc; PhD.

Accreditation of medical
education has become a necessity for
all countries of the region. It will
enable medical school graduates in the
region to meet the requirements of
global standards for medical education
and practice. Accreditation also
provides support for continuous quality
improvement in medical education and
safeguards the medical profession, to
comply with accepted regional or
national standards.

What is Accreditation:-

Accreditation for medical
education programs is a voluntary
peer-review process designed to attest
the educational quality of new and
established medical educational
programs.

Why there is a need for
Accreditation:-

The remarkable increase of the
number of medical schools around the
world over the last decades, and many
of which have been established under
questionable conditions, as well as the
goal of safeguarding the quality of
healthcare systems in a world have
increased the awareness of
accreditation as a quality assurance
tool.

When: - In

In 2004, WHO and WFME
established the international Task
Force on Accreditation. In October of
the same year 26 members of the task
force from 23 countries covering all
six WHO — WFME regions assembled

Dept. Physiology, College of Medicine, Al-

Nahrain University

for three days at a seminar in
Copenhagen, Denmark, to discuss how
WHO and WFME could contribute to
establishing sustainable accreditation
systems. The need for guidelines was
stressed at the seminar and the present
document is based on the discussions
at the seminar.

Based on the results of this task
force the strategic partnership has
formulated a set of guidelines for
accreditation of basic  medical
education institutions and programs.
Then the activity for accreditation is
globalized to be a world- wide activity
(In all the countries). The guidelines
for accreditation of basic medical
education where established by the
WHO/WFME in there meeting in
Geneva/Copenhagen in May 2005.

The WHO-WFME guidelines are
global, but flexible. WHO and WFME
acknowledge the differences between
countries and regions regarding
governance of medical education,
socioeconomic conditions and
resources, health care delivery
systems, etc. Consequently, the global
WHO-WFME guidelines for
accreditation are flexible and take into
account the context in which they are
to be used.

A dead line for accreditation is
setup according to the different
regional offices of the WHO, to reach
the standards which are useful for
educational institutions as a basis for
internal evaluation towards continuous
quality improvement.

Evaluation based on generally
accepted standards is the short-term

IRAQI JOURNAL OF MEDICAL SCIENCES 1



results of accreditation as described in
the regional accreditation guidelines,
accreditation is usually granted for
periods of up to six years.

When schools are found to have
serious deficiencies, this should not be
the basis for decisions to close schools
or deny recognition to graduates, but
they  are granted conditional
accreditation for limited periods
contingent upon certain issues to be
addressed and actions to be taken by
the school. If a school continues to be
unable to deliver courses at the
accepted standard, its students must be
directed to another school to complete
an accredited medical course before
they can be recognized.

ACCREDITATION IN
COUNTRIES OF THE EASTERN
MEDITERRANEAN REGION AND
OF IRAQ

For most of the 20th century, the
General Medical Council (GMC) of
the United Kingdom was responsible
for evaluating and maintaining a
register of medical schools

Operating in countries of the
Region and teaching in English. The
18 medical schools established in the
Region before 1950 were founded by
academicians from Europe, United
Kingdom or United States. The
foundation is not only is the
curriculum in these schools based on
the style used by the founding country,
but even in the certificates conferred
by these schools also follow the same
nomenclature used in the founding
country. For example, MBChB degree
of Scotland is conferred in Irag.

The GMC has continued to
evaluate medical schools overseas; it
no longer evaluates schools in some
countries of the Region because of
proliferation of new schools. The
number of medical schools in the
Region has grown considerably, from
18 schools in 1950 to around 251 in

2005 of which more than 50 are
private.

In the 1980s, licensing bodies in
industrialized countries started to use
the WHO World directory of medical
schools in determining which medical
school graduates from overseas would
be allowed to sit for medical license
examinations. However, this listing of
medical schools is confined to schools
that are approved by the related
national ministries of health.

In lraq, the awareness for
accreditation is not a new task, a
national system of accreditation of
medical schools, which included
national unified examinations, was
implemented in 1992 as part of a wider
accreditation  program  for  all
institutions of higher education.
However, the program was stopped in
1999 because of technical constraints.

Moreover; the Arab Board of
Medical Specialization, a professional

Postgraduate board affiliated with
the Council of Arab Ministers of
Health, has successfully administered a
sub-regional accreditation system for
postgraduate medical education since
the early 1980s. But the pioneering
work of the Arab Board in this respect
has mainly focused on accreditation of
training hospitals used for postgraduate
studies.

Although all countries of the
Region have established procedures to
be followed before graduates from a
new medical school are recognized and
accepted to practice, these procedures
are laid out by national professional
bodies or ministries of health and are
not based on a structured and objective
accreditation program.

By assessing medical schools for
accreditation purposes, professional
medical registration bodies can be
assured that a medical school’s
educational program satisfies agreed
national guidelines for basic medical
education. Moreover, accreditation of a

IRAQI JOURNAL OF MEDICAL SCIENCES 2



medical school facilitates registration
of its future graduates in other
countries. A graduate of a medical
course accredited by a regional
accreditation body would be eligible to
register in any country of the Region.

Lastly we should know that
accreditation provides an incentive
for schools to introduce reform aimed
at improving their educational
performance and ensuring that both
the schools and their graduates are fit
for the purpose of promoting and
improving the health of their
communities.
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The relationship between umbilical venous blood flow & fetal weight
in the last trimester

Maha M. Al-Bayati* MBChB ; CABOG, Wasan I. Majeed °MBChB; FIBMS, Abir
T. Makki * MBChB

Abstract

Background:  Doppler  applications  in
pregnancy are expanding exponentially. Flow
velocity ~ waveforms  provide  important
information from 12 weeks to term, from
maternal vessels, placental circulation and fetal
systemic vessels. An important application is
the quantitative calculation of umbilical blood
flow volume.

Objective: to assess the relation between the
umbilical blood flow at one hand & fetal body
weight & placenta weight on the other hand in
the last trimester in both term & preterm labor
groups

Study design: A prospective study

Setting:  department of Gynecology &
Obstetrics & Department of Radiology at Al-
Kadhimyia Teaching Hospital

Patients & methods: This study included 50
pregnant women at first stage of labor. The
patients were classified into two groups; group
A: Infants born at < 37 weeks of gestation and
group B: those infants born at = 37 weeks of
gestation .The diameter of the umbilical vein
was determined by ultrasound & spectral
Doppler was used to assess velocity of blood in
the umbilical vein & the umbilical blood flow

Introduction

Doppler applications in
pregnancy are expanding exponentially.
Flow velocity waveforms provide
important information from 12 weeks
to term, from maternal vessels,
placental circulation and fetal systemic
vessels, with implications for both
mother and fetus. Reports of blood flow
measurement in pregnancy mostly refer
to physiological reduction of placental

'Dept. Gynecology & Obstetrics, College of
Medicine, Al-Nahrain University, 2Dept.
Surgery ,Radiology, College of Medicine, Al-
Nahrain University,*Gynecology & Obstetrics
,Al-Kadhimyia Teaching Hospital.

Address Correspondence to: Dr. Maha M. Al-
Bayati

E- mail: col med alnahrain@yahoo.com
Received: 6™ May 2009, Accepted: 4"
November 2009.

(UBF) per unit fetal body weight & placental
weight estimated in both groups. Results : A
statistically significant difference was found in
the diameter of the umbilical vein (7.84 mm
vs. 8.62 mm , p=0.0001) , the volume of
umbilical blood flow (410.22 mL/min vs.
523.20 mL/min, p=0.0001), UBF/Fetal weight
(230.68 mL/min/kg vs. 166.79 mL/min/kg ,
p=0.0001 ) & UBF/Placental weight(102.65
mL/min/100gm  vs. 87.23 mL/min/100gm ,
p=0.01) of group A & group B respectively
while the mean velocity of blood flow in the
umbilical vein showed no statistically
significant difference in both groups (14.11
cm/s vs. 14.93 cm/s , P=0.8).

Conclusion: The increase in umbilical blood
flow is exceeded by the fetal growth and to a
lesser degree by placenta growth. A significant
reduction in the umbilical blood flow per unit
fetal weight & placental weight take place with
increasing gestational age.

Keywords: umbilical venous blood flow, fetal
body weight, placental weight

IRAQI J MED SCI, 2009; VOL.7 (4): 4-10

vascular resistance ) or to the
redistribution of the cardiac output
under hypoxic distress ®. Another
important application is the quantitative
calculation of umbilical blood flow -
*) During the course of pregnancy, there
is a dramatic increase in uterine blood
flow from <100 ml / min at 10" week
of gestation to 700 — 800 ml / min at
term . Umbilical blood flow increases
as well from 100 ml / min at 22" week
of gestation to 300 ml / min a the 3gh
week of pregnancy”’ . Relative to the
fetal weight, a constant umbilical blood
flow of 120 ml / min per unit fetal
weight has been reported up to 35t
week of gestation.After that time, it is
assumed to decrease slightly ©.
However other studies have indicated

IRAQI .JOURNAL OF MEDICAL SCIENCES a
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that the increment in fetal body weight
exceeds the increment in the umbilical
blood flow in the last trimester
® Normal placental and fetal growth
across pregnancy is characterized by
sequential cellular hyperplasia,
hyperplasia and hypertrophy, and
finally, hypertrophy alone ©.Placental
growth follows a sigmoid curve, with
plateau occurring earlier in gestation
than fetal curve. Between 16" week and
term, human fetal weight increase 20
fold '” Fetal growth is dependent on
adequate transfer of nutrients and
oxygen across placenta. Thus it is
dependent on appropriate maternal
nutrition and placental perfusion. We
aimed at this study to assess the relation
between the umbilical blood flow at
one hand & fetal body weight &
placental weight on the other hand in
the last trimester in both term &
preterm labor groups.
Patients and methods

This was a prospective study that
included 50 pregnant women at the
Department  of  Obstetrics  and
Gynecology in cooperation with
Ultrasound (U/S) unit at Al-kadhimyia
Teaching Hospital from July 2007
through August 2008. Informed consent
was obtained from all participants. All
the participants were at first stage of
labor .The patients were classified into
2 study groups based on gestational age
at delivery ; group A: Infants born at <
37 weeks of gestation were classified as
preterm (n = 15), and group B: those
infants born at > 37 weeks of gestation
(n = 35). The inclusion criteria were
singleton pregnancy, term or preterm
pregnancy, first stage of labor
(infrequent uterine contraction) & intact
membrane. Those pregnant women
with pre-eclampsia , diabetes mellitus ,
multiple  pregnancy , ultrasound
evidence of congenital abnormalities,
polyhydramnios or oligohydramnios or
those infants with features of
intrauterine  growth  restriction or

macrosomia (according to standard
growth charts ) were excluded .The
demographic criteria for each patient
was obtained ( age, weight , parity &
gestational age determined by reliable
last menstrual period or early U/S and
confirmed by neonatal examination ).
The blood flow in the umbilical vein
was determined by pulsed doppler
sonography using Siemens sonoline
versa pro machine with 3.5 — 5 MHz
convex transducer. The Doppler
ultrasound was performed in the first
stage of the labor for all patients.
Umbilical venous frequency shift was
recorded at the placental origin of the
umbilical vein, with insonation angle of
30-60. The diameter of umbilical vein
(U.V.) determined & the volume of
umbilical blood flow (UBF) was
estimated as Q = V x d2 x II x 0.15
where (Q) is the volume of umbilical
blood flow (ml / min), (V) is the mean
velocity (cm / s), and (d) is the diameter
of the umbilical vein (mm). To avoid
inter-observer variation, all
measurements of mean velocity of
blood flow and diameter of umbilical
vein were performed by the same
radiologist. To reduce error due to a
solitary measurement, each Doppler
shift signal of the umbilical vein and
each vessel diameter were measured
twice. Thus, both mean flow velocity
and the umbilical diameter for the
calculation of the volume of umbilical
venous blood flow were determined
from the means of two consecutive
measurements.
After birth, assessment of the neonatal
birth weight, placental weight and
ABGAR score were performed by the
obstetrician and the neonatologist.
Statistical analysis

Data were collected and described
by using number, percentage, mean =+
SD & correlation .The association was
considered to be statistically significant
when P value is < 0.05.
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Results

Figure 1 represents the distribution of
the study groups according to the
gestational age

Full-term
70.0%

Pre-term
30.0%

Figure 1: Pie chart represents the distribution of the study groups according to
the gestational age

Table 1 shows the demographic
characteristics of group A and B are,
the mean gestational age at group A

was 33.47+1.88 while in group B was
38.86+1.33

Table 1: the demographic characteristics of the study groups.

Variables

Pre-term (n=15)

Term (n=35)

Range (Mean +SD)

Range ( Mean £SD)

Age in years

17-38 (27.13+4.07)

22-42(28.31+£3.52)

Gestational age (weeks)

29-36(33.47+1.88)

37-42(38.86+1.33)

Parity

1-4(0.80£0.77)

1-5(1.711.23)

Table 2 shows the different
Doppler parameters that are assessed in
both groups & their relation with
newborn body weight & placenta
weight.

A statistically significant
difference was found in the diameter of
the umbilical vein , the volume of

umbilical blood flow, UBF/Fetal
weight & UBF/Placental weight of
both groups while the mean velocity of
blood flow in the umbilical vein
showed no statistically significant
difference in both groups (P=0.8).

The diameter of the umbilical vein
was greater in term than in pre term

IRAQI .JOURNAL OF MEDICAL SCIENCES 6
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infants (P = 0.0001) as a result there umbilical blood flow in term group than
was a significant increase in the in pre term group (P =0.0001).

Table 2: The relation of different measurements of umbilical vein parameters
with gestational age.

Pre-term (n=15 Full-term(n=35) P value

Measurement

Mean+SD Mean+SD
Mean velocity of blood flow (cm/s) 14.11+1.22 14.93+0.57 0.8NS
Umbilical vein diameter (mm) 7.84+0.21 8.62+0.23 0.0001*

Volume of umbilical blood flow (mL/min) | 410.22+53.94 | 523.20+31.84 | 0.0001*

UBF/Fetal weight (mL/min/Kg) 230.68+38.32 | 166.79+17.04 | 0.0001*

UBF/Placental weight (mL/min/100 gram) | 102.65£8.42 | 87.234+6.56 0.01%*

Figure 2 shows that a positive blood flow per unit of fetal weight
correlation (r=0.8) exists between the noted with increasing gestational age (P
umbilical blood flow & fetal weight value = 0.0001).
with a significant reduction in umbilical NS: not significant, *Significant

350

(mL/min/Kg)

Umbilical Blood Flow/Fetal weight

0 ) ) ) ) L) L)

29 31 33 35 37 39 41
Gestational age (weeks)

Figure 2: The correlation between gestational age (weeks) and umbilical blood flow
per unit fetal weight (ml/min/kg). r=-0.8

Figure (3) shows that a slight placental weight was found in group
but statistically significant reduction B in comparison with group A (r=0.5
in umbilical blood flow per unit ,P=0.01).
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Figure 3: The correlation between gestational age (weeks) and UBF/Placental
weight (ml/min/100gr). r=-0.5

Discussion

For the fetus, placental blood
volume flow rate is as important as
cardiac output and lung perfusion in
adults. The measurement of fetal blood
flow velocity using Doppler U /S was
introduced into routine  obstetric
practice many years ago, both to detect
fetal circulation in the context of any
gestational disease and to assess fetal
well- being .V

Volume flow rate determinations
based on the Doppler principle is being
one of the rapidly growing application
during pregnancy ">, In this study we
investigated the relation between
umbilical venous blood flow & fetal
weight in last trimester. The range of
velocity of umbilical venous blood flow
in this study was between (11.5 —
15.8)cm/s and the mean velocity was
similar in group A and B 14.1 , 14.9
cm/s, respectively which is consistent
with result of Link et al © who found
that the mean flow velocity was 13.1
cm/s in preterm group and (13.6 cm / s)
in term group with no  significant
correlation with gestational age while
Barbera et al ¥ found that the

umbilical vein blood flow velocity
increases throughout pregnancy a
conclusion that was inconsistent with
our results.

The umbilical vein diameter was
greater in group B (8.6 mm) than in
group A (7.8 mm). This result was
consistent with result of link et al ©
who found that the mean umbilical vein
diameter was 8.8 mm in full term group
and 8.1 mm in preterm group, and was
statistically significant difference .Also
this result was consistent with the
results of Barbera et al '? who found a
significant increase in the umbilical
vein diameter throughout pregnancy.

The observation of a constant
velocity of blood flow and an
increasing cross section of the
umbilical vein is consistent with result
of Erskine et al ® and Kunzel et al (8),
both found that the increase of
umbilical venous blood flow
throughout gestation was due to and
depended on the growth of the
umbilical vein in the presence of a
rather constant flow velocity.

IRAQI .JOURNAL OF MEDICAL SCIENCES 8
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With respect to the blood flow
volume, we found that the blood flow
in the wumbilical vein increased
markedly in group B, the mean UBF
was 523.2 ml / min while in group A it
was 410.2 ml / min. This result was in
agreement with result of Link et al ©
and kunzel et al ® who found that the
blood flow volume significantly
increased with gestation from 432
ml/min in pre term to 515 ml/min in
full term. Barbera et al '® found that
the absolute wumbilical vein flow
increases exponentially from 97.3
ml/min at mid-gestation to 529.1
ml/min at 38" week of gestation which
was in agreement with our results.

We found a continuous reduction
in the umbilical blood flow per unit of
fetal weight with increasing gestation
(166.7 ml / min / kg in group B and
230.6 ml /min / kg in group A). This
result was in agreement with results of
Link et al, ©® and of Kunzel et al, ®
they found that the blood flow per unit
of fetal weight reduced in full term
(154 ml / min / kg) compared to (221
ml / min / kg) in preterm group which
was a significant difference , whereas
Barbera et al, 12 found that the
umbilical blood flow per kilogram of
fetal weight did not change
significantly with gestational age, this
result disagree with our result.

Regarding the relation between the
placental weight & the UBF , we found
that the blood flow per unit of placental
weight was reduced with increasing
gestation, group A showed a mean UBF
of 102.6 ml /min per 100 gm and
group B 87.2 ml / min per 100 gm of
placental weight . This result was in
agreement with result of Link et al ©
who found that the umbilical blood
flow per unit placental weight was
slightly but significantly diminished in
full term than in preterm group 90 and
100 ml / min / 100gm respectively.

It was concluded that A significant
reduction in the umbilical blood flow
per unit fetal weight takes place with
increasing gestational age & the
umbilical blood flow per unit placental
weight was reduced with increase
gestation.
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Detection of Respiratory syncytial virus infection in a sample of infants
in Iraq

Shony M. Odisho’PhD , Anton S. Al-Bana * PhD'Nahi Y. Yaassen? PhD.

Abstract

Background: Human Respiratory syncytial virus
(HRSV) is one of the major causes of
bronchiolitis and pneumonia in infants.
Objective: detection of Anti HRSV antibodies in
infants and children by using indirect ELISA,
and detection of HRSV antigen by using Respi-
RSV test.

Materials and Methods: Hundred and eighty
four serum samples (104 with respiratory tract
infection, 54 without Respiratory tract infection,
and 26 with cancer) also 100 nasal and throat
swabs were collected from infants and children
from Central pediatric Hospital in Baghdad in
year (2005-2006). Indirect ELISA test and rapid
test used for detection Human RSV antibodies
and Human RSV antigen respectively

Results: Detection of anti HRSV antibodies
using ELISA in children without respiratory tract
infection was 26% with mean titer 494, but the
antibodies was higher in patients with cancer
which were 96% with mean titer 580, however
anti HRSV was detected in79% in infants with
respiratory tract infection (bronchiolitis and

pneumonia), their mean titer (1411) was, higher
than that of the previous two groups.

Human RSV viral antigen was detected by RSV-
Respi kit in 45% of nasal and throat secretion
collected from children with respiratory tract
infection, detection of HRSV antigen samples
was compatible with the detection of antiHRSV
antibodies in 50%.

Conclusion: The highest percentage and titers of
antiHRSV antibodies were detected in infants
with respiratory tract infection than in others
suffering from different cancers or without
respiratory tract infection.

Human RSV antigens were detected in
nasal/throat swabs in infants with bronchiolitis
and pneumonia.
Keywords:  Respiratory
bronchiolitis, Respi-RSV.

syncytial  virus,

IRAQI J MED SCl, 2009; VOL.7 (4):11-19

Introduction

Human Respiratory syncytial virus
(HRSV) is one of the major causes of
viral respiratory tract disease in young
children and infant in developed and
developing, poor and rich countries .
Severe = HRSV  bronchiolitis  and
pneumonia requiring hospitalization
typically occur in infant less than 9
months of age ¥. The HRSV is mainly
associated with bronchiolitis in children
suffering from underlying illnesses such
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as congenital heart disease and broncho-
pulmonary dysphasia which are at
increased risk for severe infection due to
HRSV.

In our country the pediatricians
noticed increasing numbers of children
under 2 years suffering from lower
respiratory infections and bronchiolitis
which occurs mainly in winter and in
some years presented as epidemic with
high morbidity and mortality especially
in patient underlying illnesses"”. This
study were decided to detection
antibodies for human RSV in serum
samples from infants and young
children by using specific ELISA kits,
and detection of viral antigen in nasal
and throat swabs obtained from
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respiratory tract specimens by using

Rapid test.
Materials and methods
Blood samples collected from

children (54 samples from children
without sings of respiratory illness, 26
with different kinds of cancer , and 104
suffering  from  bronchiolitis  and
pneumonia) during months (December-
March) in the year (2005-2006), they
were collected from Central Pediatric
Hospital. Hundred and eighty four blood
samples were collected in a disposable
plastic tubes container, then the sera
separated and stored at -20 C° till use.
ELISA kits: Imported from DIALAB
Company (Germany) used for the
detection human RSV antibodies in
serum.

Hundred nasal and throat swabs
were collected from infants and young
child, in central pediatric hospital, the
inpatients with severe respiratory tract
infection( bronchiolitis and pneumonia)
chosen depend on clinical signs and
chest x-rays , diagnosis by pediatricians
and collected at time of illness; the
sterile swabs were immersed into tube
containing 2 ml of cooled transport
media used for virus isolation- RSV-
Respi-Strip test, kit were used for

detection of human RSV antigen in
nasopharyngeal specimens which based
on the use of  homogenous
immunochromatographic system with
colloidal gold particales. The Kits were
imported from CORIS BioConcep
Company, (Germany).
Statistical analysis

The data were analyzed by Chi-

square test, analyses of variance
(ANOVA) and least significant
difference (LSD) for differentiation

among the means of groups'”, P Value <
0.05 was considered as significant result.
Results

A total of (54) serum samples
were collected from patients with
different ages ranging from 1 month
Infants to 5 years children without signs
of respiratory illness, only 14 serum
samples had a positive titer of anti
HRSV (26%) ranging from (215-875)
and mean titer (494).The highest
percentage of anti HRSV was (44.4%) in
age 1-3 months and the lowest
percentage was in 10-12 months
(18%).These  results showed no
statistical significant differences among
the age groups (P>0.05) (Table 1).

Table 1: Detection of anti HRSV antibodies in children without respiratory tract
infection by indirect ELISA.

Tested Ade +ve anti HRSV* -ve antiHRSV*
sera g No.of+ve 9% mean titer No.of-ve %
9 1-3months 4 44.4% 215.7+83.8 5 55.5%
8 4-6months 3 37% 236.6+£118.6 5 62.5%
16 7-9months 3 18.8% 378.6£163.3 13 81%
11 10-12months 2 18% 875.5+£512.5 9 81.8%
10 1-5 years 2 20% 763.5+650 8 80%
54 14 26% 494 40 79%
*Cut off value= 67. Over this number is +ve HRSV antibodies and below is —ve
L.S.D.=813.
p>0.05
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Twenty six (26) patients with
different kinds of cancer ( 3 Leukemia,
2 Wilm’s tumor (WT), 13 Acute
lymphocytic leukemia (ALL),3
Chronic lymphocytic leukemia (CLL)
and 5 Non Hodgkin’s lymphoma
(NHL)), at central pediatric Hospital
who were wunder chemotherapy.
Examination of sera of these patients
for anti HRSV antibodies revealed that

18 of them were positive which were
equal to 69% with a mean titer of 580.
All cancer sera from patients aged 1-6
years were suffering from different
malignancies positive for anti HRSV
antibodies. Statistical analysis of the
data results show highly significant
differences (P<0.01) mainly in age 1-6
years group of patient with NHL than
other groups (Table 2).

Table 2: Detection of anti HRSV antibodies in cancer patients according to disease
type and age.

. -ve
+ve Anti HRSV * .
Tested | Type of A/ge AntiHRSV*
0 i 0
sera cancer year No. Y0 titer No. )
3 Leukemia | 1-2years | 3 100% 284.3+120.4 _ _
2 WL 2-3years | 2 100% 214.5+4.5 _ B
5 NHL 1-6 years 5 100% 1495+1116.5 | _ _
3 CLL 6-8 years | _ 3 100%
13 ALL 3-12 years | 8 61.5% 322.6+98.7 5 38.5%
26 18 69% 580 8 31%
* Cut off value=67. Over cut off+ve, blow cut off-ve.
L.S.D.=890.9
P <0.01

One hundred and four Infants and
young children suffering from acute
bronchiolitis and pneumonia from one
month to one years of age. Examination
of serum samples of these patients
showed that 82 of them were positive
(79%) for anti HRSV by indirect ELISA
with mean titer of 1411, ranging (354-
2867).

All pneumonia patients’ sera were
positive for HRSV antibodies in the age

IRAQI JOURNAL OF MEDICAL SCIENCES

7 months to one year, but highest
percentage (76%) of broncholitis cases
were in age 4-6 months and 10 month- to
one year. These data showed statistical
significant differences ( P<0.05) among
different age groups which was high in
10 months- to one year and low in 1-3
months of bronchiolitis patients, and in
pneumonia patients the highest were in
10moths —to one year and lowest in 7-9
months and 1-3 months (Table 3)
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Table 3: Detection of antiHRSV antibodies in Infants with respiratory tract
infection by indirect ELISA.

26 Bronchiolitis 1-3month 19  73% 1261.1+£470.9 7 27%
25 = 4-6month 19  76% 2184.1£916.3 6 24%
11 7-9month 8 73% 1769.2+1071.1 3 27%
14 = 10-12month | 11 76% 2867.1+£1295.4 3 24%
11 Pneumonia 1-3month 9 82% 489.4+231.3 2 18%
7 = 4-6month 6 86% 1016.6+£204.5 1 14%
2 7-9month 2 100% 354480.8 0 0
8 = 10-12mon | 8 100% 1373.84+352.5 0 0
104 82 79% 1411 22 21%
* Cut off value =67. Over cut off = +ve, below cut off = —ve.
L.S.D=1570.3
P<0.05

From a total of (184) individual sera
samples examined by indirect ELISA
showed a high percentage of sera (79%)
were positive for anti HRSV and those
belong to Infants with respiratory infections
followed by sera from cancer patients
(69%). However, sera from patients without

respiratory tract infection were (26%)
positive for HRSV.These results showed
highly significant statistical differences
(P<0.01) among the different groups, which
was higher in the group of respiratory tract
infection (Table 4)

Table 4: Percentage of anti HRSV antibodies in individuals with or without

resiiratori tract infections and individuals with cancers.

Infants without 54 14 26% 40 74%
R.T.I

Infants with 104 82 79% 22 21%
R.T.I

Individuals with 26 18 69% 8 31%
cancer

184 114 62% 70 28%
X’=25
P<0.01
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Hundred nasal and throat swabs
collected from Infants and young
children suffering from acute respiratory
tract infection were examined by Respi
test kit. Forty five (45%) tested swabs
were positive for HRSV antigens. Nasal-
throat swabs collected from Infant

patients in December 2005 showed the
highest positive percentage (70%), and
the lowest was in March 2006
(25%).These  data showed  highly
significant differences (P<0.01) among
the months of the year (Table 5).

Table 5: Detection of HRSV antigen in nasal/throat swabs by using

immunochromatographic assay.

December 2005 39 27 12 70%
January 2006 26 8 18 44%
February 2006 20 6 14 30%
March 2006 15 4 11 25%
Total 100 45 55 45%
X*=30
P<0.01

The positive result of RSV-Respi-Kits
appears as two dark red lines due to
presence of RSV- antigen in test samples,

compared to negative result which shows
only one dark red line (Figure 1).

Figure 1: RSV-Respi-test appears as two dark red lines due to presence of RSV-
antigen in nasal/ throat swabs, compared to negative result which shows only one
dark line.
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Forty one Infants who were suffering
from acute bronchiolitis and pneumonia
were examined for presence of both HRSV
antigen and antibodies. Results revealed that
(54%) of patients were positive HRSV
antigen in the nasopharyngeal swabs by
using Respi-test kit but 46% samples were
negative for HRSV antigen which was 46%.
Thirty four (34) serum samples of the same
patients showed positive result for anti

HRSVantibodies which make 83% of the
tested sera. Twenty patients were positive
for both HRSV antigen and antibodies
constituted about (50%) of the tested sera.
The result showed statistically high
significant difference (P<0.01) among
different age groups, which was high in
group 10 months to one year than other
groups (Table 6).

Table 6: Detection of HRSV antigen and antibodies in Infants with respiratory illness.

No. of Respiratory +ve HRSV | +ve HRSV +ve RSV antigen
i ) . . N .
sample infection Age antigen antibody ve antlbody
No. % | No. % No. % titer
11 Broncholitis | 1-3 months 5 45% 8 73% 4 36%  263.5+125
9 = 4-6 months 5 65% 8 89% 5 56%  527+196
3 = 7-9 months 1 33% 3 100% 1 33% 67
2 = 10-12 months 1 50% 2 100% 1 50% 308
6 Pneumonia | 1-3 months 3 50% |4 67% 2 33%  1204£21.2
3 = 4-6 months 2 67% 2 67% 2 67%  489+379
2 = 7-9 months 2 100% | 2 100% | 2 60%  354+180
5 = 10-12 months 3 60% 5 100% 3 60% 1410829
41 22 54% 34 83% 20 50% 440
L.S.D=766
P<0.01
Discussion

Human respiratory syncytial virus
has been recognized as most important
causative agent of serious respiratory
tract infection in infants and young
children . It account for approximately
50% of all pneumonias © and about
70% of bronchiolitis, hospitalization are
associated with HRSV infection in
developed world and in Europe, HRSV
accounts for 42 - 45% of hospital
admissions for lower respiratory tract
infections in children younger than 2
years of age'®.

In Iraq, pediatricians recognized an
increasing number of infants with
bronchiolitis and pneumonia as reported
in hospital admission in winter months
®) Our study is the first in the country to
records the presence of RSV in
respiratory tract infection in infants by
detection of RSV viral antigens and
specific viral antibodies in ill Infants.

The antibodies which was found in
children with other disease condition,
could be due to previous RSV infection
or may be a maternal type of antibody as
reported in other studies” who
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mentioned that the presence of specific
HRSV antibodies in the sera of all full-
term newborn due to transplacental
transfer of maternal antibodies. The level
of these antibodies decline slowly during
the first few months of life and it is
believed that after 7 month of age the
detectable antibodies are usually due to
natural HRSV infection®. Also breast-
fed Infants have the added benefit of
maternal antibodies in form of colostrom
and milk ®. However, the presence of
antiHRSV in Infants without signs of
respiratory tract may be due to
asymptomatic infection with HRSV %,

The detection of antiHRSV in sera
of patients with different kind of cancer
indicated that these patients were
probably infected with HRSV; this result
is higher than the result obtained in other
study ' who reported 37% in cancer
patients, and agreed with other studies
12 who explained the high infection in
immunocompromized patients since they
are more susceptible to HRSV infection.
Also these patients are able to shed the
virus for a longer period of time than the
normal Infants ¥, In addition, the
patients are usually under
immunosupressing drug therapy which
causes  suppression of  immunity
accompanied by slow recovery and
causes prolonged shedding of the virus
from the respiratory tract .

The highest percentage of antibodies
was detected in infants with pneumonia.
Our result agreed with other study ©
who indicated that 70% of broncholitis
associated with HRSV, but our results
were higher than others ® who found 42
- 45% and this may be due to difference
in the virulence of the virus and many
other stress factors.

Also we noticed differences in titer
of anti HRSV antibodies depending on
the age of the patients tested which was

IRAQI JOURNAL OF MEDICAL SCIENCES

low in infants from 1-3 months but the
titer increased when infants becomes
older, this may be due to developing
antibodies which received as low titer
and also to low of transfer maternal
antibodies from mother to infants
through the placenta'”, also the blunted
antibody response may be due to the
relative antibody response or due to
secondary relative immunologic
immaturity of infants or due to
suppressive  effect of  maternally
transmitted  transplacental  antibody
which cause a non responder for the
RSV,

The titer of antibodies is
significantly higher in infants with
bronchiolitis infection than with
pneumonia, these may depends on the
disease condition as in acute or active
phase than in advanced phase
(pneumonia), these results agree with
other studies"”.

From the accumulative total
samples examined (184) serum samples
the incidence of HRSV infection was
62% and high percentage was in infants
with respiratory tract infection (79%)
followed by cancer patients (69%).

The second part of our study was
to detect RSV antigen in nasopharyngeal
secretion using Respi-test and indirect
ELISA. The result of present study is
higher than that recorded’ '™, who
detected 31% RSV by using Respi- test
and 34% by using viral culture method,
but in agreement with other'”, who
detected HRSV in 41% of patients
samples using light cycler RT-PCR in
Australia, and with ® who found 42% to
45% of tested samples by using RT-PCR
in European children, but less than that
identified® who recorded 70% in
bronchiolitis patients hospitalized in
U.S.A. by using RT-PCR, studied the
infection rate in Huston state showed

17



Respiratory syncytial virus infection. .. Shony M. Odisho et al.

that 68.8% of infected infants were less
than 12 months and 82.6% during 1-2
years of their life®?.

The high detection rate of HRSV
was in December which is one of the
cold months in Iraq; this agreed with
others ®Y whom found that RSV is a
primary infantile RSV infection and
typically represented as a winter
respiratory tract infection.

Further studies on HRSV in
developing countries such as Indonesia
@2 and South Africa ® and Gambia **
indicated that RSV is a seasonal
prevalent agent and has most frequent
occurrence at the coldest times of year.
These studies are in agreement with our
results.

Results show that 50% of Infant
patients (20 out of 40) were positive for
both HRSV antigens in the nasal/ throat
secretion and antiHRSV antibodies in
their sera. These results indicate that
presence of humeral antibodies doesn’t
appear to play a role in resolution of
viral infection and clinical recovery from
RSV, with virus shedding continues
from the upper respiratory tract. These
results agreed with others which proved
that humeral antibodies did not stop viral
shedding from infected mucosa .
Similarly studies recorded that viral
shedding was blocked in presence of
specific secretary immunoglobulin (IgA)
at time of clinical recovery °. Also the
frequency of lower respiratory tract
infection caused by RSV is significantly
low among children with RSV-
neutralizing antibodies and mainly when
the titer of neutralizing antibodies lower
than 1007,

We recommended to isolate the
RSV in infant and identified the strain
and type present in Iraq which causes
illness.

IRAQI JOURNAL OF MEDICAL SCIENCES
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Comparison between Serum Prolactin Levels Determined by
VIDAS and RIA Techniques

Rayah S. Baban PhD, Yahya Y.Farid PhD.

Abstract

Background: Human prolactin  can be
determined in human serum or plasma
guantitatively by many techniques such as
ELISA, RIA, and ELFA (miniVIDAS).
Objectives: To estimate the strength of
association of total serum prolactin and free
serum prolactin values measured by two
different methods [RIA and VIDAS]. And to
predict the prolactin value measured by RIA
corresponding to a given value by VIDAS.
Methods: Two technical methods VIDAS and
RIA were used in determination of prolactin
level in sera of twenty five women with uterine
fibroid conducted at two laboratories admitted at
Al-Khademyia Teaching Hospital during the
period January 2008 to April 2009. Total and
free serum prolactin was measured by both
VIDAS and RIA using their assay Kkits. Statistical
methods of correlation and regression were used
to compare between the two methods.

Results: The study revealed a highly significant
positive correlations between VIDAS and RIA
total and free serum prolactin, r=0.999,

R? = 0.998, P<0.001, r=0.998, R® = 0.997, P<
0.001 respectively. High linear regression
equations were found between VIDAS and RIA
total and free serum prolactin, y= 0.358x+ 0.57,
R? = 0.998 and y= 0.355x+0.49, R? =
0.997 respectively. The recovery percentages of
prolactin (R %) in two methods were
approximately equal to each other, VIDAS
R%=50.52+0.89% and RIA R%= 50.38+1.57%
respectively.

Conclusion: A highly significant positive
correlation was found between RIA and VIDAS
for both total and free serum prolactin. And high
linear regression equations were found between
the two methods to predict RIA values
corresponding to a given VIDAS value.
Keywords: VIDAS prolactin, RIA prolactin,
PEG precipitation, macroprolactinemia, uterine
fibroid.

IRAQI J MED SCI, 2009; VOL.7 (4): 20-26

Introduction

Prolactin is synthesized as a pre-
hormone with a molecular weight of 26
kDa: when the pre-prolactin is cleaved,
the resulting polypeptide has a molecular
weight of 23 kDa. This monomeric form,
biologically  active, accounts for
approximately 85-95% of the total PRL
present in normal individuals @, but
other circulating species are identifiable
on gel filtration chromatography (GFC):
the “big” PRL (50-70 kDa), a dimeric/
trimeric form variably glycosylated, and
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the “big big” PRL or “macroprolactin”
(150- 170 kDa), mainly a complex
between monomeric PRL and an anti-
PRL immunoglobulin G (1gG) “*, in
some cases a covalently or non-
covalently  bound  aggregate  of
monomeric  PRL  molecules  with
increased  glycosylation ©®. In normal
population the big PRL accounts for less
than 10% of circulating PRL, whereas
the macroprolactin represents a small
(less than 1%) amount of total PRL.

In particular cases (mainly in sera
from hyperprolactinemic subjects) the
relative proportions of circulating forms
can be quite different: macroprolactin
can represent even the 90% of
circulating PRL ®. Macroprolactin is
cleared more slowly than monomeric
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PRL and hence accumulates in the
serum. It is generally believed that
macroprolactin has a low or absent
biological activity in vivo, because it
cannot cross the endothelium and reach
the cell surface receptors © %)

The  reference  method  for
demonstration and quantification of high
molecular mass forms of PRL is the
GFC, but it is time-consuming and
expensive for routine use. An alternative
technique, more usually employed, is the
polyethylene glycol (PEG) precipitation.

The PEG is able to precipitate large
molecular mass proteins; in this way,
after the precipitation of macroprolactin
by PEG, the supernatant should contain
prevalently the monomeric PRL form.

Afterwards, the PRL levels are
measured, in serum and in supernatant,
with the immunometric assay used in the
laboratory. The results of PEG test,
interpreted on the basis of the percentage
of PRL recovery (R %), allow to detect
the macroprolactin interference and,
furthermore, to obtain an estimate of
(rpzt))nomeric, biologically active, PRL

Prolactin can be determined in
human serum or plasma quantitatively
by many techniques such as ELISA,
RIA, and ELFA (miniVIDAS). The
assay principle of VIDAS prolactin is an
automated quantitative test for use on the
VIDAS instruments, for the enzyme
immunoassay using ELFA technique
(Enzyme linked fluorescent Assay)
[VIDAS Prolactin Kit, REF 30 410]
while the assay principle of RIA
prolactin is based on the competition
between unlabelled hPRL and fixed
quantity of [** 1] labeled hPRL for a
limited number of binding sites on a
specific antibody “?° I] RIA KIT (REF:
RK-553).

IRAQI JOURNAL OF MEDICAL SCIENCES

Subjects and Methods

The study was conducted during the
period from January 2008 to April 2009
on twenty five women diagnosed with
uterine  fibroids in Obstetrics and
Gynecology  department at  Al-
Khademyia Teaching Hospital. They had
different clinical presentations like
amenorrhea, menstrual disturbance, and
galactorrhea. All of them were sent for
MRI to exclude the presence of pituitary
adenoma and abdominal ultrasound to
confirm the diagnosis of uterine fibroid.

Ten milliliters of blood were
aspirated from each patient in order to
estimate the level of prolactin in their
sera prior to the operation [myomectomy
or hysterectomy]. Blood sample was left
to clot at room temperature and then
separated by centrifuging at 800 xg for
10 minutes. Each patient serum was
divided into two parts and sent to two
different laboratories to evaluate the total
serum prolactin and free prolactin after
precipitating with Polyethylene glycol
(PEG 8000) by miniVIDAS and RIA
techniques. The VIDAS Prolactin was
determined by using ELFA technique
(Enzyme Linked Fluorescent Assay)
(VIDAS Prolactin Kit, REF 30 410),
while the RIA Prolactin was determined
using [*° 1] RIA KIT) (REF: RK-553).

The PEG 8000 precipitation test was
performed according to the method
proposed by Fahie-Wilson and Soule .
Two hundred micro liters of a 25% PEG
8000 solution was added, at room
temperature, to equal volume of serum
and was centrifuged (after thorough
vortex mixing) at 1800 x g for 30 min at
20 °C. Prolactin was measured, without
delay; in the supernatant obtained after
PEG precipitation using the miniVIDAS
and RIA, after correction for dilution,
were compared with those obtained from
untreated serum.

21



Comparison of Serum Prolactin by two methods. ... Rayah S. Baban et al.

The results of PEG test were
expressed as PRL recovery. In
agreement with literature data ¢+ 13 14,
we assumed an R% value <40% as
indicative of presence of substantial
amounts of macroprolactin in serum
(macroprolactinemic subjects); on the
contrary, a R% value >60% was
considered indicative of substantial
absence  of  macroprolactin  (true
hyperprolactinemic subjects).

Results

Table 1 shows the meantSD for
total serum prolactin and free serum
prolactin measured by two methods. The
meantSD of total serum prolactin
measured by VIDAS technique was
found to be higher than that of the same
sample measured by RIA technique
(389.14+160.85 ng/ml, 138.86+58.76
ng/ml respectively). And also after
precipitating with PEG 8000, VIDAS
free serum prolactin meantSD was
higher in same sample measured by RIA
technique (192.55+80.04 ng/ml,
68.34+28.80 ng/ml) respectively.

A highly significant positive linear
correlation was found between VIDAS

and RIA total serum prolactin (r=0.999,
R? = 0.998, P<0.001). And after treating
samples with PEG 8000, the VIDAS and
RIA free serum prolactin measured also
revealed a highly significant positive
linear correlation (r=0.998, R? = 0.997,
P<0.001) (Table 2).

In  order to confirm these
correlations, a highly significant linear
correlations was found between VIDAS
and RIA total serum prolactin with linear
regression equations (y= 0.358x+ 0.57,
R? = 0.998) (Figure 1) as well as
between VIDAS and RIA free serum
prolactin when measured by the same
two techniques (y= 0.355x+0.49, R?=
0.997) as shown in (Figure 2).

The mean values of recovery
prolactin  percentage (R %) were
approximately the same in both VIDAS
and RIA techniques for all patients
(50.52+0.89, 50.38+1.57) respectively
(Table 3). It means that all samples do
not contain macroprolactin and both
techniques give the same results
approximately.

Table 1: A descriptive analysis for total serum prolactin(Total S.PRL) and free
serum prolactin (Free S.PRL) measured by VIDAS and RIA techniques. (n=25)

Serum prolactin meanzSD (ng/ml) Range(ng/ml)
Total S.PRL 389.14+160.85 101.34-589.43
< | FreeSPRL 192.55+80.04 51.76-295.99
>
Total S.PRL 138.86+58.76 33.26-213.83
é Free S.PRL 68.34+28.80 17.52-107.1

Note: meanzSD is mean + standard deviation.

IRAQI JOURNAL OF MEDICAL SCIENCES
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Table 2: Correlations for both total serum prolactin and free serum prolactin
measured by VIDAS and RIA techniques.

- 95% R?
serum prolactin r p t Confidence Interval
Lower Upper
Total S.PRL(ng/ml)" 0.999 [ <0.001 [119.218| 0.359 0.372 | 0.998
Free S.PRL(ng/ml) ~ 0.999 | <0.001 | 88.639 0.351 0.368 | 0.997

<+ Correlation between total serum prolactin measured by VIDAS and RIA technique.
» Correlation between free serum prolactin measured by VIDAS and RIA technique.

Table 3: Recovery prolactin percentages measured by VIDAS and RIA techniques

(n=25).
Recovery prolactin percentages mean+SD Range P value
VIDAS (R%) prolactin 50.52+0.89 48.92-52.62 Not
RIA (R%) prolactin 50.38+1.57 46.61-53.05 Not
Note: R%= Recovery prolactin percentage
. 250
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Figure 1: Correlation with linear regression line between VIDAS and RIA total
serum prolactin levels.
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Figure 2: Correlation with linear regression line between VIDAS and RIA free
serum prolactin levels.

Discussion
Hyperprolactinemia is a common
problem encountered in reproductive
disorders “®. The understanding that
prolactin hypersecretion not only causes
galactorrhea and amenorrhea but also
gonadal dysfunction and infertility led to
Hg)a wider use of prolactin estimations
All methods for measuring prolactin
show some  cross-reactivity — with
macroprolactin, and the extent to which
it contributes to the measured prolactin
concentration depends on the choice of
reagent antibody. Because the presence
of macroprolactin does not appear to
contribute to the hyperprolactinemic
syndrome in the majority of patients, it is
important to raise awareness of the
problem in clinical chemistry
laboratories and with physicians *".
Confirmation of the presence of
macroprolactin can be made by gel
filtration chromatography, but this is
time-consuming, costly, and beyond the
scope of most clinical laboratories.
Laboratories in the United Kingdom
have been using mainly PEG

IRAQI JOURNAL OF MEDICAL SCIENCES

precipitation techniques to identify
macroprolactinemia®”.  As highlighted
in these twenty-five clinical cases,
macroprolactin needs to be identified
early in a patient’s work-up to avoid
unnecessary, costly, and invasive
procedures.

All patients in this study were with
elevated prolactin level in their sera
(table-1) although they were all non
pituitary adenoma patients and they were
all with uterine fibroid (ectopic or extra
pituitary secretion). Nowak et al. 1993
have investigated the actions of several
hormones known to stimulate PRL
secretion by the pituitary gland or
decidua on PRL secretion by
leiomyoma-derived smooth muscle cells
(SMC) in monolayer culture. They
conclude that leiomyomas express PRL
mRNA in vivo and that leiomyoma-
derived SMC in culture continue to
express the PRL mRNA and secrete PRL
in the absence of ovarian steroids. PRL
secretion by SMC in culture appears to
be modulated primarily by changes in
cell density “®. Szécsi et al 2006
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investigated via HPLC-RIA
determinations of intratissular
concentrations of eleven main steroid
hormones. The data verify that the
determination of intratissular steroid
concentrations by HPLC-RIA methods
may identify even the most peculiar
hormone sources and the hormone
profiles facilitate studying
pathophysiology of ectopic endocrine
tumors ™9,

PEG precipitating method was used
to determine the prolactin R% and to
identify the prolactin profile present in
their serum. PEG pretreatment yielded
results that correlated best and are
recommended as the first-choice
alternative to GFC (gel filtration
chromatography) ©%

Two techniques in this study were
used to predict which one is faster in
clinical diagnosis. VIDAS prolactin
assay needed only 40 minutes to
generate results while RIA prolactin
assay needs 120 minutes and 2 days to
generate the results. So time consuming
is less in VIDAS than RIA technique.
Although both VIDAS and RIA
techniques gives almost the same linear
regression equations (figure-1 and 2) and
significant positive correlations (table-2)
when samples underwent assay before
and after PEG 8000 treatment.

As mentioned in VIDAS prolactin
kit leaflet, when VIDAS compared with
other test methods, a correlation was
established between VIDAS PRL kit and
enzyme immunoassay (x), r=0.984, and
y VIDAS PRL= 110 x + 581
(Biomerieux, VIDAS PRL, 07325J)-GB-
2004/09).

Batra et al 1989 made a comparison
between HPLC and RIA methods in
measuring the AZT (Zidovudine) level
after oral administration. The results of
the two methods did not correlate

IRAQI JOURNAL OF MEDICAL SCIENCES

statistically (correlation coefficient =
0.79) . The zero, one and two hours post
administration of Zidovudine serum
levels were also compared. The
correlation coefficients were 0.20, 0.75,
and 0.68 respectively. They concluded
that results obtained by the RIA method
did not correlate well with the HPLC
method. The variation was not
consistent. The RIA method values were
consistently higher for the one hour and
two hours post ingestion levels .

Barlow et al 1986 used an enzyme-
linked immunosorbent assay (ELISA) to
evaluate serum alpha-fetoprotein in the
antenatal screening for fetal open neural
tube defects. They concluded that The
ELISA method was simple, required
about one quarter less operator time than
the RIA and enabled results to be
generated in one day rather than the two
days required by RIA. The ELISA
method is a suitable alternative to RIA
for routine use in screening for fetal
neural tube defects %2,
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Abstract

Background: Breast cancer incidence differs
among women of different racial/ethnic
groups. Several HLA alleles are associated
with susceptibility or protection in Breast
cancer, the particular allele varies depending
on the racial groups.

Objectives: This study was established to shed
light on the possible association of HLA class
Il alleles with BC in Iraqgi female patients.
Subjects and Methods: The study included 60
subjects: 30 breast cancer patients, 12 patients
with benign breast lesions as first control and
18 apparently healthy subjects as second
control. Polymerase chain reaction-specific
sequence primers (PCR- SSP) assay was
conducted to assess HLA- typing.

Results : A survey of the distribution of HLA-
DR and HLA-DQ alleles frequencies yielded

Introduction

Human based studies have
suggested that the host genetics
predisposition is important in disease
pathogenesis and protection, and
considering the importance of immune
surveillance during tumorigenesis,
some individuals who inherit specific
alleles or haplotypes of the highly
polymorphic human leukocyte antigen
(HLA) system may be exposed or may
resist to specific types of cancers .

Breast cancer incidence differs
among women of different racial
and/or ethnic groups, and accordingly,
several HLA associations have linked
HLA system with susceptibility or
protection in the disease. However, the
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no evident of positive association between
class Il alleles and BC as compared with both
control groups, but there was appreciable
significant decrease in the frequency of
DR*010101,0102,0201-0204,04-13 and
DQB1*0401,02 alleles in BC patients as
compared with healthy control (P=0.031).
Conclusions: These findings demonstrated
that HLA- DR*010101, 0102, 0201-0204, 04-
13 and DQB1*0401, 02 alleles may confer
protective effects against BC.

Keywords: Breast cancer, HLA allele, PCR.

IRAQI J MED SCI, 2009; VOL.7 (4):27-32

studies have been consistent with
respect to the influence of these alleles
in immune clearance of tumor cells in
a way that could affect BC
development. Therefore, HLA
genotypes have been suggested to be a
biologically based risk factor for BC ©
. In the present study, the
polymorphism of HLA-DR and -DQ
alleles was analyzed in a sample of
Iragi females with BC using the PCR —
SSP method.
Subjects and Methods
Subjects:

Thirty breast cancer female
patients (invasive ductal carcinoma,
invasive lobular carcinoma and in situ
ductal carcinoma), with an age range
of 28 - 73 years, were eligible for this
study. The patients were admitted for
surgery at Al-Kadhimiya Teaching
Hospital and Nursing Home Hospital
(Medical City) in Baghdad, for the
period March 2006 - March 2007.
Pathological data (histologic tumor
type grade, tumor stage and lymph
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node status) were obtained from the
medical records of patients and
validated by an experienced
histopathologist.

Two  control  groups  were
included: 12females with benign breast
lesions (BBL) (6 cases with fibrocystic
disease and 6 with fibroadenoma) and
18 apparently healthy females. The
latter subjects had no history or clinical
evidence of any breast lesions and
matched by age and ethnic
backgrounds to BC patients.

Methods:
Blood collection:

Two milliliters of venous blood
with  EDTA as anticoagulant were
collected from each subject.

DNA extraction:

Extraction of DNA from peripheral
blood was done according to the
modified method of Miller ©, using
the EXTRA-GENE-1 kit (BAG-
Germany), which is the most suitable
method for isolation since pure DNA
can be obtained from whole blood in a
short time without the use of toxic
chemicals or solvents.

PCR amplification:

HLA-genotyping was performed
by PCR-SSP according to a method
presented by Olerup and Zetterquist ©
19 using low resolution typing kits
(HISTO TYPE / DNA-SSP Kits-BAG-
Germany). Appropriate amounts of
DNA and Taq polymerase
(Recombinant Taq polymerase from
QIAGEN-company) were added to
pre-aliquoted primers and PCR
conditions were set according to the
manufacturer instructions.

Detection of PCR products:

PCR products were loaded in 2 %
agarose gel containing 0.5 mg/ml
ethidium bromide, electrophoresed for
25 min at 12 V/cm, and examined
under ultraviolet light. The individual

alleles were assigned for the specific
pattern of appropriately sized bands.
Statistical analysis

The results were presented in terms
of percentage frequencies, and alleles
showing variations between patients
and controls were further presented in
terms of odds ratio (OR), etiological
fraction (EF) and preventive fraction
(PF). The significance of these
differences were assessed by fisher's
exact probability (P) ‘112,

Results

In this study the mean age of BC
patients was 48.1 years with a range of
28 - 73 years, while the mean age of
BBL was 35.33 years with a range of
21 - 50 years.

In the PCR-SSP method, 24 HLA-
DR and 8 HLA-DQ specific primer
mixes were employed as well as, a
negative control and ladder mixes. A
successful amplification resulted in the
generation of a defined length band as
a positive internal control in all lanes
except the negative control lane, and
when there was no amplification, there
was no band. In addition, a positive
specific amplification resulted in the
generation of a specific band in
addition to an internal control band
(Figure 1).

The observed percentage
frequencies of HLA-DR and DQ
alleles in the investigated groups are
given in tables land 2 respectively,
while allele showing a significant
variation is presented in table 3. A
survey of the distribution of HLA-DR
and HLA-DQ alleles frequency yielded
no evident of positive association
between class Il alleles and BC, but
there was significant decrease in the
frequency of DR*010101, 0102, 0201-
0204, 04-13 and DQB1*0401, 02
alleles in BC as compared with healthy
control (P=0.031) table 3.
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Figure 1: Electrophoresis of HLA-DR and DQ alleles’ amplification by PCR-SSP. The
first line represent the HLA-DR genotyping was obtained by using primers that detect the
following alleles as they were present in the numbered wells, respectively: 1= DR1,-,
DR103 ; 2= DR15(2),-, DR2, DR16(2),2,- ; 3= DR17(3),3,- , DR18(3), DR 17(3) ; 4=
DR4,- , DR4 ; 5= DR7,- ; 6= DR9,- ; 7= DR8,-, - , DR8 ; 8= DR10 ; 9= DR 11(5),- ,
DR11(5) ; 10= DR12(5),- ; 11= DR13(6).- ; 12= DR13(6) ; 13= DR,- 14(6) ; 14=
DR14(6),- ; 15= DR14(6),- ; 16= DR1403,14(6), -, DR13(6) ; 17= DR 1404,14(6),- ; 18=
DR 14(6),- ; 19= DR-6 ; 20= DR 14(6) ; 21= DR8 ; 22= DR6 ; 23= DR14(6),- ; 24=
DR14(6),-. The second line represent the HLA-DQ genotyping was obtained by using
primers that detect the following alleles as they were present in the numbered wells,
respectively:1= DQB5(1) , DQB6(1), DQB6(1) / 1/ - ; 2= DQB2 ; 3= DQB7(3) / -,
DQB8(3) /-; 5=DQB9(3) / 3/-;6=DQB7(3)/ -; 7= DQB8(3) ; 8= DQB4.

Table 1: Observed percentage frequencies of HLA-DR alleles in healthy controls,
breast cancer patients and benign breast lesion.

Specificities Healthy Cases (breast Benign breast
controls Ca) (n=30) lesion (n=12)
(n=18)

HLA-DR-Allele - - - - N| %

DR*010101,0102,0201- 4 22.2 0 0 2 (16.7

0204,04-13

DR*030101,0102,04- 4 22.2 3 10 3| 25

07,09,11-16,18-26,28

DR*040101,0102,0301- 4 22.2 9 30 3| 25

11,13,16,17,19-20,23,24,26-

30,32-35,38-53

DR*070101-9,10N 4 22.2 9 30 3| 25

DR*080101-07,10-14,16- 2 11.1 3 10 1|83

19,22-24,26-30
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DR*100101,0102 2 111 3 10 1] 83
DR*110201,0202w,1401,140 2 11.1 3 10 1|83
2,21

DR*131402w 1 5.6 3 10 1|83
DR*1317,67 0 0 3 10 0 0
DR*1320,24,29,63 1 5.6 3 10 1] 83
DR*1346 1 5.6 3 10 1|83
DR*140301,0302,12,12,27,4 1 5.6 3 10 1] 83
0/*1318

DR*150101-12,14-16 5 27.8 9 30 3| 25
DRB5*0205 1 5.6 3 10 1|83
Blank 4 22.2 3 10 2 116.7

Table 2: Observed percentage frequencies of HLA-DQ alleles in healthy controls,
breast cancer patients and benign breast lesion.

Specificities Healthy Cases (breast | Benign breast
controls Ca) (n=30) | lesion (n=12)
(n=18)
HLA-DQ-Allele N % N % N %
DQB1*030302,030303,06,12,15 | 0 0 3 10 0 0
DQB1*020101-0102,0202-04 4 22.2 3 10 3 25
DQB1*030101,030102,09,16 2 11.1 9 30 1 8.3
DQB1*030201,030202,030501- |2 11.1 6 20 1 8.3
0503,07,08,11
DQB1*0310 1 5.6 3 10 1 8.3
DQB1*0401,02 4 22.2 0 0 2 16.7
DQB1*050101-050302,0504 3 16.7 6 20 2 16.7
DQB1*060101-0103 1 5.6 3 10 1 8.3
DQB1*0602-18,20-22,24-26N 3 16.7 6 20 2 16.7
Blank 16 88.8 21 70 11 91.7

Table 3: HLA- DR*010101, 0102, 0201-0204, 04-13 and DQB1*0401, 02 alleles
showing significant variations between breast cancer patients and healthy controls.

Patients Healthy Statistical
HLA-allele controls evaluations
N % N | % Odds | PF P
ratio

DR*010101, 0102, 0201-0204, |0 0 4 1222 |01 0.22 | 0.031
04-13

DQB1*0401, 02 0 0 4 1222 |01 0.22 | 0.031

PF: Preventive fraction: P: Fisher's exact two-sided probability.
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Discussion

The role of genetic factors in the
etiology of BC was documented
decades ago. As a result, the
investigative efforts have focused on
the genetic markers of susceptibility to
this disease. In particular, HLA system
play a pivotal role in cellular immunity
and may be an important genetically
determined host trait ™ *¥. This study
is the first attempt on the association
between HLA class Il alleles and BC
in Iragi patients, in which the alleles
were characterized by PCR-SSP.

Although in the current study, there
was high frequency of
DR*040101,0102,0301-
11,13,16,17,19-20,23,24,26-30,32-
35,38-53 and DR*070101-9,10N
alleles with patients as compared to
control groups, it was statistically not
significant. Different results regarding
this association was reported, Ghaderi
et al., in (2001) revealed statistically
significant association between the
disease and DRN1*12 *®. On the other
hand, present result revealed that
DR*010101,0102,0201-0204,04-13
and DQB1*0401,02 alleles showed
significant low frequency in BC
patients when compared with healthy
control, while there was no significant
differences as compared with second
control group.

Present result was in disagreement
with the finding of other studies about
the type of protective allele. The HLA
DRB1*1101 and DQB1*03032 alleles
have been suggested to be protective
against breast cancer “®.  This
difference may be partly explained by
the fact that the patients studied by
Chaudhuri et al., all had early-onset
breast cancer; they were all younger
than 40 years of age. Furthermore,
both groups of patients were belonged
to very different racial groups *".

Also, the discrepancies emerged in
this study compared with other studies
could be, in part, probably due to the

highly modified techniques they used
for the same purposes, e.g, PCR,
however, if the environmental and
genetic factors excluded, which yet to
be elucidated, the small number of our
study groups may be a considerable
contributor to these discrepancies,
however, further investigations are
certainly required to shed further light
on this association.

In  conclusion, these data
suggested that HLA- DR*010101,
0102,  0201-0204, 04-13 and
DQB1*0401, 02 alleles may confer
protective effects against BC.
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Proplast in oral and maxillofacial surgery

Ayad A. Hasan FICMS.

Abstract

Background: Proplast is a material designed
for tissue implantation commercially available
through the Dow-corning Corporation. It is a
gray black laminated felt of vitreous or glassy
carbon and Teflon (polytetrafluoroethylene).
The vitreous carbon also called hyperpure or
elemental carbon or pyrolytic graphite, a pure
molecular form of carbon that is pyrolytically
derived from hydrocarbon such as rayon.
Proplast was 1% prepared by Homsy in 1970,
invented in 1968 especially for surgical
implantation. It's manufactured as a tin felt
sheet which is then layered and rolled under
high heat and pressure to form the laminated
block in common clinical use.

Objective: To evaluate the Proplast implant
material in restoration of facial bony contour.
Methods: There were a total of 18 cases with
proplast implant insertion. The mean age of the
patients was 27.9 years. The range was 18-35
years. Data was obtained by prospective study
and follow-up records of patients with the
proplast implant at the department of
maxillofacial surgery at Al-kadhymia Teaching
Hospital for 6 years follow-up duration from
2000-2006.

Result: Proplast is a useful implant material for
the restoration of facial bony contour (success
rate was 88.9%). Sixteen implants were judges
to be stable (88.8%), and 2 implants (11.2%)
were judged to be unstable (removed) due to
infection. In the two infected cases the fixation
was done by wire fixation instead if suture
fixation or spontaneous fixation with an
intraoral approach. Of these 16 stable implants
3 were mobile (18.75%) and 13 implants were
immobile (81.25%), and this is appeared to
depend on the technique of proplast insertion.
Conclusion: Proplast is a useful implant
material for the restoration of facial contour,
There are some technical difficulties, when it is
inserted over areas that are convex such as the
malar prominence and orbital margins, in that it
is difficult to eliminate the edge effect, but this
can be overcome by proper feathering of the
edges of the implant with a sharp scalpel.

Key words: Proplast, porous, alloplastic,
implant.
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Introduction

A number of alloplastic materials,
which are an inert foreign substances
implanted within living tissue, have
been used in oral and maxillofacial
surgery during the last century, none of
which have proved to be entirely
satisfactory. Physicians have been
implanting non-viable substances into
human body since 1565.

Heterogeneous transplants have a
history dating from 1668 when Van
Meekeran reported the successful
transplantation of part of dog's skull to
a cranial defect in Russian soldier.
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Proplast is microporous implant
material, has a porosity of between 70
& 90 volume %, and has high surface
energy. The actual surface area is
approximately 1200x apparent surface
area. The 100-500 p pore size and the
200-250 p  dendritic  interpore
connection allow sufficient
permeability of tissue for effective
metabolic activity; tissue maturation is
demonstrable to the point of osteoid or
actual osseous tissue within the
implant. The ultra porosity enabling as
much as 80% of the implant volume to
become tissue © 2.

Proplast does appear to match up
closely with the criteria of scales
(1953) laid down for implants, those
they:

1. Should not be physically modified
by tissue fluids.
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2. Should not excite an inflammatory
or foreign body cell response in the
tissues.

3. be chemically inert.

4. be non-carcinogenic.

5. Do not produce a state of allergy or
hypersensitivity

6. be capable of being fabricated in the
form required with reasonable ease and
relatively low cost.

7. be capable of being sterilized

Until 1981 there was only one
type of proplast. In 1981 proplast 1l
was introduced , it is a PTFE/
aluminum oxide (which substitute the
vitreous  carbon), therefore, the
conventional proplast was then called
proplast | & the new one is proplast II,
which is white, and , therefore, more
suitable for superficial implants.

It's particularly indicated where
the implant is placed under thin skin,
such as the nasal ridge. Proplast 1l
offers a number of advantages over
other commonly used silicone &
polymethylmethocrylate. 1t is light,
porous, resilient, malleable and easy to
shape. It can be readily sterilized after
shaping. It has been found to integrate
with the surrounding tissues, thereby
minimizing the risk of subsequent
implant migration and extrusion 722,
Patients and Methods

Data was obtained by prospective
study records of 18 patients with the
proplast implant at the department of
maxillofacial surgery at Al-kadhymia
Teaching Hospital.

The mean age of the patients was
27.9 years. The range was 18-35 years.

The study protocol included the
patient name, age, sex, site, cause and
duration of the defect. Clinical
examination, radiographs,
investigations, photographs in anterior
and profile view (preoperatively and
postoperatively), preparation of
proplast I and IlI, placement of the
implant either supraperiosteally or
subperiosteally. Fixation of the implant

(13- 16)

either  spontaneously, or  with
absorbable suture (dexon 3:0), or by
wire fixation (0.35 gauge) by drilling
small holes either side of the implant
with straight hand piece and fissure bur
with irrigation with normal saline,
careful closure in two layers, pressure
pack with gauze for 5 days and
prescription of antibiotics and follow-
up result for 6 years.

Parameters of evaluating the
implant  postoperatively as good,
satisfactory and poor result was done.
Good results mean the deformity was
completely corrected to the satisfaction
of both the surgeon and patient.

Satisfactory mean the defect was
corrected but there was dissatisfaction
of either the patient or the surgeon.
Poor results, when the problems arose
necessitating removal of the implant.

The defective area was examined
and assessed clinically, and
radiographically; these areas include
the Orbit, Zygoma, Nose, Chin and
mandible.

In case of defective orbital bones,
we examined the entire orbital rim, if
there is any scar and tethering in the
area, the position of the eye lid as well
as the presence or absence of the globe
and compared to the sound area. We
also examined if there is any
associated diplopia and the level of the
two orbital sockets. Ocular mobility
was examined and facial nerve
function was assessed by facial
expression.

The Zygoma was examined for the
degree of bone loss, any associated
tissue loss, scarring and tethering of
the tissues. The infraorbital nerve
sensation was test by blunt object for
any sign of paresthesia or anesthesia.
Intraoral examination was done for the
state of periodontium and teeth, and if
there is any communication with the
maxillary sinus. The nose was
examined for the defect, if it is
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associated with bone loss or with
cartilage loss.

The chin area is assessed clinically
depending on the true Meridian of the
face according to the profile of the
patient, and preoperative judgment was
done to the size of the implant.
Examination of the mental nerve
sensation was done by a blunt object.
Intraoral  examination done  for
periodontitis, calculus, presence of
non-vital teeth especially interiorly, the
interdental papillae, as well as the
gingival margins, and the presence of
partial denture or bridge.

In case of defective orbit, the
indications were for cosmetic as well
as elimination of diplopia; in others
due to blow-out fracture.

For the defective zygoma, nose
and chin, the indication was absolutely
cosmetic. For mandibular implant, the
indication was for augmentation of
mandible in  conjunction  with
mandibular  osteotomy  (intraoral
sagittal split) in order to obtain
symmetry of the face as a result of
unilateral hypoplasia of the mandible
in a young female due to fracture
sustained during childhood.

In case of orbital defects, the
numbers of patients were 4. Two were
operated on for the defective roof and
2 were operated on for the defective
floor. For the roof a subperiosteal
pocket was created to receive the
implant by a traditional approach
through the eye brow. The remaining 2
patients were operated on for the
defective floor of the orbit by an
infraorbital approach with the skin
crease and insertion of the implant
subperiosteally.

For nasal bone defect the numbers
of the patients were 4. Two were
approached through the skin by
supranasal flying bird incision at the
nasion, and 2 were approached
intranasally by intercartilaginous
approach.

For zygomatic bone defects,
number of patients were 4, all were
approached intraorally be a horizontal
incision through the mucosa, a lightly
below the depth of the vestibule on the
lip side above the canine- premolar
teeth. For chin implants, numbers of
patients were 5. All approached
intraorally by degloving incision, a
horizontal incision one inch long
through the mucosa midway between
the depth of the vestibule and the wet
line of the lower lip. Only one patient
was operated on for mandibular
augmentation. This proplast was used
in conjunction with sagittal split of the
mandible (intraoral approach, RT.
Side), and the augmentation done to
LT. side by intraoral approach through
the mucosa, midway between the depth
of the vestibule and the wet line of the
lower lip, slightly to the left side.
Result

There were a total of 18 cases with
proplast implant insertion. Seventeen
were males (94.4%) only one female
(5.6%). The mean age of the patients
was 27.9 years; the range was 18-35
years. We operated on the orbit (4
cases = 2.2%), nose (4 cases = 22.2%),
chin (5 cases = 27.7%), zygoma (4
cases = 22.2%), and mandible (1 case
= 55%). The higher number of
proplast was inserted in chin area, and
the least number of proplast was
inserted in mandible.

The causes of the defects are war
injuries, road traffic  accidents,
congenital (contour lack), civilian
injuries and fracture mandible. The
higher cause was due to war injuries
(55.5%) = 10 cases.

We used proplast type | (black
color) in one case only (mandible) and
proplast type Il (white color) in 17
cases (94.4%). AIll proplast Il are
preformed and did not require any
carving, while proplast | required
preoperative carving.
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Two implants (11.1%) were
impregnated  preoperatively  with
blood, one for nose and the other for
orbital floor. Two other implants were
impregnated with antibiotic solution
(penicillin), one for the roof of the
orbit and the other for the nose. The 14
remaining implants (77.8%) were
unimpregnated with any solution.

Fifteen implants (83.3%) were
inserted  subperiosteally, and 3
implants  (16.7%) were inserted
supraperiosteally. The supraperiosteal
implants were inserted in cases of
zygomatic implant (1 case), and chin
implants (2 cases).

The implants were stabilized in
their places by three methods; 8
implants (44.4%) stabilized
spontaneously, and these include; roof
of orbit (2), nose (2), chin(#) and
mandible(1), 8 implants were fixed by
sutures as follows: floor of orbit (2),
both fixed with dexon suture 3:0 with
the soft tissues, nose (2), with silk
suture 4:0 transcutaneously and in one
case; as well as suture fixation, it was
fixed with a T-shaped gypsona on the
nose for 14 days.

Zygomatic implants (3), with
dexon suture 3:0 with the soft tissues,
chin (1), with dexon suture 3:0 with
soft tissues. Wire fixation (gauge 0.35)
was used in 2 cases (11.2%), one for
the chin and the other for the
zygomatic implant.

Regarding the contour evaluation
of the implant postoperatively, a good
visible contour was one which was
asymmetry in cases where there had
been asymmetry or bony defect. We
included here the nose and chin for
proper contouring. There were 10
implants (55.6%) evaluated as a good
contour, these include: orbit (3), 2 for
the roof and 1 for the floor, nose (2),
zygoma (2) and chin (3 cases). 8
implants evaluated as improved
contour (44.4%), these include: orbit (1

case) for the floor, nose (2 cases),
zygoma (2), chin (2) and mandible (1).

There was no implant evaluated as
worse, or no change occurs.

The colour change of the skin
overlying the implant was regarded
either satisfactory (no visible colour
through the skin), or unsatisfactory
(visible colour through the skin).
Satisfactory  colour was  100%
postoperatively stable implants were
16 (88.9%), unstable (removed) were 2
(11.1%), one chin implant and one
zygomatic implant, of these 16 stable
proplast, 13 (81.25%) were immobile,
and 3 (18.75%) were mobile (2 nasal
&1 chin implant). Mobile proplast here
means not true mobility, but shifting of
its position (migrated but still fixed).
Of the 18 implants there were 8
(44.5%) palpable margins of the
proplast (floor of the orbit 2, nose 2,
zygoma 3 and chin 1. Regarding the
visibility of the palpable margins, there
were 3 visible margins (37.5%) and 5
not visible margins (62.5%). The
visible margins were present in nasal
implants (2 cases) and in zygomatic
implants (1 case).

In evaluating the degree of
satisfaction, good results obtained in 7
implants (38.9%), satisfactory results
were 50% (9implants) and poor results
were 11.1% (2 implants). Good results
obtained for the following areas:
Mandible (1 case), Orbital floor
(2cases), Nose (2 cases) and Chin (2
cases). Satisfactory results obtained for
the following areas: Roof of the orbit
(2), Nose (2), Zygoma (3) and chin (2).

Poor results occurred with the chin
implant (1 case) and zygomatic
implant (1 case).
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Figure 1: A. Proplast 1. implant in a form of block, as it appears
form it 's box . B. The Proplast implant is supplied non-sterite in
an autoclavable duble wrap package. This is the 1st wrap

package. C. The 2nd warp package.

Discussion

Proplast is a useful implant for the
restoration of facial contour. There are
some technical difficulties when it is
inserted over areas that are convex
such as the malar prominence and
orbital margins, in that it is difficult to
eliminate the edge effect; in post-
traumatic cases it seemed that slight
under building of the contour gave a
better appearance than the reverse.
When it came to restore concave
defects it was excellent. In 17 cases we
inserted proplast Il (white colour) and
in a case we used proplast | (dark
colour). The cause of this large
difference is due to mandatory use of
the proplast Il in thin skin areas which
include the orbit (4 cases), nose (4
cases) and zygoma (4 cases), and in 5

cases of the chin implants we also used
proplast Il due to its preformed shape
availability in our department. Only in
one case we used proplast | (dark
colour) for the mandible, this is
because here we can use proplast | due
to presence of thick skin over the
implant, and also we used it because
we want a special thickness to get
symmetry of the face in the patient we
operated on, and this is achieved by
careful carving of the implant and
compared to the contralateral area until
we get the desired shape and thickness.
In this study, 2 implants were
impregnated  preoperatively  with
blood, and this is taken from the same
patient by intravenous aspiration of 5cc
with a needle and injected it directly to
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the proplast. In another 2 implants we
impregnated them by an antibiotic
solution (penicillin) by using vacuum
pressure in a 50cc syringe. In the
remaining 14 implants we didn't
impregnated them in any solution.
Reasons for impregnating only 2
implants with blood is due to the
thought of some investigators who
suggested that preimpregnating the
proplast with blood might promote
granulation tissue penetration into the
sponge interstices. But this thought is
intriguing and there has been no clear
experimental evidence to support this
concept. In addition, because does not
rapidly "soak up" fluid like a sponge,
blood must either be injected directly
into it or forced into it by vacuum
impregnation. The former technique
may not give uniform perfusion and it
may be laborious; the latter technique
IS cumbersome in an operating room. If
these maneuvers were shown to have
no effect on the fibrous ingrowths and
fixation, then the additional operating
time and risk of contamination would
constitute contraindications to such
pretreatment of proplast implant. In
addition all the investigations did not
confirm any advantages of
pretreatment of the proplast with
blood; therefore, we chose only 2
implants for pretreatment with blood,
to be compared with the dry implants.
Only 2 implants were infused
preoperatively with antibiotic
(penicillin) for the thought that these
measures might decrease the risk of
infection, but this is not clear cut, as
well as some investigators advocated
no pretreatment and confirmed that the
dry implants were superior than others
which impregnated with antibiotics or
blood. The stability of the implant was
judged both with regard to mobility on
palpation and for any tendency for it to
slip completely. Only 2 implants
(11.1%) had to be removed (poor
stability) because of infection. We

agree with Whitaker, 1987 (11.3%
poor stability), and Epstein, 1979
(9.9%). Our results were less than that
of Moss, 1979 (19.2% poor stability),
the cause was due to different
indications. Moss, 1979 used proplast
for augmentation of the temporal
regions in cases of hypertelorism, also
he used the proplast for patients with
secondary cleft lip and palate,
hypoplastic maxillae, and used once in
a post- Le Fort Il osteotomy of the
anterior maxillae and infranasal area.
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Association between TORCH agents and recurrent spontaneous
abortion

Nidhal Abdul Mohymen'PhD, Amal Hussien” PhD, Farouk K.Hassan?PhD.

Abstract

Background:Toxoplasmosis, rubella,
cytomegalovirus (CMV), and herpes simplex
virus (HSV) (TORCH), that can cause illness in
pregnant women and may cause birth defects in
their newborns. These entire infectious agents
induce a shift of immune response during
pregnancy from Th2 to Thl and apoptosis
which can be observed clinically as an abortion
process.

Objective: To find out the significance of
TORCH infection in patients with recurrent
spontaneous pregnancy loss.

Materials and method: A total of one hundred
and nineteen women, ranged from the mean age
(23.9 — 28.5)years, were enrolled in the current
study and were further classified into three
categories: Group A- Recurrent spontaneous
abortion (RSA): n= 62 women, with a mean age
of (28.5 + 0.68);Group B- non- recurrent
spontaneous abortion (non-RSA): n= 34
women, with a mean age of (26.4 £ 0.85)and
group C- Control (successful pregnancy): n= 23

Introduction

Recurrent spontaneous abortion
(RSA) is one of the important
complications in  pregnancy, its
incidence is 0.5-1%, and the etiology
of RSA is varied, and includes maternal
or paternal chromosomal aberrations,

uterine anatomic abnormalities,
endocrine disorders, infections, and
reproductive  autoimmune  defects.

However, the etiology is undetermined
in 40-60% of women with recurrent
abortion ). About half of the concepts
of RSA have an abnormal karyotype ¥,
even though the risk for a spontaneous

abortion in a subsequent pregnancy is
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women, with a mean age of (23.9 + 0.88).
From each patient and control, blood sample
was collected. Enzyme linked immune sorbent
assay (ELISA),using anti CMV/IgG and IgM
,Rubrlla/IgM/IgG ,LHSV/IgM and
Toxoplasma/IgM/IgG was used.

Results: the current study revealed a significant
difference in the levels of each of Toxoplasma
gondii as well as Cytomegalovirus specific
circulating IgM antibodies between group A
and group C (p< 0.05) based on their respective
enzyme linked immuno sorbent assay (ELISA)
Conclusion: In TORCH infections, there was a
significant difference between RSA and control
in acute infection of T.gondii and in the primary
infection of CMV.

Key words: Torch,Recurrent Spontanious
Abortion,Elisa
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increased when a normal embryonic
karyotype is found in abortus material
®_Infection of the uterine lining or
endometrium  with slow growing
bacteria has also been associated with
pregnancy loss in 5-10% of women
with RSA. Certain infectious agents
have been identified more frequently in
cultures from women who have had a
spontaneous pregnancy loss; these
include  Ureaplasma  urealyticum,
Mycoplasma hominis, and Chlamydia.
Other less frequent pathogens include
Toxoplasma gondii, Rubella, HSV,
Measles, CMV, Coxsackie virus and
Listeria monocytogenes, though none
have convincingly. At all any severe
maternal infection which leads to
bacteraemia or viraemia can cause
miscarriage. TORCH {toxoplasmosis,
rubella, cytomegalovirus (CMV), and
herpes simplex virus (HSV)}, that can
cause illness in pregnant women and
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may cause birth defects in their
newborns. These entire infectious
agents induce a shift of immune

response during pregnancy from Th2 to
Thl and apoptosis which can be
observed clinically as an abortion
process . Thus, the aim of our study
is to find out the significance of
TORCH infection in patients with

pregnancy loss.

Materials and methods

A total of One hundred and
nineteen  women  attending  the
Obstetrics and Gynecology department
of Al-Kadhimyia Teaching Hospital in
Baghdad between December 2004 and
August 2005 were the subject of this
study.women, ranged from the mean
age (23.9 — 28.5)years, were enrolled in
the current study and were further
classified into three categories: Group
A- Recurrent spontaneous abortion
(RSA): n= 62women, with a mean age
of (28.5 + 0.68);Group B- non-
recurrent spontaneous abortion (non-
RSA): n= 34 women, with a mean age
of (26.4 + 0.85)and group C- Control
(successful pregnancy): n= 23 women,
with a mean age of (23.9 + 0.88).

From each patient and control
blood sample was collected and serum
was seperated for the estimation of
antibodies against TORCH infection.

Enzyme Linked Immuno Sorbent
Assay (ELISA) Was used according to
the instruction for the detection of:

CMV/IgG/IgM(BioCheck, Inc.

Foster City, CA).

Rubella/IgM/IgG (BioCheck, Inc.

Foster City, CA).

HSV/IgM(BioCheck, Inc.

City, CA).
Toxoplasma/IgM/IgG (BioCheck, Inc.
Foster City, CA).and results were
regesrited as mean optical density (OD)
readings. The mean gestational age
(GA) at the time of abortion for group
A and B was (13.94+ 0.550) and
(15.184+0.937) weeks; respectively, but
the mean gestational age at the time of
delivery in group C was (38.65+0.135)
weeks.
Statistical Analysis

The ANOVA analysis program,
chi-square and the relationship between
the indicators was measured
qualitatively by using the correlation
coefficient.
Results

There was a significant difference
(p<0.05) in the serum level of
Toxoplasma gondii specific IgM among
the three investigated patients groups
(Table 1). The number of positive acute
infection of T.gondii was 15(24.2%) in
group A (RSA) and 5(14.7%) in group
B (non-RSA).

Foster

Table 1: Prevalence of TORCH infection in the three studied groups.

Groups
. A B C Total Chi-Square
Variable | Results | oy |(m=34) |@=23) |@=119) |P value
No (%) | No (%) | No (%)
T.gondii Negative | 52(83.9) | 29(85.3) |21 (91.3) | 102
gG Equivocal | 5 (8.1) 3(8.8) 0 8 0.693
Positive 5(8.1) 2(5.9) 2(8.7) 9
T.gondii Negative | 44 (71) 25(73.5) |23 (100) |92
/1gM Equivocal | 3 (3.3) 4(11.8) |0 7 0.023*
Positive 15(24.2) |514.7) |0 20
IRAQI JOURNAL OF MEDICAL SCIENCES a1
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Rubell Negative | 52 (83.9) | 24 (70.6) | 19 (82.6) | 95
/I“Ge * [ Equivocal |6(9.7) |3(88) |0 9 0.153
g Positive | 4(6.5) | 7(20.6) |4(17.4) |15
Negative | 59 (95.2) | 31(91.2) | 23(100) | 113
ubelld - Equivocal |0 259 |0 2 0.177
g Positive |3 (48) |1(29) |0 4
MV Negative | 56 (90.3) |33 (97.1) [20(87) | 109
oG Equivoeal |3(48) |19 |1@43) |5 0.565
g Positive |3 (48) |0 2(87) |5
MV Negative | 51 (82.3) | 28 (82.4) | 23 (100) | 102
TeM Equivocal | 0 1(2.9) 0 1 0.128
g Positive | 11 (17.7) | 5(147) |0 16
HSV Negative | 56 (90.3) | 29 (85.3) | 23 (100) | 108
oM Equivoeal | 1 (1.6) |1(29) |0 2 0.464
g Positive | 5(8.1) | 4(17.4) |0 9
*=significant (p<0.05)
A significant difference was difference (p>0.05) in the mean values

of ODs was noticed with the other

infections and groups of patients
(Table2).

noticed between group A and group C
(p<0.001) concerning acute infection
with T.gondii and in acute infection
with CMV (p<0.05); but no significant

Table 2 : Comparison between positive TORCH infections in the studied groups.

Sig. between
F test
Variable Groups | n=119 Mea1.10D groups
readingngs = SE P value
P value
groups

T gondii A 62 0.55+0.04 A-B 0.914
IG B 34 0.05 £0.54 >0.05 A—=C 0.814

C 23 0.06 £0.53 B —-C 0.899
T gondii A 62 0.05+0.74 A-B 0.608
TgM B 34 0.06+0.65 >0.05 A=C 0.000%*

C 23 0.03 £0.53 B —-C 0.317
Rubella A 62 0.04 +0.59 A =B 0.151
1G B 34 0.06 +0.69 >0.05 A=C 0.493

C 23 0.08 + 0.53 B —-C 0.080
Rubella A 62 0.04 +0.45 A =B 0.837
TeM B 34 0.04 +0.43 >0.05 A=C 0.315

C 23 0.03 £0.51 B-C 0.284
CMV A 62 0.03 +0.57 A-B 0.275
1eG B 34 0.04 £0.51 >0.05 A=C 0.619

C 23 0.06+0.53 B —-C 0.678
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CMV A 62 0.05+0.64 A-B 0.808
TgM B 34 0.06 £0.58 >0.05 A-=C 0.029*
C 23 0.04 +0.47 B—-C 0.388
HSV A 62 0.04 £0.51 A-B 0.925
IgM B 34 0.06 £0.48 >0.05 A-C 0.999
C 23 0.03 £0.51 B-C 0.954

*= significant different (p<0.05); **= highly significant different (p<0.01);

SE= standard error.

The incidence of TORCH
infection in the first; second trimester
abortion and control was compared.
There was no significant difference
(p>0.05) in the mean values of
infection byT.gondii (IgG); CMV
(IgG); HSV (IgM), between 1st or 2nd
trimester abortion and control and
between 1st and 2nd trimester abortion,
there was no significant difference

abortion and control, as shown in table
3.

In addition, it was found
marginally  significant  difference
(0.05<p<0.1) in the mean of acute and
chronic infection of Rubella between
first and second trimester abortion and
when compared between first trimester
abortion and controls. Furthermore, this
study showed a significant difference

(p>0.05) between infection and (p<0.05) in the mean of acute infection
trimester of abortion, except in acute of CMV between first trimester
infection with CMV and T.gondii when abortion  (0.7£0.06) and control
we compared between first trimester (0.5+0.04).

Table 3: Comparison between TORCH infection in first and second trimester

abortion and control.

Variable Group | n=119 Mean OD =£| F test Sig. between groups
SE p value | groups P value
T. gondii 1st 53 0.7+0.06 1st—=2nd 0.786
(IgM) 2nd 43 0.7+0.05 >0.05 1st —C 0.017*
C 23 0.5+0.03 2nd-C 0.079*
CMV 1st 53 0.7+0.06 1st—2nd 0.138
(IgM) 2nd 43 0.6+0.06 >0.05 1st —C 0.028*
C 23 0.5+0.04 2nd—-C 0.334
Rubella 1st 53 0.7+0.04 1st —2nd 0.086*
(IgG) 2nd 43 0.6+0.05 >0.05 1st —C 0.082°
C 23 0.5+0.08 2nd - C 0.750
Rubella 1st 53 0.6+0.05 1st—2nd 0.062*
(IgM) 2nd 43 0.5+0.03 >0.05 1st —C 0.073%
C 23 0.4+0.03 2nd - C 0.078*

1st= first trimester abortion; 2nd=second trimester abortion;

*=a significant difference; = marginally significant difference.For HSV no notable

results was found
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Discussion

In the current study there was a
significant difference (p<0.05), in the
serum level of Toxoplasma gondii
specific IgM  among the three
investigated patients groups. In Iraq, a
similar result was obtained by Abbas
(2002) " showed that 21.5% of women
with first abortion have positive only
IgM by ELISA test. Al-Fertosi (2006)
® and Salman (2006) © showed that
19.17% of women with single or
repeated abortion by using ELISA test.
In addition, there is more than one T.
gondii strain with difference in
virulence among isolates in the nature
19 This strains difference could be a
potential explanation regarding to the
high prevalence of toxoplasmosis.

In the present study, the relatively
high frequency of toxoplasmosis in
women with abortion could be due to
the sample selection. The samples were
collected from Al-Kadhimyia Teaching
Hospital which is a reference hospital
for the surrounding rural areas where
they have habits in favor of acquiring
toxoplasmosis by eating unwashed raw
vegetables or unpadded fruits. In
addition, in the rural cities there is close
contact with cats and consequent
exposure to sporulated oocysts by
ingestion of these oocysts that
contaminate soil during gardening, or
eating undercooked meat contaminated
with cysts. Moreover, the low level of
education in the women about the risk
factors for toxoplasmosis may play an
important role in the high rate of
infection Y.

Furthermore, in the current study
showed a highly significant difference
between group A and group C
(p<0.001) in acute infection of
T.gondii, but no significant different in
the mean value between group A and B
and between group B and C. It has been
proposed that during pregnancy
,Systemic maternial immune response is
biased in favor of Th2 cytokine

U213 Moreover,Th2 cytokines pattern
of pregnancy induces the susceptibility
to toxoplasmosis infection ,together
with risk of placental infection and
congenital transmission ?.Evidence
from murine and human pregnancy
showed that since Thl type cytokine
mediated pregnancy loss, a shift
towards Thl-type immunity during
T.gondii infection may help to explain
pregnancy  failure  "*'® Thus, a
considerable amount of evidence
suggests that Thl cytokine might well
be implicated in adversely affecting
pregnancy, directly by interfering with
trophoblast survival and function, and
indirectly by activating cell-mediated
immune effecters 7.

This  study, showed a significant
difference (p<0.05) in the mean value
of acute infection of T.gondii between
first trimester abortion and control ,and
found marginally significant difference
(0.05<p<0.1) in the mean of acute
infection of T.gondii between second
trimester abortion and control ;because
when infection occurs in the first
trimester, hormone levels are low and
there is little Th2 bias, the chance of
transmission to the fetus is low,
?llj‘c)hough the chance of abortion is high

Conversely, infection during the
third trimester, when there is a strong
Th2 bias, is unlikely to induce abortion
but more frequently results in
congenital transmission. There is very
likelihood that the Thl response
induced early during T. gondii infection
will induce abortion early in pregnancy.
In contrast, during the late stages of
pregnancy, the strong Th2 bias and the
diminished NK cell, macrophage, and
CD8+ T-cell function may facilitate
parasite survival and increase the
likelihood of congenital transmission
19 The significant difference between
groups might be associated with
placental blood flow, the virulence and
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amount of T. gondii acquired and the
immunological ability of the mother to
restrict parasitemia.

A significant difference between
RSA (group A) and group C (p<0.05)
in acute infection of CMV was seen but
no significant different in the mean OD
values between group A and B or
between group B and C was noticed.
There are many confounding studies
about the association between CMV
infection and pregnancy loss; the
studies showed that HCMV can result
in abortion or stillbirth ',

HCMV act as an immune
modulator through elaborating an array
of immune evasion strategies to avoid
elimination from the host, and its viral
proteins an involved in the regulation of
cellular gene expression and induction
of pro-inflammatory cytokine %

In the current study, there was no
significant difference (p>0.05), in the
serum level of HSV specific IgM
among  the three  investigated
groups.Lutwick et al, (2006) "
reported, that in the world about one
million pregnancies occur each year in
women who have been infected with
HSV-2, but complications occur in only
.01% to .04% of all infected pregnant
women 2.
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Abstract
Background:The basic idea of aphaeresis is
efficient removal of a circulating blood
component, either cells (Cytopheresis) or
plasma  solute (plasmapheresis, plasma
exchange).Thus, the treatment goal of
aphaeresis is to remove the circulating cell or
substance directly responsible for the disease
process by automated cell separators in that
ensure selectively removal of one or more of
blood components from the blood and return
the remainder  to the individual.
Plasmapheresis is separation of plasma from
blood cells which are returned to the body. It is
accompanied by changes in many haemostatic
parameters were found when two different
replacement fluids were used.
Objective:To determine the effect of:
1. Therapeutic Plasma Exchange (TPE) on
selected parameters of hemostasis with each
Replacement fluid used and comparing
between the effects of the two solutions.

2. Total volume of Plasma Exchanged (PE),
spacing between sessions and number of
sessions on coagulation screening tests.

Patients and  Methods:This  clinico-
haematological study was conducted during a
period of six months , from February 2004
to July 2004 at the National Blood
Transfusion Center / Baghdad & 50 patients
underwent Therapeutic Plasma Exchange for
various disorders for 3-12 sessions with two
different replacement fluids were used & two
types of automated blood cell
separators(Haemonetics MCS plus &
Fresenius AS.TEC 204) were applied. Venous
blood samples were collected immediately
before & after the first session & after the last

Introduction
The  primary  objective  of
aphaeresis is efficient removal of a
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session. Control group of 20 persons were
included in this study.

Results: The changes in Prothrombin Time,
Partial Thromboplastin Time, Thrombin Time,
Fibrinogen, Platelets count, Haemoglobin and
Packed Cell Volume were significant after
TPE. There was no significant difference in
changes in crystalloid group from that in Fresh
Frozen Plasma (FFP) group. In crystalloid
group, significant correlation was observed
between Prothrombin Time, Activated Partial
Thromboplastin Time, Thrombin Time &
volume of PE /session, while spacing between
sessions and the number of sessions was
significantly correlated with Thrombin Time.
Plasma fibrinogen concentration and platelets
count were decreased in the patients included
in this study.

Conclusion: There is no significant difference
in changes in haemostatic system whether
crystalloid or diluted FFP was used as
replacement fluid. Thus, crystalloid, solution
devoid from coagulation material can be used
as a replacement fluid in the TPE if the volume
of PE is small which will minimize the usage
of blood components as a safer replacement
fluid substitute.

Key words: fresh frozen plasma, therapeutic
plasma exchange.

IRAQI J MED SCl, 2009; VOL..7 (4):47-60

circulating blood component, either
cell,(Cytopheresis) or plasma solute
(plasmapheresis, plasma exchange).
For most disorders, the treatment goal
is to remove the circulating cell or
substance directly responsible for the
disease  process "2 (antibodies,
immune complexes, abnormal RBCs,
malignant WBCs, platelets, protein-
bound drugs or toxins). @) Current
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automated aphaeresis instrument use
microprocessor technology to
administer an anticoagulant, collect the
treated blood, separate component
either by centrifugation or by filtration,
isolate the desired component or
recombine the remaining component
for return to the patient or donor @
Therapeutic Plasma Exchange (TPE) is
generally associated with rapid (and
repeated) removal of large quantities of
plasma and its associated coagulant
proteins " **+3-%) When coagulant
protein-deficient replacement fluid
such as albumin, saline, or colloidal
starch are used, an acute fall in clotting
factor activity, varying from 40% to
70% of baseline, can be observed
immediately after exchange. This
depletion is usually associated with a
small prolongation in measured
prothrombin time (PT) and activated
partial thromboplastin time (PTT)">9 .
The total amount of PE, spacing in
days between sessions and number of
sessions in the full course of exchange
are the three factors directly related to
the procedure of plasmapheresis & are
expected to affect the outcome of
procedure especially the part related to
gg)rangement of coagulation parameters
Patients and Methods

From February 2004 to July 2004, a
total of 50  patients underwent
Therapeutic Plasma Exchange (TPE)
for wvarious disorders referred to
National Center for Blood Transfusion
during this study period were included.
The study groups included 22 females
and 28 males, with age range from 6
years to 64 years .Those patients
include the followings: (10)
Myasthenia Gravis; (25) Guillian Barre
Syndrome (GBS) ; (5) Chronic

Inflammatory Demyelinating
Polyneuropathy  (CIDP) ; (D)
Pemphigus; (1) Renal failure for
transplantation ; (1) Thrombotic

Thrombocytopenic  Purpura (TTP) ;

(1) Multiple Sclerosis (MS) & (6) Rh-
isoimmunized pregnants . Two types
of automated blood cell separators
(Haemonetics MCS + which represent
an intermittent flow centrifugation
technique — IFC & Fresenius AS. TEC
204 which represent the continuous
flow centrifugation technique - CFC)
were used in this study. No instrument
specific  effects on coagulation
screening tests were detected in this
study.

A course of Therapeutic Plasma
Exchange (TPE) includes 3 to 12
sessions at 1 to 11 days interval. About
1000 ml of plasma was exchanged
each session. A 9% Normal saline used
as a replacement fluid for 25 patients
and FFP was used for remainder ( i.e.
other 25 patients). Blood samples were
collected from the patients before and
immediately after 1% session and
immediately after the last session. PT,
PTT, TT, fibrinogen, platelets, Hb and
PCV performed immediately.

The control group of consist of
20 age & sex matched individuals, for
whom screening tests (Prothrombin
Time  (PT), Activated  Partial
Thromboplastin Time (APTT),
Thrombin Time (TT), Fibrinogen
(FNG), Platelets count, Haemoglobin
(Hb) and Packed Cell Volume (PCV)
had been performed.

Sampling:
Patient Group:

Blood samples were collected
from the patients before and
immediately after the first session and
immediately after the last session. A 5
ml of venous blood was collected by
clean venepuncture in two collecting
tubes, 1.8 ml dispensed in plain plastic
tube containing 0.2 ml of 0.11p
aqueous trisodium citrate dehydrate for
coagulation study. The remaining
blood was dispensed in 2.5 ml
ethylendiamine  tetra-acetic  acid
(EDTA) containing tube  with

IRAQI JOURNAL OF MEDICAL SCIENCES 48



Glimpse on Hemostatic Changes Produced By Plasmapheresis ... Zainab M. Hasan et al

concentrate of 1.5 mg EDTA per one
ml of blood for determination of
platelet count, Hb, PCV and antibody
titration. The citrated blood was
centrifuged at 2000 g for 15 minutes to
get platelet poor plasma (PPP), the
later was wused for performing
Prothrombin  time(PT),  Activated
Partial Thromboplastin time(APTT),
Thrombin time(TT) and fibrinogen
level(FNG). All the tests performed at
Quality Control laboratory in National
Blood Transfusion Center - Iraq.
Control Group:

This study includes a control
group of 20, age and sex matched
healthy individuals. Prothrombin Time
(PT), Activated Partial Thromboplastin
Time (APTT), Thrombin Time (TT),
Fibrinogen (FNG) had been performed.
Haematological screening tests:

All haematological screening tests
were done on the study group include

Prothrombin Time (PT), Activated
Partial Thromboplastin Time (APTT),
Thrombin Time (TT), Fibrinogen
(FNG), Platelets count, Haemoglobin
(Hb) and Packed Cell Volume (PCV)
according to the standard technical
procedures recommended by the
manufacture & consistent with the
international references of practical
hematology *®. All coagulation studies
were performed immediately after
blood collection.

Statistical analysis

Data were translated into a
computerized  database  structure.
Statistical analyses were compute
assisted using SPSS ver. 10 (Statistical
Package for Social Sciences).

Frequency distribution for selected
variables was done first. For variables
that were assumed to be normally
distributed the statistical significance
of mean change observed after
plasmapheresis was assessed by Paired
t-test, while for a non-normally
distributed variable like Antibody titer

Wilcoxon signed rank test was used.
The  statistical  significance  of
difference in mean between the 2
groups was assessed by Independent
samples  t-test. = The  statistical
significance of association between 2
categorical variables in a small sample
size was assessed Fisher's exact test. P
value less than the 0.05 level of
significance was considered
statistically significant.

Multiple regression models was
used to study the independent and net
effect of the total amount of plasma
exchange, number and spacing
between plasmapheresis sessions on
the response variable, which is the
change in coagulation parameters after
the last session compared to baseline.
Result

According to the type of fluid used
to replace the exchanged plasma
subtracted by plasmapheresis in this
study, our patients were divided into
two grouped: First group (Crystalloid
group): 25 patients were included &
for whom the volume of the plasma
subtracted by plasmapheresis was
substituted by crystalloid while the
second group (FFP group): 25 patients
were included & for whom the Fresh
Frozen Plasma (FFP) was used to
substitute the volume of plasma
subtracted by plasmapheresis had been
utilized.

The frequency distribution of the
study sample by reported reason for
plasmapheresis, age, sex & the type of
replacement fluid used were tabulated
(See table 1 & table 2)
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Table 1: Frequency distribution of the study sample with different diagnoses for
plasmapheresis in crystalloid & FFP groups.

. . . Crystalloids group FFP group
Diagnosis (reason for plasmapheresis) No. % No. %
Guillian Barre Syndrome 12 48 13 52
Myasthenia Gravis 3 12 7 28
Chronic Renal Failure 0 0 1 4
TTP 0 0 1 4
Pemphigus 0 0 1 4
Polyneuropathy 3 12 2 8
Multiple sclerosis 1 4 0 0
Isoimmunization 6 24 0 0

Total 25 100 25 100

Table 2:Frequency distribution of the study sample for plasmapheresis by age
and sex in crystalloid & FFP groups.

. Crystalloids group FFP group

Age 1n years No. % No. %
Children (<15) 3 12 0 0
Young Adults (15-49) 17 68 20 80
Older adults (50+) 5 20 5 20
Gender

Female 15 60 7 28
Male 10 40 18 72
Total 25 100 25 100

In this study , patients within the
crystalloid group having abnormally
prolonged PT, PTT, TT after a course
of TPE were as in the followings:
12(60%), 6(25%), 1(4%) respectively,

versus 11(50%) of patients showing
abnormally prolonged PT with no
change in PTT & TT in FFP group(See
table 3)

Table 3: Abnormal prolonged coagulation times with a baseline normal value for PT, PTT &
TT parameters after the first and last session of plasmapheresis in crystalloid & FFP groups.

Crystalloids group FFP grou
Subjects Abnormally Abnormally Abnormally Abnormally
with prolonged after | prolonged after prolonged after | prolonged after
normal | Total | the first session | the last session |Total| the first session | the last session
parameter | No. No. % | No. % No. No. % No. %
PT 20 11 55 12 60 22 9 40.9 11 50
PTT 24 1 4.2 6 25 25 0 0 0 0
1T 25 2 8 1 4 25 0 0 0 0
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On the other hand, patients within
the crystalloid group of this study
having abnormally low value of
fibrinogen, platelets count, Hb and
PCV were as in the followings:
and

3(15.8) respectively versus 1(4%),
4(17.4%), 4(19%) and 7(31.8%)
patients respectively in FFP group as it
listed in Table 4.

2(8%),

2(9.5%),

3(21.4)

Table 4: Abnormal low value for Fibrinogen, Platelet count, Hb & PCV selected
parameters after the first and last session of plasmapheresis in crystalloid & FFP groups.

Crystalloids group FFP group
Abnormally low |Abnormally low Abnormally low | Abnormally
Subjects after the first after the last after the first |low after last
With normal| Total session session Total session session
parameter | No. | No. % No. % No. No. % No. %
Fibrinogen | 25 0 0 2 8 25 0 0 1 4
Platelet
count 21 2 9.5 2 9.5 23 0 0 4 17.4
Hb 14 0 3 214 | 21 1 4.8 4 19
PCV 19 1 53 3 158 | 22 1 4.5 7 31.8

The changes in the all selective
parameter (PT, PTT, TT, fibrinogen,
platelets count, Hb and PCV) are
significant after TPE in crystalloid
group with a P value of < 0.001 but
they are minimal and many values
remain with normal range. There is no
significant difference in the changes in
crystalloid from that in FFP group.

The underlying reasons for the
inability to test all the parameters for
all the groups members included in this
study was due to many reasons mainly
due to insufficient preliminary blood
samples, needs for additional blood
samples for repetition of tests due to
technical errors & others with
impossibility to recall the patients
within the proper time limits because
of poor compliance of the patients &
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the real difficulties because of the
current situation of the country.

In crystalloid group there is
significant correlation between total
amount of plasma exchanged in the
full course of PE and PT, PTT, TT
with a P value 0.004, 0.008 and <0.001
respectively. There is significant
correlation between spacing between
sessions in days and number of
sessions with TT only with a P value
0.04 and 0.01 respectively. In FFP
group all the three factors (total
amount of PE, spacing between
sessions and number of sessions) had
no significant correlation with the
coagulation screening tests. No
bleeding or thrombotic sequel reported
in this study. (See table 5).
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Table 5: The range and mean or median of selected variables by type of replacement fluid used.

Crystalloids group

FFP group
TOfﬁltﬁ?gﬁ?iﬁlj‘?;ifjlffjgf: () ™ Rhesus iso- [(others)Autommune | Immune
immunization) disease diseases
Range (3020 - 6050) (628 - 5128) (2420 - 13764)
Mean 4953.3 2746.8 4316.7
SE 542 293 459
Mean amount of plasma exchanged per
session (ml)
Range (500 - 560) (188 - 1026) (600 - 1966)
Mean 512.3 602.6 849.4
SE 10 57 54
Duration of the full course of
exchanges(days)
Range (30-112) (5-11) (4 - 30)
Median 82 7 7
Spacing between sessions in days
Range (5-11) (1-3) (1-3)
Median 7 2 1
Number of sessions in the full course of
exchange
Range (6-12) 3-7 4-12)
Median 11 5 5
Coagulation screening tests
Control group: Study group:
A 20 age and sex matched control The changes in the after

group

Their PT ranged between

were selected as volunteers.
12-14

seconds, PTT ranged between 30-40
second, the TT ranged between (13-21
sec.) while fibrinogen ranged between

(1.5-4.0 g/L).These

represented

a

normal values of the control group to
which the study groups were compared

statistical calculation
significant or not.

whether
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plasmapheresis after first and last
session are shown in Table 6.
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Table 6: The change in PT after plasmapheresis after the first (acute change)
and last session (chronic change) in crystalloid & FFP groups.

PT (seconds) Baseline | After the Acute | After the Change after the last
first change |lastsession| session compared to
session First
session (Chronic
change)
- baseline
Crystalloid group
Range (11t016)| (12t017) | (0to4)| (12 to 18) (2t03)| (-1t06)
Mean 13.4 14.9 1.5 15.3 0.4 1.9
SE 0.25 0.27 0.2 0.35 0.3 0.39
*P (Paired t-test) <0.001 0.221""] <0.001
FFP group
Range (12 to 16)| (13 to 18) (0to 3)| (13to 17) (-2t02) (0 to 3)
Mean 13.3 14.8 1.4 14.6 -0.1 1.3
SE 0.21 0.28 0.14 0.25 0.2 0.17
*P (Paired t-test) <0.001 0.56""] <0.001
**P (Student's t-test)= | 0.72" 0.81""] 0.18"! 0.2

* Paired t-test for the statistical significance of mean change after plasmapheresis.

**Independent samples t-test for the statistical significance of difference in mean between the 2 groups.

In both crystalloid group and FFP
group the mean of acute change was
increased by 1.5s versus 1.4s, while the
mean of chronic change was 1.9s
versus 1.3s, these changes are
statistically  significant [P=<0.001]
however they are clinically not
significant.

The mean of acute & chronic
changes in PT in the crystalloid group
was not significant from that of FFP
group with P wvalue = 0.81, 0.2
respectively

The mean of acute change and
chronic change in PTT in the
crystalloid group was not significant
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from that of FFP group with P value
=0.07, 0.09 respectively. In crystalloid
group the relative frequency of subject
in whom the PTT increased by more
than 7s after last session compared to
baseline was 5 (20%) (3 patients PTT
increased by 8s, 1 patient by 9s and 1
patient by 10s). Patients who received
FFP as replacement fluid show no
significant increase in the PTT. The
change in PTT after plasmapheresis
after first (acute change) and last
session (chronic change) in both
crystalloid group and FFP group are
shown in Table 7.
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Table 7: Change in PTT after plasmapheresis after the first (acute change) &
last session (chronic change).

After the

Acute

After the

Change after the last
session compared to

PTT (seconds) Baseline firstsession |change last session (Chronic
First session change)
baseline
Crystalloids group
Range (30to41) | (33to42) (-1to4)| (31 to45) (-4t07) (-4 to0 10)
Mean 34.2 36.2 2 37.6 1.4 3.4
SE 0.59 0.5 0.27 0.71 0.61 0.74
*P (Paired t-test) <0.001 0.031 <0.001
FFP group
Range (32t0 37) | (33 to 40) (0to3) | (34t039) (-1t02) (0to 3)
Mean 34.2 35.6 1.4 35.8 0.2 1.6
SE 0.29 0.33 0.21 0.23 0.19 0.15
*P (Paired t-test) <0.001 031> <0.001
**P (Student's t-test)= | 0.951") 0.07""] 0.07N°] 0.09™NS

* Paired t-test for the statistical significance of mean change after plasmapheresis.
**Independent samples t-test for the statistical significance of difference in mean between the 2

groups

In both crystalloid and FFP group
mean of acute
increased by 2s versus 1.4s, while the
mean of chronic change was 3.4s
changes
statistically significant with a P value

the

versus  1.6s,

these

change

was

are

of <0.001 however they are clinically
not significant.

The
plasmapheresis

change
after

TT
first

n

after

(acute

change) and last session (chronic
change) in both crystalloid group and

FFP group are shown in Table 8.

Table 8: The change in TT after TPE after the first (acute change) and last session (chronic change).

Change after the last
After After session compared to
the first Acute | the last First baseline
TT (seconds) Baseline | session change session session
Crystalloids group
Range (11t021) | (13 t0 22) (0to4) | (12t022) (-3 to 5) (-3 to 8)
Mean 15 16.4 1.5 17.6 1.1 2.6
SE 0.54 0.53 0.17 0.5 0.49 0.57
*P (Paired t-test) <0.001 0.032 <0.001
FFP group
Range (11 to 18) | (12 to 20) (0to3) | (13to21) (-1to 4) (0 to 6)
Mean 13.4 14.8 1.4 15.6 0.8 2.2
SE 0.28 0.33 0.15 0.48 0.28 0.33
*P (Paired t-test) <0.001 0.008 <0.001
**P (Student’s t-
test)= 0.012 0.86! 0.57! 0.59MN!

* Paired t-test for the statistical significance of mean change after plasmapheresis.
**Independent samples t-test for the statistical significance of difference in mean between the 2

groups.
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In both crystalloid and FFP groups
the mean of acute change was
increased by 1.5s versus 1.4s, while the
mean of chronic change was 2.6s

increased by more than 5s after last
session compared to baseline was 5
(20%) patients (2 patients TT increased
by 6s, 2 by 7s and 1 patient by8s),

versus 2.2s, these changes are while in FFP group 2 patients
statistically ~ significant ~ with P increased more than 5s (2 patients
value<0.001  however they are increased by 6s). Table 3-12

clinically not significant. The mean of
acute and chronic changes in TT in the
crystalloid group was not significant
from that of FFP group with P value
=0.86 and 0.59 respectively.

The change in fibrinogen after
plasmapheresis  after first (acute
change) and last session (chronic
change) in both crystalloid group and
FFP group are shown in Table 9.

In crystalloid group the relative
frequency of subject in whom the TT

Table 9: Change in fibrinogen concentration after TPE after the first (acute
change) and last session (chronic change).

Change after the last
After After session compared to
Fibrinogen conc. the first Acute | the last First
(gm/L) Baseline | session change session session Baseline
Crystalloid group
Range (1.9t03.7)| (1.8 t0 3.3) |(-0.7t0 -0.1)| (1.4 t0 2.8) | (-1.1t0 -0.1) | (-1.7 t0 -0.2)
Mean 3 2.6 -0.4 2.1 -0.5 -0.9
SE 0.09 0.08 0.03 0.07 0.05 0.07
*P (Paired t-test) <0.001 <0.001 <0.001
FFP group
Range (1.9t03.7)| (1.6 t0 3.4) [(-0.6 t0 0.7)| (1.4 t0 3.1) [(-1.9t0 -0.1) | (-2.1 to 0)
Mean 2.9 2.7 -0.2 2.2 -0.5 -0.7
SE 0.11 0.09 0.06 0.08 0.08 0.09
*P (Paired t-test) <0.001 <0.001 <0.001
**p (Student's ttest)= |  0.820" 0.1 0.94™5] 0.36M°]

* Paired t-test for the statistical significance of mean change after plasmapheresis.
**Independent samples t-test for the statistical significance of difference in mean between the 2 groups

In both crystalloid and FFP group
the mean of acute change was reduced
by 0.4gm/l versus 0.2gm/l respectively
while the mean of chronic change was
reduced by -0.9 versus -0.7, these
changes are statistically significant
with P value<0.001 however they are
clinically not significant. The mean of
acute and chronic change in fibrinogen
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in the crystalloid group was not
significant from that of FFP with P
valve of 0.1 and 0.36 respectively.

The change in platelets count after
plasmapheresis  after first (acute
change) and last session (chronic
change) are shown in Table 10.
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Tablel0: Change in Platelets count after TPE after the first (acute change) & last
session (chronic change).

Change after the last
session compared to
Platelets count After the Acute After the First
(X1,000,000,000/L) | Baseline | firstsession | change | last session session Baseline
Crystalloid
group
Range (121 t0477) | (113 to 440) | (-97 to -7) | (103 to 401) | (-134to -3) | (-159 to -11)
Mean 295 263.9 -31.1 220.6 -43.3 -74.4
SE 17.18 15.3 4.34 14.04 5.65 6.67
*P (Paired t-test) <0.001 <0.001 <0.001
FFP group
Range (132 to 403)| (120 to 388) [(-87 to -8) | (106 to 310) | (-150 to -13) |(-209 to -26)
Mean 284.8 252.5 -32.4 202.8 -49.7 -82
SE 13.76 11.94 3.96 10.07 7.19 9
*P (Paired t-test) <0.001 <0.001 <0.001
**P (Student's t-
test)= 0.65MN! 0.83MN3 0.49MN! 0.5

* Paired t-test for the statistical significance of mean change after plasmapheresis.
**Independent samples t-test for the statistical significance of difference in mean between the 2 groups

In both crystalloid and FFP group
the mean of acute change was reduction
by -31.1x10°/L versus  -32.4x10°/L,
while the mean of chronic change was a
reduction by -74.4x10°/L versus -
82x10°/L, these changes are statistically
significant with a P value<0.001
however they are clinically not
significant. The mean of acute and

chronic change in platelet count in the
crystalloids group was not significant
from that of FFP with a P value of 0.85
and 0.5 respectively.

The change in Hb concentration
after plasmapheresis after first (acute
change) and last session (chronic
change) are shown in Table 11.

Table 11: Change in blood Hb concentration after TPE after the first (acute change)
& last session

chronic change).

Change after the
last session compared
to
First
Blood Hb conc. After the Acute | After the| session
(gm/L) Baseline | first session | change |[last session Baseline
Crystalloid group
Range (104 to 154)| (103 to 155) | (-3t0 3)[ (94 to 151) [(-27to 1)| (-27to 1)
Mean 127.1 126.8 -1.8 122.7 -4.1 -4.4
SE 3.38 3.32 0.26 3.68 1.26 1.21
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*P (Paired t-test) 0.003 0.003 0.001
FFP group
Range (71 to 157) | (68t0 157) | (-11to4) | (65to 154) | (-7to 1) (-15t0 4)
Mean 133.6 132.2 -1.5 129.7 -2.5 -4
SE 3.76 3.93 0.49 3.99 0.42 0.72
*P (Paired t-test) 0.006 <0.001 <0.001
**P (Student's t-
test)= 0.2 0.3509 0.22N! 0.76!"]

* Paired t-test for the statistical significance of mean change after plasmapheresis.
**Independent samples t-test for the statistical significance of difference in mean between the 2 groups

In both crystalloid and FFP groups

the mean of acute change was reduction
by -0.3gm/L versus -1.5gm/L while the
mean of chronic change was reduction
by - 4.4gm/L versus -4gm/L, these

changes are statistically significant with

a P value<0.001 however they are

clinically not significant.

change

change

in PCV

The mean of acute and chronic
in Hb concentration
crystalloid group was not significant
from that of FFP with P value of 0.35
and 0.76 respectively.

The
plasmapheresis after first (acute change)

in the

after

and last session (chronic change) are
shown in Table 12.

Table 12: The change in PCV after plasmapheresis after the first (acute change)
and last session (chronic change).

Change after the last
session compared to

After the Acute After the First
PCVL/L Baseline | first session change last session session Baseline
Crystalloid
group
Range (0.33 t0 0.55){(0.32 t0 0.52) | (-0.03 to 0.04) |(0.28 t0 0.48)| (-0.1 t0 0.02) | (-0.13 t0 0.01)
Mean 0.404 0.4 -0.004 0.38 -0.019 -0.023
SE 0.0113 0.0118 0.0034 0.0105 0.0056 0.0062
*P (Paired t-test) 0.25M] 0.002 0.001
FFP group
Range (0.22 t0 0.55)] (0.2 t0 0.55) | (-0.06 t0 0.02) | (0.18 t0 0.5) | (-0.05 t0 0.01) [(-0.09 to -0.01)
Mean 0.429 0.416 -0.014 0.392 -0.024 -0.037
SE 0.013 0.0137 0.0033 0.0131 0.0032 0.0036
*P (Paired t-test) <0.001 <0.001 <0.001
**P (Student’s t-
test)= 0.14Ns] 0.90 0.5 0.06MN!

* Paired t-test for the statistical significance of mean change after plasmapheresis.
**Independent samples t-test for the statistical significance of difference in mean between the 2 groups
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In both crystalloid and FFP group the
mean of acute change was reduction by -
0.004L/L versus -0.014L/L while the
mean of chronic changes was reduction
by -0.023L/L versus -0.037L/L, these
changes are statistically significant with P
value<0.001 however they are clinically
not significant (except acute change in
crystalloid group which is statistically and
clinically not significant). The mean of
acute and chronic change in PCV in the
crystalloid group was not significant from
that of FFP with P value of 0.9 and 0.06
respectively.

Discussion

In this study, small volume
plasmapheresis (about 500 — 1000 ml /
session) was selected instead of a more
extensive procedure (i.e. the volume of
plasma to be exchanged is more than
1000 ml / session) because this involves
minimal risks for patients. A 25 patients
received fluids devoid from coagulation
protein ((0.9 % Normal Saline(NS)) as in
other studies “'?and the other 25 patients
received diluted FFP (FFP/NS 1:1) as in
many studies 317 TPE s generally
associated with rapid and repeated
removal of large quantities of plasma and
its associated coagulant protein. When
replacement fluid which is deficient in
coagulation protein is used a fall in
clotting factors activities can be observed
immediately after the exchange. " '¥ In
this study, depletion of coagulation
proteins was observed as a slight
prolongation in PT, PTT, TT

The prolongation in coagulation
screening tests in crystalloid group (e.g.
Rh- isoimmunization) was higher but not
significant from that in FFP. These
minimal changes in coagulation screening
tests are most likely due to small volume
of PE which is the usual practice at the
national blood transfusion center.
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In this study, the range of exchanged
plasma volume per a session of TPE in
Rh isoimmunization — crystalloid group -
is from 500 to 560 ml). These findings
agree with Mark E. Brecher study ) as
the prolongation is slight in the measured
PT, PTT and TT, although such values
frequently remain within normal range.
The total amount of PE, spacing in days
between sessions and number of sessions
in the full course of exchange are the
three factors directly related to the
procedure of plasmapheresis & are
expected to affect the outcome of
procedure especially the part related to
derangement of coagulation parameters
U9 In crystalloid group, significant
correlation was found between total
amount of PE in the full course of
plasmapheresis and the coagulation
screening tests. These findings are mostly
due to increase loss of coagulant proteins
with increasing total amount of PE, while
spacing between sessions in days and
number of sessions show significant
correlation with TT only.

These findings could be due to the
direct relation between TT and fibrinogen
level ©.In FFP group, all the three factors
(total amount of plasma exchange,
spacing between session and number of
sessions) have no significant effect on
coagulation screening tests (PT, PTT and
TT) because there is partial replacement
of coagulation material “% *" In this
study, it has been found that there is a
significant reduction in fibrinogen level in
the crystalloid and FFP group. This has
been demonstrated by the study of
Domen et al (6), Flum et al © and
Chrinside et al 'V as they demonstrated
that fibrinogen was efficiently depleted
by plasma exchange and its removal was
maximal, where as less efficient removal
was seen for other factors. In this study,
the consequence of PE is a reduction in
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circulating platelet but with no significant
difference between crystalloid and FFP
.This is consistent with the finding of
Bracher et al " and Strobel ).

The current study shows a minimal

reduction in PCV/Hb after a course of PE
and this could be due to using of
developed machines, small volume PE &
replacement fluid. The vascular access
was obtained from large veins, the free
flow of blood from obstruction, the
adequately needle bore diameter & the
use of FFP & isotonic solution (0.9 %
Normal Saline) as a replacement solution.
All these measures diminished the risk of
hemolysis & dilution. This is consistent
with the findings of Foke et al @ &
Susan et al ®?.
In addition to that, no hemorrhage was
observed during or after PE in the patients
of this study even after repeated
plasmapheresis at short intervals.

It was concluded that Crystalloid,
solution devoid from coagulation material
can be used as a replacement fluid in the
TPE if the volume of PE is small; in
crystalloid group, significant correlation
was observed between PT, PTT, TT and
volume of PE/session, while spacing
between sessions and the number of
sessions was significantly correlated with
TT.

Plasma fibrinogen concentration and
platelets count were decreased acutely &
over the period of the study, however it
was clinically not significant.

There was a minimal reduction in
PCV/Hb after a course of PE .
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Role of imprint cytology in breast lesions.
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Abstract

Background: Rapid cytological diagnosis of
various tumors and especially that of breast was
first introduced by Dudgeon and Patrick
1927.The accuracy of the imprint method has
been increasing over the years both in breast
pathology and in other body sites, indeed the
average accuracy of (90-94%) in the past has
reached (97-98%) in recent years.

Obijective: A prospective study was performed
to determine the value of this technique in the
diagnosis of male and female patients with
various breast lesions.

Methods: From June 2005 and February 2006
Imprint cytology was obtained from (110)
specimens of (107) patients with various breast
lesions in Sulaimania teaching hospital.
Cytological examinations of imprints stained
by hematoxiline and eosin stain were examined
and compared to histological results to detect
its sensitivity, specificity and accuracy rate.
Results: The sensitivity and specificity of
imprint cytology for both benign and malignant

breast lesions were 96.3% and 100%
respectively; while over all accuracy was
98.9%. False negative diagnosis was seen in a
single case of Paget’s disease of the nipple
(0.9%); however no false positive cases were
found.

The cytological diagnosis were malignant
in 26 cases (23.7%), including (25) primary
malignant tumors and (1) metastatic carcinoma,
benign diagnoses were encountered in 71 cases
(64.5%), suspicious in 4 cases (3.6%) and
unsatisfactory in 9 cases (8.2%).

Conclusion: Imprint cytology is simple, rapid,
inexpensive and accurate method for
intraoperative diagnosis of breast lesions and
can be used as adjunct to frozen section.

Key words: Imprint cytology, breast lesion

IRAQI J MED SCl, 2009; VOL..7 (4):61-66

Introduction

Rapid cytological diagnosis of
various tumors and especially that of
breast was first introduced by Dudgeon
and Patrick 1927 through examination
of fresh tissue by the wet film method
@ Since that several series describing
imprint cytology of the breast have
been published; the acceptance and
development of imprint cytology have
been hampered because of concerns
about its diagnostic accuracy in
comparison to frozen section technique.
Recent reviewed articles reveal that
good correlation exists between imprint
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cytology (10) diagnoses and

corresponding final histology,
moreover there are several reports on
cases of malignancy  correctly

diagnosed by IC but falsely called
negative on frozen section (FS) analysis
@ Intraoperative imprint smears like
frozen sections helpin on table
diagnosis, wherein the fine needle
aspiration  cytology (FNAC) is
inconclusive or suspicious ©®.  The
accuracy of the imprint method has
been increasing over the years both in
breast pathology and in other body
sites, indeed the average accuracy of
(90-94%) in the past has reached (97-
98%) in recent years .

The technique of imprint cytology is
accurate, simple, rapid,cost-effective
and do not require any special
instrument, in contrast to frozen section
which is more time-consuming,
required specialized equipment, need
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well trained histopathologists,
expensive and may not be always
available ¢19

The aim of this study is to assess the
role of imprint cytology in the
diagnosis of various breast lesions in
comparison to the histopathological
diagnoses.

Materials and methods

From June 2005 to Feb 2006, all
patients who were admitted to the
surgical ward of Teaching, Shorish and
some private hospitals in Sulaimani city
for excisional biopsy of a breast mass
or for mastectomy were included in this
study.

Imprint cytology was done on
freshly removed tissue inside the
theater; the suspected area was sliced
into several pieces. For small mass, it
was bisected, the freshly cut surface of
tissue is then imprinted onto a clean
glass slide. For large masses, the
portion of tissue used for imprinting
was trimmed to approximately (1 cm)
in diameter, and the same above
procedure is repeated %,

The slides were immediately fixed
in 95% ethyl alcohol, and then divided
into two groups. The first group was
withdrawn from the fixative after 10-20
seconds and preceded for rapid H&E
stain. The second group remained in
fixative (20-30 minutes) for traditional
H&E cytological staining. The same
piece of tissue used for imprinting was
then fixed in 10% formalin for paraffin
sectioning  and  histopathological
examination. The first group was
stained by the rapid method described
by Scopa et al 2 while the second was
stained by the routine H&E procedure
described by Gubin 2.

The lesions were cytologically
classified into  four  groups:l)
Unsatisfactory : contained 4-6 clusters
on the entire slide 2) Benign: If they
contained cohesive clusters of epithelial
cells without atypia 3)Suspicious:
presence of atypical cells in a three

dimensional clusters 4) Malignant:
when there is sufficient number of
malignant cells* 9,

Statistical analysis: The clinical
efficacy and diagnostic accuracy of
imprint cytology was done by using
sensitivity, specificity, positive
predictive value (PPV), negative
predictive value (NPP), and accuracy
rate were measured. For statistical
analysis  all  unsatisfactory  and
suspicious cases were excluded.

Results

One hundred and ten specimens,
surgically removed from (107) patients
including (96) specimens from females
and (14) from males. The specimens
were (93) exicional biopsies and (17)
mastectomy specimens (15 from
females, and 2 from male patients). We
have (6) masses from (3) female
patients with bilateral lumpectomy.
There were 14 males (12.7%), and 96
(87.3%) females, with female to male
ratio of 6.9:1.

Table (1) shows age distribution for
patients with histologically benign and
malignant breast lesions. The age
ranged from 15 to 75 years with a mean
of 36 years .Most benign lesions were
in the second decade while most of the
malignant tumors were in the fourth
decade of life.

Table (2) shows the histological and
cytological results. Histological results
were 81(73.6%) benign and 29 (26.4%)
were malignant however cytological
diagnosis was benign in 71(64.5%),
malignant in 26 (23.6%), suspicious in
4 (3.6%), and 9 (8.2%) cases were
unsatisfactory.

In comparison with histological
diagnosis the sensitivity and specificity
of imprint cytology were (96.3%) and
(100%) respectively, PPV was 100%
and NPV was 98.6% and accuracy was
98.9% as represented in Table (3).
There was no difference found between
the results of the rapid and the routine
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haematoxylin and eosin  staining
methods.

The comparison of the current study
imprint cytology results with that of

Table 1: Age distribution of patients according to histological diagnoses.

previously reported studies are shown
in table (4).

Age groups Lesion Total
Benign Malignant
10--19 11 0 11(10%)
20--29 28 1 29(26.4%)
30--39 16 7 23(21%)
40--49 19 8 27(24.5%)
50--59 6 5 11(10%)
60--69 1 6 7(6.7%)
70--79 0 2 2(1.8%)
Total 81 29 110(100%)

Table 2: Correlation between cytology and histological diagnoses of breast lesions

. . Cytological diagnosis
H|§_tolog|c_al Positive Un Total
iagnosis : - .
Negative cases |Suspicious cases cases satisfactory
70 2 0 9 81
Benign (86.4%) (2.5%) (0%) (11.1%) (100%)
1 2 26 0 29
Malignant (3.4%) (7%) (89.6%) (0%) (100%)
71 4 26 9 110
Total (64.50%) (3.60%) (23.70%) (8.20%) (100%)
Table 3: Statistical analysis of all breast lesions
Statistical tests No. of cases
Histological diagnoses 110
Imprint cytological diagnoses 97
Unsatisfactory cases 9
True positive (TP) 26
True negative (TN) 70
False positive (FP) 0
False negative (FN) 1
Deferrals (suspicious) 4
Predictive Values:
Sensitivity 96.3%
Specificity 100%
Positive predicted value (PPV) 100%
Negative predicted value (NPV) 98.6%
Accuracy 98.9%
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Table 4: Imprint cytology in literature compared to the present study

was found in (9) cases (8.2%),four of
them were gynecomastia, two cases of
lipoma, and the remaining three cases
found in fibrocystic disease of the
breast(two cases) and one case of fat
necrosis. Since the (4) cases of
gynecomastia composed entirely of
fibroadipose tissue and the (3) cases of
lipoma and fat necrosis composed of fat
cells only they were considered as
unsatisfactory, similar results were
found in other studies“’2?.

While in two cases of fibrocystic
disease there were no cells apart from
inflammatory cells, similar findings
described by Albert et al ¥,

There were no false positive cases
in all imprints taking; similar finding
was seen by other investigators
(31220) This js probably because of the
clear morphological features, adequate
samples or results enhanced by using
intraoperative cytology coupled with
gross  examination  of  surgical
specimens®'? . There was only one false
negative case later appeared to be
Paget’s disease of the nipple, similar
results found by Veneti et al © which
explained by lack of clear cytological

IRAQI JOURNAL OF MEDICAL SCIENCES

Authors Patients Deferrals
No. No. FP No. FN  |Sens (%) | Spec (%) |Accu (%)
Sacloqaggg 82 000%) | 0(0%) 100% 100% 100% | 4(4.9%)
Kgf‘”{‘ggelt 86 000%) |1(1.25%) | 984% | 100% | 98.8% | 6(6.9%)
Rosa et
Ligo3 | 407 00%) |7(1.72%) | 97.6% | 100% | 98.3% |12(2.9%)
Vaﬁ”eltégé 351 |1(0.28%) | 5(14%) | 97.1% | 99.4% | 98.3% |7(1.99%)
Scucchi | 4197 | o(0%) | 9(0.75%) | 97.5% 100% | 99.2% | 9(0.75%)
etal., 1997 ' ' ' '
Aa'lbezr(t)g(t) 173 |3(L.7%) | 4(2.3%) | 96.5% 0% | 954% |12(6.9%)
Current
study, 107 00%) | 1(0.99) | 96.3% 100% | 98.9% | 4(3.9%)
2006
Discussion
Unsatisfactory imprint cytology evidence of malignancy with either few

cells that could be easily missed or
small cells which difficult to
distinguish from normal cells that need
to be evaluated with other histological
parameters.

The rate of false negative in
present study was (0.99%) which is
higher than Scopa et al. ® and
Scucchi et al. @ (0% and 0.75%
respectively) , but lower than that
reported by Khanna et al.?? Veneti et
al. © Rosa et al. ‘9, and Hiregoudar et
al.® (1.25% , 1.4% ,1.72% ,and 2.5%)
respectively.

There were (4) deferral (suspicious)
cases (3.9 %) in current study, which
was high in comparison to Succhi et al.
@ (0.75 %), Veneti et al. © (1.99%)
and Rosa et al. ‘9 (2.9%) but lower
than Scopa et al.*? Albert et al. ¥ and
Khanna et al.?%( 4.9%,6.9% and 6.9%)
respectively.

This difference may be due to
higher number of cases in the previous
studies compared to the current study,
this allows the pathologist to gain good
experience and confidence in the
technique, another reason is the use of
scraping method with imprinting, this
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allows high number of cells to detached
from the tumour hence more material to
be studied, and lastly if the pathologist
had any doubt in mind he always
inclined to call the lesion suspicious
rather than malignant .

Two cases of fibroadenoma, were
considered as suspicious because of
florid cell population and considerable
atypia, It has been found throughout
this study that on imprinting
fibroadenoma a surprisingly large
amount of cellular materials is
transferred to the slide, this
hypercellularity that usually associated
with  malignant imprints was a
confusing element in the cytological
diagnosis of these tumors, similar
finding was mentioned by other authors
(10.122D The other two cases (invasive
ductal carcinoma and Paget’s disease)
were considered as suspicious due to
paucity of cellular material, and the
lack of definite malignant
characteristics .

The sensitivity of the method was
(96.3%) which is lower than that
reported by other studies ™ 222 this
may be due to sample size as the
malignant cases in current study was
smaller than other studies. The high
specificity(100%) which is similar to
other comparative study ®?? might be
due to the preservation of cellular
details, avoiding problems and artifacts
of freezing in FS“® .Creager concluded
that the sensitivity&specificity of IC
are similar to that of FS®) The
accuracy of the method was (98.9%)
which is slightly higher than Veneti et
al.?) (98.3%), Rosa et al.*? (98.3) and
Khanna et al. ®%( 98.8%), but lower
than that of Scopa et al. ““(100%) and
Scucchi et al.?) (99.2%) .IC smears are
being increasingly used to evaluate
sentinel lymph node which is the first
lymph node to receive lymphatic
drainage from the site of the primary
tumour with high
sensitivity(93%)“and specificity

(99.2,100%)® 2" Worldwide research
is in progress even with regard to
immunohistochemisry  and DNA
markers in IC. %529,

In conclusion Imprint cytology is
simple, rapid, inexpensive and accurate
method for intraoperative diagnoses of
breast lesions and can be used as
adjunct to frozen section.Further
studies, on larger samples in comparion
with FS are needed to establish the
method in the common clinical
practice.
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Evaluation of inhibitory effect of honey on some bacterial isolates

Raied Taha Al- Naama Msc.

Abstract

Background: Honey has been reported to have
an inhibitory effect to around 60 species of
bacteria including aerobes and anaerobes,
gram-positives and gram-negatives.
Objectives: The aim of this study was to
investigate the antimicrobial activity of honey
sample from Basrah region against certain
bacterial isolate.

Method: different concentrations (25.0%,
50.0%, 75.0% and 100.0%) of honey sample
where checked for their antimicrobial
activities, using some medically important
microorganisms including Escherichia coli,
pseudomonas spp. and staphylococcus aureus.
The minimum inhibitory concentrations (MIC)
of the honey sample were determined on the
selected microorganisms by using broth
dilution technique

Result: The sample of honey show inhibitory
effect in vitro at 50%, 75% and 100%

concentration on the various investigated
microorganism except at 50% concentration
where no inhibition zone on Staphylococcus
aureus. However, no effect was observed at
concentration 25%. The MIC for Escherichia
coli, pseudomonas spp. and staphylococcus
aureus were 6.25mg/ml, 1.5mg/ml and 12.5
mg/ml respectively. Conclusion: The study
shows that honey, like antibiotics, has certain
organisms sensitive to it, and provide
alternative therapy against cretin bacteria. And
shown to have an antimicrobial action against
a broad spectrum of bacteria ( both gram
positive and gram negative bacteria).

Key  words: Staphylococcus  aureus,
Escherichia coli, Pseudomonas aeruginosa,
honey, antibiotics, sensitivity, antimicrobial.

IRAQI J MED SCI, 2009; VOL.7 (4):67-72

Introduction

The antibacterial activity of honey
was first recognized in 1892, by van
Ketel ™. Honey is produced from
many sources, and its antimicrobial
activity varies greatly with origin and
processing ?. Honey has been used as
a medicine in many cultures for a long
time ®. It has been rediscovered by the
medical profession and it is gaining
acceptance as an  antibacterial
treatment of topical infections resulting
from burns and wounds . Numerous
studies demonstrate that honey
possesses antimicrobial activity 2.

Honey has been reported to have
an inhibitory effect to around 60
species of bacteria including aerobes
and anaerobes, gram-positives and
gram-negatives ©’, it destroys and / or
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inhibits the growth of some pathogenic
vegetative microorganisms ©.  An
antifungal action has also been
observed for some yeasts and species
of Aspergillus and Penicillium @, as
\(/%ell as all the common dermatophytes

Honey POSSEesses inherent
antimicrobial properties, some of
which are due to high osmotic
pressure/low water activity, in which
the low water activity of honey is
inhibitory to the growth of the majority
of bacteria, and to many yeasts and
moulds. When applied topically to
wounds, osmosis would be expected to
draw water from the wound into the
honey, helping to dry the infected
tissue and reduce bacterial growth.
Even when diluted with water
absorbed from wounds, honeys would
be likely to retain a water activity
sufficiently low to inhibit growth of
most bacteria. Honey is mildly acidic,
with a pH between 3.2 and 4.5,
Gluconic acid is formed in honey when
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bees secrete the enzyme glucose
oxidase, which catalyses the oxidation
of glucose to gluconic acid, the low pH
alone is inhibitory to many pathogenic
bacteria and, in topical applications at
least, could be sufficient to exert an
inhibitory effect®.

Hydrogen peroxide, the end
product of the glucose oxidase system
and tetracycline derivatives have The
antibacterial properties against
pathogens . Low concentrations of
this known antiseptic are effective
against infectious bacteria and can play
a role in the wound healing
mechanism®® and in Stimulation and
proliferation of peripheral blood
lymphocytic and phagocytic
activity™. Other factors, such as low
protein content, high carbon to
nitrogen ratio, low redox potential due
to the high content of reducing sugars,
viscosity/anaerobic environment and
other chemical agents/phytochemicals
are also likely to play some role in
defining antibacterial activity of honey
2 Furthermore, honey has been
employed to shorten the duration of
diarrhea in patients with bactericidal
gastro-enteritis due to bacterial
infection®. However, honey has other
important beneficial characteristics that
are less influenced by storage
conditions ®. The aim of this study
was to investigate the antibacterial
activity of honey sample from Basrah
region against certain bacterial isolate.
Material and methods
Honey samples

The honey sample used in this
study was collected from Basrah
province / Iraq, (Almuftia region); it
was collected in sterile container and
checked for purity on blood agar plate
by streaked on blood agar plate, and
incubated overnight. The honey sample
was diluted by physiological saline to
25.0%, 50.0%, 75% and the non
diluted honey (100.0%) referred to as
neat. The study done in Al Sader

teaching hospital/ College of medicine,
it was carried out during the period
from January 2009 to April 2009.
Microorganisms

Staphylococcus aureus :
Escherichia coli and Pseudomonas
spp. were obtained from the Al Sader
teaching hospital laboratory as clinical
isolates and maintained in blood and
macconkey' s agar and sub cultured in
Miller Hinton media.
Antimicrobial susceptibility testing

The disc diffusion technique was

used as previously described by Kirby-
Bauer ™, using different types of
antimicrobials.  All isolates were
inoculated into Miller-Hinton broth (in
10 ml) and incubated for 18 h to 24 h;
the density was then adjusted to 0.5
McFarland standards at wave length
625 nm.
Microbiological tests
Preparation of honey suspensions for
the disc diffusion test

The disc diffusion test was carried
out as described by Mirsa and Helms et
al. ®® 1) Eight millimetre diameter-
filter paper was saturated with 0.1 ml
of each of the honey suspensions. The
density of the isolates was the same as
that used in the antimicrobial
susceptibility testing of the various
chemotherapeutic agents. All the tests
were performed in triplicate.

Minimum inhibitory
concentration (Broth dilution
method) against the isolated
organisms

The broth dilution technique was
used to calculate the minimum
inhibitory concentration (MIC) of the
honey samples. The test was carried
out as described by Heuvelink et al.
(18 A suspension of the organism was
adjusted to 1.5x10 °
organisms/ ml and further diluted to
1:200 in Miller Hinton broth. Five
millilitres each of Muller Hinton broth
was pipetted into ten sterile screws
capped test tubes. A weight of 100
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mg/ml of the honey was dissolved
completely in the first tube. A serial
dilution of honey, with a dilution factor
of half was established. Tube number
10 served as a positive growth control
containing Mauller Hinton broth and
bacterial inoculum only, and an
additional tube containing broth only
was used as a negative control. A
volume of 0.1 ml of the bacterial
suspension (7.5x10 ° organism/ml) was
added to each tube. The tubes were
incubated at 37°C for 18 h and visually
examined for evidence of turbidity.
The lowest concentration of honey in
the series that inhibited the growth of
the organism was taken to be the MIC,
expressed in mg/ml.

Results

Honey sample showed marked
inhibition of growth on Pseudomonas
spp., the maximum inhibition zone was
shown at concentration of 100% as
23mm, which reduce to 10mm at 75%
and 8mm at 50% concentration (Table
1). Also the table showed that
Escherichia coli grow with inhibition
zone at concentration of 100% as
22mm, and the inhibition zone reduce
to 12mm at 75% and 8mm at 50%
concentration. Staphylococcus aureus
showed a little less inhibition zone
with honey sample. These were 20mm
at 100% and 11lmm at 75%
concentration, however, no effect was
observed at concentrations 50% and
25% (Table 1).

Table 1: Antibacterial activities of different concentrations of honey against
microbial isolate.

inhibition zone (diameter in mm)
Concentrations | Staphylococcus aureus | Escherichia coli | Pseudomonas spp.
% (mg\ml)
100% 20 22 23
75% 11 12 10
50% 0 8 8
25% 0 0 0
X2=1.8 df=2 P> 0.05

Table 2 shows the zone of
inhibition on the net concentration of
honey that produced a greater
inhibition  than tetracycline and
gentamicin on pseudomonas  spp.
(23mm, 16mm and Omm respectively),
and on Escherichia coli (22mm,
18mm, 20mm respectively), Except for
staphylococcus aureus, where the
tetracycline produced similar inhibition
of honey 20mm and 18mm to
gentamicin.

Studies on the minimum inhibitory
concentration (MIC) of the honey on
the tested organisms showed that the
MIC were demonstrated against
pseudomonas spp. (1.5 mg/ml) and the
MIC was exhibited against
Staphylococcus aureus (12.5 mg/ml),
while the MIC for Escherichia coli
was equal to 6.25 mg/ml ( Table 3).
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Table 2: Antibacterial activities of net honey against certain bacterial isolate
compared with Gentamicin and Tetracycline.

inhibition zone (diameter in mm)
Organisms Honey 100% Gentamicin Tetracycline
Staphylococcus aureus 20 18 20
Escherichia coli 22 20 18
Pseudomonas spp. 23 16 0
X2=17.24 df=2 P<0.01

Table 3: The minimum inhibitory concentration (MIC) of the honey against
tested organisms.

Organisms Minimum inhibitory concentration (MIC)
(mg/ml)
Staphylococcus aureus 12.5
Escherichia coli 6.25
Pseudomonas spp. 15

Discussion

This study was undertaken to
investigate in vitro antimicrobial
activity of honey against certain
bacterial isolates. In the study, honey
sample showed the antimicrobial
activity, and our result were in
agreement with Willix et al. @ who
found that honey inhibited the growth
of Staphylococcus aureus, Escherichia
coli, and Pseudomonas sp., and also in
agreement with Bilal ®® who found
honey exhibited a fairly good
antimicrobial activity against both
Gram-negative and  Gram-positive
bacteria, and a remarkable activity was
observed with Pseudomonas
aeruginosa  and Staphylococcus
aureus.

The study showed antimicrobial
activity against Staphylococcus aureus,

and this result agreed with Molan @V
who found the Staphylococcus aureus,
is one of the bacterial species most
susceptible to the antibacterial activity
of honey. These might be due to the
osmotic effect, the effect of pH and the
sensitivity of these organisms to
hydrogen peroxide, which reEJresented
an “inhibine’, factor in honey %2,

The potency of neat honey (100%
concentration) was found to be
superior against all bacteria tested, and
the best antimicrobial activity of honey
occurs with pseudomonas sp. followed
by Escherichia coli, these results of the
study were in agreement with Adeleke
et al. ®® where it showed an evident of
increase in the percentage levels of
bacterial sensitivity - as high as 100%
for P. aeruginosa and 96.4% for E.
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coli. Also of interest is the finding that
the activity of gentamicin, both 4.0 and
8.0 pg/ml, was found to be virtually
lower than that of undiluted honey or
any of its aqueous dilutions.

And these results were
corresponding with Abd-El Aal @¥
who showed that honey have a greater
inhibitory effect on isolated gram-
negative  bacteria  (Pseudomonas
aeruginosa, Enterobacter spp., and
Klebsiella). Also El-Sukhon et al. ®
showed that gram negative bacteria to
be more sensitive to action of honey
than Gram-positive bacteria.

Mundoi et al. ®® discovered that
the antimicrobial activity of honey was
more  with  Pseudomonas  and
Acinetobacter spp, both with resistance
to some antibiotics like gentamicin,
ceftriazone, amikacin and tobramicin
than other bacteria tested.

The previous study of
Subrahmanyam @” showed that strains
of Pseudomonas aeruginosa resistant
to routinely used and higher antibiotics
were sensitive to the antibacterial
action of honey.

Taormina et al. ® studied the
antimicrobial effect of honey on gram
negative bacteria and attributed it to
the presence of factors as high content
of tetracycline derivatives , hydrogen
peroxide and powerful antioxidants, as
also to a naturally low pH, which is
unsuitable for bacterial growth, and to
the presence of phenolic acids,
lysozyme, and flavanoids.

The demonstration of MIC
showed that the most susceptible
microorganisms to the honey are
pseudomonas spp. Cooper ® has
reported that manuka honey had MIC
of less than 10% against 17 strains of
P. aeruginosa from infected wounds,
and honeys which have a MIC of 10%
to 20%, can be expected to be effective
in preventing growth of Pseudomonas,
followed by Escherichia coli and
Staphylococcus aureus. and these

results was accordance with Willix et
al.®® who found the MIC (minimum
inhibitory concentration) of the honeys
was found to ranged from 1.8% to
10.8% (v/v), indicating that the honeys
had sufficient antibacterial potency to
stop bacterial growth if diluted at least
nine times, and up to 56 times in the
presence of Staphylococcus aureus .

The high antibacterial effect of
honey sample in the disc diffusion test
and the low MIC may be attributable to
the presence of glucose oxidase, which
is activated by dilution in water
resulting in the production of hydrogen
peroxide which is toxic to bacteria V.

It was concluded that the result,
the study shows that honey, like
antibiotics, has certain organisms
sensitive to it, and provide alternative
therapy against cretin bacteria. And
shown to have an antimicrobial action
against a broad spectrum of bacteria
(both gram positive and gram negative
bacteria). These antimicrobial
properties would warrant further
studies on the clinical applications of
honey against bacteria and other
microorganisms.
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Lifetime incontinence due to ectopic ureter with hypoplastc
dysplastic kidney in 22 yr old lady, a Case Report
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Abstract

Continuous urine dribbling together with
normal micturition is the classical picture of
ectopic ureter in girls. We present our case
which 22yr old lady presented to our
department with life time incontinence. The
diagnostic  work-up included: Excretory
Urography, ultrasonography (US), cystogram,
MRI and Cystoscopy, as well as a thorough
exam of the external genitalia under general
anesthesia. Our case presented an ectopic
ureter that ends the vagina with single
dysplastic renal system and nephrectomy with
ureterectomy was done as treatment of choice.

Urinary incontinence in girls due to ectopic
ureter is an uncommon disease. Eighty-five%
of the cases are associated to renal duplication.
IVU is highly sensible to defect renal
duplication; and only 15% of ectopic ureters
come with single system.

Keywords: incontinence, ectopic ureter,
duplex renal system
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Introduction

Girls with no other signs or
symptoms but continuous dribbling of
urine, despite successful toilet training,
should be considered to have a ureter
with an extravesical, infrasphinctenic
orifice. Usually, the ureter with an
ectopic orifice drains the upper moiety
of a double collecting system or less
commonly it drains a single
hypoplastic and dysplastic kidney.
Excretory urography is helpful for
confirmation, and it is usually
diagnostic of both the condition and
the affected side or sides. CT
Urography and MRI are additional
diagnostic tests to verify the problem.

Cystourethroscopy is helpful to
locate the site of the ureteric orifice
The case

A 22 years old lady presented with
life time continuous incontinence with
normal urination pattern, general
examination was normal , urinalysis
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revealed few pus cells, biochemistry
was normal, the history and the other
findings were highly suggestive of
ectopic ureter.

Excretory urography was done to
her that showed non visualization of
the Lt. Kidney, with normal
functioning Rt. kidney, MRI showed
non visualization of the Lt. Kidney in
its normal position, and showed a fluid
filled cyst near Lt. Lateral wall of the
urinary bladder.

Cystourethroscopy was done and
showed normal Rt. Ureteric orifice but
the Lt. ureteric orifice was not
visualized and there was spillage of
urine through the vagina.

According to the above findings,
exploration through modified Lt.
Gibson incision and a dilated and
tortuous ureter was found that ends in
the posterior wall of the vagina
draining a dysplastic and hypoplastic
kidney situated at the pelvis.
Nephrectomy with ureterectomy was
done. Figures (1, 2)
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Figure 1: the dysplastic kidney
with the ectopic ureter

Discussion:

Wetting is an  exceedingly
common pediatric complaint, and most
children with urinary incontinence
have  no underlying  structural
abnormality. Their physical
examination is normal, and their
wetting is usually nocturnal. It is
apparently due to immaturity of
bladder and urethral sphincter function,
is commonly hereditary, and is
typically outgrown &2, Imaging is not
recommended.

Anatomic abnormalities causing
incontinence of urine include spinal
dysraphism, sacral agenesis, and
epispadias ©

Such conditions are usually
evident on careful physical
examination of the back, perineum,
and lower extremities. Plain films may
show spinal anomalies or, in
epispadias, an abnormal (>1 0 mm)
interpubic distance.

In girls who are otherwise well
and whose history is that of continuous
wetting, day and night, despite
successful toilet training, for as long as
anyone can remember, an extravesical
infrasphinctenic ectopic ureteral orifice
should be strongly suspected and
imaging should be vigorously pursued.
Ureteral ectopia with incontinence is
uniquely female related, because the
most caudal location for an ectopic
Ureteral orifice in a male is always
above the urethral sphincter.

Figure 2

Ectopia of the ureteral orifice is
often associated with dysplasia of the
kidney on that portion of the kidney
drained by the ectopic ureter. As a rule,
the more ectopic the orifice the worse
will be the dysplasia .

Grande Moreillo et al described®
their eleven girls with the classical
picture of ectopic ureter in girls with
continuous urine dripping together
with normal micturition Ten girls had a
double renal system, one of them being
bilateral; one girl had single kidneys
with renal ectopia. Treatment was
heminephrectomy with ureterectomy in
9 cases, ureteroureterostomy with
preservation of the hemikidney in one

case, and nephrectomy  with
ureterectomy in the case with a simple
system ©.
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Retroperitoneal Perforation of the Appendix Presenting as Right
Thigh Abscess, A Case Report.
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Abstract

A case of retroperitoneal perforation of
the appendix presenting with a thigh abscess is
described.

Keywords: Complicated acute appendicitis,
retroperitoneal  perforation, retroperitoneal
abscess, Thigh abscess
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Case Report
A 45-year man presented with a 7-

day history of right loin pain and a 5-
day history on the lateral aspect of
right thigh pain. He was pyrexial at
38°C, with a pulse of 100 beats per
minute and blood pressure of 110/70
mmHg, with slight tenderness in the
right loin and normal examination
findings of the right lower limb®. Plain
X-ray showed gas in the soft tissue of
the gluteal region and lateral aspect of
the right thigh. There was a collection
of fluid in the right side of the
abdomen and pelvis with inflammatory
changes Laparotomy revealed no free
intraperitoneal pus. A loop of distal
ileum was adherent to right side wall
of the pelvis with complete obstruction
at this point. This was relieved and
there was a retroperitoneal abscess
extending from above the upper pole
of the right kidney down to the
presacral space and to the right side of
the pelvis at the site where the loop of
the ileum was adherent'. The right
side of the colon was mobilized to
drain the pus. The appendix was found
amputated spontaneously about 1 cm
from its base and was secured by a tie.
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Discussion

The position of the appendix is
influenced by the changes in position
and shape of the cecum undergoes
during development. The ascending
colon is normally retroperitoneal in
position and the cecum is usually
intraperitoneal.® If the cecum does not
fully descend, the appendix lies
retroperitoneally behind the cecum in
front of the right kidney. In the latter
cases, the appendix may be
intraperitoneal, or retroperitoneal with
or without a paracecal fossa formed by
peritoneum*™. The clinical diagnosis of
retroperitoneal abscess is often delayed
or missed because of the insidious
onset of symptoms and the paucity of
localizing signs®”. The route of spread
can be broadly separated into two
groups. Direct soft tissue extension of
infection down the thigh almost always
originates from the rectum below the
peritoneal reflection. The second route
of extension of infection into the thigh
is through naturally occurring defects
in the abdominal wall®®. The diagnosis
of a thigh abscess as such is not
difficult, because it usually presents
with the typical signs and symptoms of
inflammation and gas that are reliably
noted on X-ray of the soft tissue’®™".
Both the intra-abdominal process and
the thigh abscess must be treated. In
literature, when cases of thigh
abscesses, secondary to intra-
abdominal sepsis, were managed
without attention to the underlying
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etiologic process, such as by local
thigh drainage plus antibiotics, the
mortality was 93%. If some form of
definitive therapy was added to the
local management of the thigh abscess,
such as appendicectomy, stoma, or
debridement, the mortality was 34%.
However, the overall mortality rate
was 53%."%1 A thigh incision is
mandatory to allow direct drainage of
the pus and examination of the

viability of the fascia and muscle. The
location of the thigh incision is best
determined by clinical examination
assisted by CT scan findings that can
accurately localize the collection and
the gas distribution in the soft tissue.
Pott's disease should be excluded and
gluteal abscess in thigh below the
inguinal ligament™.

Fig. 1 CT scan showing free gas and collections on either side

of the right iliac bone (arrows) and distended small bowel

loops.

Fig. 2 CT scan showing gas and collection on the lateral aspect

of the right thigh (arrow).
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