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ABSTRACT

Objectives: The mechanism(s) of analgesic action of paracetamol (acetaminophen; N-acetyl-
p-aminophenol) remains controversial. Previous studies on rats suggest that the
antinociceptive action of paracetamol might involve the central descending inhibitory pain
pathways recruiting both a serotoninergic and an opioidergic system. This study explores this
issue in mice using paroxetine, the most potent selective serotonin re-uptake inhibitor, and the
nonselective opioid pure antagonist naloxone.

Animals were divided into two main groups for two separate experiments, each subdivided
into 3 subgroups. In both experiments; the first group served as control, the second group
received paracetamol (200 mg/kg, i.p). In one experiment, the third group received paroxetine
(20 mg/kg p.o for 7 days) before paracetamol. In the other experiment, animals of the third
group were pretreated with naloxone (5 mg/kg, i.p) 30 min before paracetamol. The
antinociceptive effect of paracetamol was tested using the hot plate test.

Paracetamol displayed a significant antinociceptive activity that was augmented by
pretreatment with paroxetine as was shown by maintenance of its effect beyond that shown by
paracetamol alone. On the other hand, pretreatment with naloxone abolished paracetamol’s
antinociceptive activity in the hot-plate test.

These results extend the previous observation in rats that the antinociceptive effect of
paracetamol involves activation of a central descending pain inhibitory pathway with
serotonin and opioidergic peptides being potential mediators recruited.

Keywords: Paracetamol, Paroxetine, Naloxone, Mice

INTRODUCTION

ore than 100 vyears after its this central effect might be linked to the

synthesis, the mechanism of ability of paracetamol to inhibit central

analgesic action of paracetamol cyclo-oxygenase 2°. On the other hand, it
(acetaminophen; N-acetyl- p-aminophenol) has been demonstrated that tissue
remains controversial. Postulated cyclooxygenase in rat brain homogenates
mechanisms®?, including inhibition of is not inhibited in doses of paracetamol up
cyclooxygenase isozymes, have been to 100 mg/kg®. Thus, the inhibition of
inadequate 3. Its inhibitory activity on the cyclo-oxygenase may not be solely
synthesis of prostaglandin is more evident responsible for the central analgesic effect
on cyclo-oxygenase 1 than on of non steroidal anti-inflammatory drugs
cyclooxygenase 2 4, both peripherally and (NSAIDs)°.
within the CNS, even though the exact
antinociceptive mechanism of action of There is evidence to suggest that the
this drug is still not completely clear®. Its serotonergic system may play a role in the
biochemical properties, such as its weak antinociceptive mechanism of NSAIDs'
inhibitory activity on the synthesis of and of paracetamol. There was
peripheral prostaglandins, its low plasma- considerable evidence supporting a role for
protein binding, its liposolubility and its 5-hydroxytryptamine ~ (5-HT) in  the
ability to cross the blood-brain barrier modulation of nociceptive thresholds.
suggest a central activity, which has been Studies have shown that 5-HT plays an
reported in several studies both in animals® important role in the descending inhibitory
and in humans’.It has been postulated that pathway of pain transmission from
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brainstem to the spinal cord. Descending
pain pathways originate in brainstem
nuclei, the hypothalamus and the cortex
and interact with afferent fibers,
interneurons and projecting neurons in the
dorsal horn of the spinal cord. They are
multiple and their stimulation leads to
inhibitory effects in most studies 2 13 14
The neurotransmitters involved in these
descending  controls are  serotonin,
noradrenalin, dopamine and opioids®®. 5-
Hydroxy-tryptamine, applied
iontophoretically to dorsal horn neurons
does reduce the nociceptive responses of
these neurons. Alloui and colleagues *°
showed that the 5-HT3 receptor antagonist,
tropisetron, injected intrathecally,
abolished the antinociceptive effect of
paracetamol in an inflammatory pain
model in rats. Most of the authors reported
that 5-HTs-receptor activation had an
antinociceptive action 17 181920 'while few
showed an involvement of 5-HT> receptor
subtype 2 or 5-HT1subtype?.

It has been also proposed that other
neurotransmitter  systems, including
opioidergic pathways, may be involved in
the central analgesic effect of this class of
drugs®. Raffa and co-workers 2 have
discovered that the analgesic effect of
acetaminophen involves recruitment of
endogenous opioid pathways that lead to
antinociceptive spinal-supraspinal "self-
synergy”. They also demonstrated a
synergistic enhancement of
acetaminophen’s antinociceptive action by
spinal administration of phentolamine®*,
implicating an interaction  between

MATERIAL AND METHODS

I. Animals

Adult albino mice weighing 25 - 30 g of
either sex were used in our study. They
were purchased from the animal facility of
the pharmacology department, College of
Pharmacy, King Abdul-Aziz University.
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descending endogenous opioid pathways
and spinal sites. On the other hand, a
recent clinical study on human volunteers
that naloxone does not inhibit paracetamol
antinociception, suggesting no significant
implication of the opioid system in
paracetamol mechanism of action?.

The study of the impact of modulating
the serotonergic and opioidergic systems
on the analgesic activity of paracetamol,
therefore, might throw some light on the
complex antinociceptive activity of this
widely used drug. Accordingly, we
decided to conduct a study on both
neurotransmitter systems, serotonergic and
opioidergic, to gain further insight into the
mechanism of the analgesic action of
paracetamol.

The purpose of this study was twofold.
First, to evaluate the impact of enhancing
the central serotoninergic
neurotransmission by the most potent
selective serotonin reuptake inhibitor,
paroxetine?® 2/, on the antinociceptive
effect of paracetamol in the hotplate test,
hence the clinically relevant potential drug
interaction between therapeutic doses of
both paracetamol and this selective
serotonin reuptake inhibitor is highlighted.
Second, to find out whether naloxone, the
opiate receptors pure antagonist, was able
to modify or prevent the antinociceptive
effect of paracetamol in the same
analgesimetric test, thus ruling out the
potential involvement of endogenous
opioid polypeptides in mediating the
analgesic effect of this widely used
medicine.

The animals were housed in cages kept
under  constant  environmental and
nutritional  conditions throughout the
period of investigation. They were allowed
a free access to water and diet consisting of
standard chow.

I1. Drugs
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Paracetamol was obtained from Sigma-
Aldrich  Company, USA. Paroxetine
hydrochloride  was  obtained  from
GlaxoSmithKline Company. Naloxone
HCI was obtained from Hikma
Pharmaceuticals, Amman, Jordan. Drugs
were freshly prepared in agueous solution
in a concentration adjusted so that the
volume administered is 0.1ml/10 g animal
weight.

III. Experimental design and treatment
protocol

The animals were divided into two
sets, dedicated each for a separate
experiment. Each set was subdivided into
three groups, consisting each of 10 mice.

a. Paroxetine experiment
Animals in Group 1 (served as normal
control) as well as Group 2 were orally
administered normal saline, at the same
volume of the drug, for one week. In
Group 3, paroxetine was daily
administered by oral gavage in a dose of
20 mg/kg 28 for one week. At the end of
the experiment day (on day 7), all the
animals were subjected to the hotplate test
to determine the baseline withdrawal
latency (see below). Thereafter, animals in
group 1 were intraperitoneally (i.p)
injected with normal saline, while in group
2 and group 3, animals were i.p injected
with paracetamol (200 mg/kg)?® one hour
after receiving the last oral dose of normal
saline or paroxetine. Exactly after 15 min,
the hotplate test was started as described
below.

b. Naloxone experiment

On the experiment day, all the animals
were subjected to the hotplate test before
receiving any treatment to determine the
baseline withdrawal latency (see below).
Thereafter, animals in Group 1 were i.p
injected with normal saline and served as
control, while in group 2, animals were i.p
injected with paracetamol (200 mg/kg).
Animals in group 3 where pretreated with
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naloxone (5 mg/kg, i.p)*® 30 min before
paracetamol injection. Exactly 15 min
after, the hotplate test was started as
described below.
IV. Hot-plate test

The central antinociceptive activity of
paracetamol was evaluated by using a
modified hot plate test following the
method of Lavich et al3. This test
measures the complex response to an
acute, noninflammatory, nociceptive input
and can be considered a good model for
studying central antinociceptive activity**

Animals were placed individually onto
a hot plate with temperature fixed at
55+0.5°C (Harvard Apparatus Ltd., Kent,
UK). Exposure to heat was continued till
the animal shows withdrawal response in
the form of hind paw licking, shaking or
lifting or jumped off. To minimize tissue
damage, a cut-off time (removing from the
plate) of 30 seconds was adopted. The
withdrawal latency was defined as the time
period between the moment when the
animal was placed on the hot plate surface
and the moment when the animal licked,
shaked or lifted any of its hind paws or
jumped off to avoid thermal pain. The
baseline latency (pretreatment value) was
determined just before paracetamol or
saline injection. The withdrawal latency
was again determined at 15, 30, 45, 60, 75,
90, 105 and 120 min after. The
prolongation in the withdrawal latency was
taken as an index for the antinociceptive
effect of paracetamol.
V. Data analysis

All values in this study are expressed as
mean + standard error of the mean
(M£SEM). Data were analyzed by one-
way analysis of variance (ANOVA). When
variation among groups was found
significant, Tukey-Kramer multiple
comparisons test was carried out to
compare between groups. Differences were
considered significant when p value was <
0.05.
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RESULTS

Effect of paroxetine

As shown in figurel, the normal
(pretreatment)  withdrawal latency of
control mice was 13.25 + 0.62 sec. After
saline injection, this value showed
insignificant variation along the whole
experimental period. After injection of
paracetamol, the withdrawal latency was
gradually and significantly prolonged,
starting 15 min after injection, reaching a
maximum of 26.63 + 0.86 seconds after 90
min. However, it started to decline back to

- Control
—&-Paracetamol

-@-Paracetamol
+Paroxetine

* @x

@*

S THRWE VB SO<NOO—
»

L L L L L L L L L
0 15 30 45 60 75 90 105 120
Time after treatment (min)

Figure 1: Antinociceptive effect of a single dose of paracetamol
(200 mg/kg, i.p) in normal mice and in mice pretreated with
paroxetine (20 mg/kg, p.o for 7 days). Values are represented as
means + S.E. of 8-10 separate experiments.

* Significantly different from respective control values at P<0.05.
@ Significantly different from respective paracetamol values at
P<0.05.

Effect of naloxone

As shown in figure2, the normal (pretreatment)
withdrawal latency of control mice was 8.88 +1.13 sec.
After saline injection, this value showed insignificant
variation along the whole experimental period. After
injection of paracetamol, the withdrawal latency was
gradually and significantly prolonged, starting 30 min
after injection, reaching a maximum of 23.13 +0.7sec.
after 75 min. However, it started to decline back to reach
10.88 £1.37 sec. at the end of the evaluation period (120
min).

In  naloxone-pretreated animals; the effect of
paracetamol was reversed such that no antinociceptive
effect was observed at any of the evaluation time points.

In paroxetine-pretreated animals, the effect
of paracetamol did not quantitatively differ
from that in paracetamol-only treated

group.
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However, at the time where its effect
started to fade in the paracetamol-only
treated group (105 min), the
antinociceptive effect of paracetamol
continued at the same level, achieving a
value of 25.75 + 1.11 sec. at the end of the
test period. It could be concluded that
pretreatment with paroxetine potentiated
the antinociceptive effect of paracetamol
during the late phase of its action, leading
to prolongation of its effect for at least 30
min.

-&-Control
—&- Paracetamol

-8-Paracetamol
+Naloxone

S THOE W DAHSO<NOo—

0 15 30 45 60 75 90 105 120
Time after treatment (min)

Figure 2: Antinociceptive effect of a single dose of paracetamol
(200 mg/kg, i.p) in normal mice and in mice pretreated with
naloxone (5 mg/kg, i.p 30 min before). Values are represented as
means + S.E. of 10 separate experiments.

* Significantly different from respective control values at P<0.05.
@ Significantly different from respective paracetamol values at
P<0.05.

DISCUSSION
In the present investigation, the
antinociceptive effect of paracetamol

against thermal pain was evident shortly
after i.p. injection, manifested as
prolongation in the withdrawal latency 15-
30 min after injection. This effect reached a
maximum after 75-90 min, thereafter
started to fade gradually. Paracetamol is
often classified in the group of aspirin like?
or NSAIDs-like drugs 4. However, it does
not share the same profile both in terms of
therapeutic activities and side effects. This
seems to be due, at least in part; to the
inhibition of the synthesis of PGs *$.These
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marked differences suggest that its
mechanism of action may differ. In vitro,
paracetamol  weakly inhibits COX,
compared to several NSAIDs *° Clinical
experiments have shown that therapeutic
doses of paracetamol failed to reduce 6-
keto-PGF1a urinary excretion® or PGE2
synovial fluid levels®’. Also, Vane®
demonstrated that paracetamol weakly
inhibits peripheral COX but has a more
potent effect on the centrally located
enzymes. This limited inhibition of COX,
especially of peripheral COX, led several
authors to propose a central mechanism of
action of paracetamol’® . Such a
hypothesis is in line with the ability of
paracetamol to cross the blood brain barrier
both in rats “° and humans®®, and with its
efficacy maintained in animal pain models
after central administration®® and in models
devoid of any inflammation and only
sensitive to centrally acting drugs*. Some
neurobiochemical hypotheses have been
proposed for this centrally mediated effect
since paracetamol reduces behavior induced
by intrathecally injected substance P or N-
methyl-D-aspartate (NMDA)*,
Involvement of endogenous opioids®® 32
and of another variant of COX 1 (COX 3)
located in the CNS as a crucial enzyme
inhibited by the drug®. An inhibitory
effect of paracetamol on a COX1 variant
(COX3) has been described by Botting*.
However, the author stated that this enzyme
would be involved in the resolution of
inflammation, i.e. in a late phase after
carrageenan administration, which excludes
the involvement of such a mechanism in the
““rapid’”  antinociceptive  effect  of
paracetamol  observed here.  Hence,
systemically administered paracetamol acts
differently from aspirin and NSAIDs and
independently of peripheral PG synthesis
and of any anti-inflammatory effect.

There are already reports of the central
actions of paracetamol in a variety of pain
models
22,3295 or of its actions at a spinal level 3% 46
47, These reports have also linked the
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actions of paracetamol to a descending 5-
HT pathway 3% 46 48, Control of analgesia is
performed by the descending inhibitory
pathways in the central nervous system.
The key part of this descending system is
the periaqueductal grey area (PAG) which
receives inputs from different brain regions
and is assumed to be a gate in control of
nociception, especially in the dorsal horn.
PAG mainly stimulates the nucleus raphe
magnus (NRM) and some fibers in the
spinal cord, which form  synaptic
connections on dorsal horn interneurons. 5-
HT is the major transmitter both at these
synapses and the pathway from the NRM to
the substantia gelatinosa of the dorsal
horn?. Activation of this pathway inhibits
transmission specifically in nociceptive
pathways “°. The 5-HT3 receptors located
in the dorsal horn of the rat spinal cord have
been shown to mediate an antinociceptive
effect™®.  Alloui and his colleagues*®
demonstrated a spinal antinociceptive
action for paracetamol that was reversed by
the 5-HT3 receptor antagonist, tropisetron.
The augmentation of the antinociceptive
action of paracetamol in mice being treated
with paroxetine observed in this study may
further highlights the involvement of 5-HT
in this action and gives further insight into
this postulation.  Several authors have
demonstrated a serotoninergic involvement
in  the antinociceptive  effect of
paracetamol“* 16, 21, 48, 51, 52'

Since the antidepressant mechanisms of
SSRI drugs are attributed to an increase in
the amount and action of serotonin in the
synaptic gap due to its serotonin re-uptake
inhibitory effect on the presynaptic site?® 27,
extension of this effect to the descending
serotoninergic spinal pathways would be
conceivable as a mechanism of potentiation
and/or prolongation of the analgesic effect
of paracetamol. Indeed, Duman and co-
workers®® demonstrated that the 5-HTs
receptors antagonist, ondansetron inhibits
the antinociceptive effect of paroxetine,
while the 5-HT> receptors antagonist
ketanserin could not. This finding suggests
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a contribution of 5-HT3 receptors rather
than 5-HT> types, to the antinociceptive
action of paroxetine. In conclusion, both
paracetamol and paroxetine antinociception
implicate  the descending inhibitory
serotoninergic pathway in their effect, with
5-HT3 subtype being the receptor involved.
Our results, thus, would be compatible with
a mechanistic scheme, which involved a
central site of action of paracetamol, with
algesia being devoid of a peripheral
inflammatory component. The potential
clinically relevant drug interaction between
this widely used analgesic and SSRIs might
warrant investigation on human volunteers.

In our study, the reversal of the
antinociceptive action of paracetamol in
mice being treated with naloxone supports
the involvement of endogenous opioids in
this action and gives further insight into this
postulation. The results of the present study
confirm that opioidergic system was
engaged in the mechanism of paracetamol
action. This observation is in agreement
with results obtained by Pini et a/®?> who
also noted that the antinociceptive effect of
paracetamol was reversed by nonselective
opioid receptor antagonist naloxone in the
hot-plate test in rats. Some studies have
indicated that some NSAIDs exert a central
opioid receptor-mediated effect®®, although
the exact mechanism has not been fully
elucidated. Indeed, indirect action on opioid
receptors with release of endorphins or
enkephalins has already been proposed for
diclofenac® and ketorolac®. On the other
hand, our result is not in line with that of
Pickering et al® who observed that
naloxone does not inhibit paracetamol
antinociception, in human volunteers,
suggesting no significant implication of the
opioid system in paracetamol mechanism of
action. However, the authors attributed this
apparent lack of effect to a matter of the
power of their study, being carried out on
only12 healthy male volunteers.

Possible interaction of paracetamol with
naloxone binding sites has been
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investigated.  Competition  experiments
demonstrated that paracetamol, though with
low affinity, competes for [3H] naloxone
binding sites®. This indicates that
paracetamol may behave like morphine
regarding not only its analgesic effect but
also its action on p-receptors. The authors
suggested a dose-related effect in which
paracetamol may bind directly to opioid
receptors only at high concentrations. It is,
however, hard to believe that paracetamol
acts directly on opioidergic receptors since
Pelissier and co-workers!! were unable to
demonstrate paracetamol affinity for these
receptors in vitro. It may be, therefore,
suggested that paracetamol activates
opioidergic system indirectly via still
unknown mechanism or mechanisms. In
this regard, it has been suggested that
paracetamol indirectly activate opiate
receptors that in turn may increase 5-HT
levels, at least in the cerebral cortex and in
the pons, thus provoking an analgesic
effect’’. Indeed, in the mechanism of action
of  paracetamol, a  5-HT-mediated
antinociception is of interest because
central 5-HT activation potentiates the
effect of opioids, as observed in rats>® and
humans®’. On the other hand, it has been
shown that naloxone blocks the increase in
5-HT levels in the brain induced by
paracetamol®2. These potentially regulatory
and interactive mechanisms between 5-HT
and opioid transmission in nociception are
supported by the finding that the analgesic
effect of paracetamol depends on an intact
5-HT neurotransmission and is antagonized
by the opioid antagonist naloxone 32
Noteworthy, morphine induces changes in
the serotoninergic system similar to those
obtained with paracetamol, which are also
reversed by naloxone. Thus it may be
hypothesized that paracetamol, in acting on
opiate receptors, may release 5-HT that
provokes an analgesic effect. This is
supported by many findings which indicate
that 5-HT takes part in the complex
nociceptive pathways and plays a pivotal
role in antinociception®®. In conclusion,
these data provide further evidence for a
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central antinociceptive effect of PARA
antagonized by naloxone, which suggests
that this activity may involve the
opioidergic pathways which in turn activate
the serotonergic system.
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ABSTRACT

Objectives:The aim of this study was to determine the efficacy and accuracy of FNA
cytology in diagnosis of thyroid swellings versus histopathology result in our surgical unit.
Methods: Between January 2007 - December 2011. A total of 106 patients who underwent
thyroid surgery at King Faisal Hospital, Makkah and who had preoperative FNAC were
enrolled in this retrospective study. The preoperative FNAC results were compared with
definitive histological diagnosis following thyroid surgery. Fine needle aspiration cytology
was performed using aspirate techniques on each thyroid swelling. The cytological sample
was assessed by a single centre consultants pathologist and was classified as, non-neoplastic,
neoplastic, suspicious or indeterminate. The histology were classified as non-neoplastic
(benign), neoplastic (malignant).

Results: Out of 106 patients included in this study fine needle aspiration cytology analysis
revealed 81(76.4%) non-neoplastic, 8 (7.5%) neoplastic and 17 (16%) suspicious aspirates
(indeterminate). Histological analysis showed 91 (85.8%) benign, 15 (14.2%) malignant
specimens. Fine needle aspiration cytology had a sensitivity , specificity and accuracy rate of
7%, respectively for diagnosing thyroid malignancy. Our results indicate that FNAC is very
useful in the diagnosis of thyroid pathology specially benign conditions. However, complete
histopathological analysis is essential to distinguish suspicious conditions.

Conclusion: FNAC is safe and cost-effective diagnostic modality in the investigation of
thyroid pathology pre-operatively and plays a useful role in planning the surgical management
of thyroid nodules and still not decisive for suspicious / undetermined cases. However,
results must be interpreted with the clinical picture in mind. The suspicious and indeterminate
results prove to be an area of uncertainty often resolved by diagnostic surgical resection and
tissue cytology.

Keywords: Thyroid swellings; FNA; Accuracy, histopathology

INTRODUCTION
hyroid swellings are common operative tissue diagnosis of malignancy
clinical findings among patients in allows planning of appropriate surgery and
surgical outpatient clinic. Have a relevant patient counseling.
reported prevalence of 4-8% of the adult
population 23, Most of the thyroid There are several tests, such as high
swellings turned out to be benign and resolqtion ultrasonography, radioisotope
approximately 5-10% are anticipated to be scanning and FNA biopsy have been used
malignant * ‘The problem in clinical for evaluation of thyroid swellings before
practice is to distinguish reliably the few proceeding to thyroid surgery. Studies
malignant tumours from the many have demonstrated that among all these
harmless nodules so that a definitive pre- diagnostic modalities, Fine-needle
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aspiration cytology (FNAC), as practiced
today 1is an interpretive art with
histopathology as its scientific base . The
FNAC was first reported by Martin and
Ellis in 1930 * and then in 1960 Swedish
perfected the concept and in 1970s it
gained acceptance in the UK and the
USA>% Now, FNAC is practiced world-
wide and has become a critical step in the
evaluation and screening test for diagnosis
of thyroid swellings®’. It is well
established out-patient procedure used in
the initial diagnosis of thyroid swellings. It

Objective:

The aim of this study was to determine the
efficacy and accuracy of FNAC in
diagnosis of thyroid swellings in our
surgical department and compare and
matching, accuracy, sensitivity, specificity,
positive predictive value and negative
predictive value of the results in various

thyroid swellings in correlation with
histologic diagnosis.
MATERIAL AND METHODS

In this study retrospectively we evaluated
106 FNA performed between January 2007-
December 2011, at department of surgery,
King Faisal Hospital Makkah, KSA.. FNA
were performed on all patients presented
with palpable thyroid swellings in the
surgical outpatient clinics and subsequently
underwent a thyroid surgery and concurrent
postoperative histopathologic tissue
diagnoses were compared to estimate the
accuracy of FNAC. The data was collected
from medical records. All FNACs were
carried out by consultant pathologist in
tertiary hospital laboratory. FNAC and
histology specimens were analyzed by a
consultant pathologist same centre. FNAC
results were classified, interpreted and
analyzed accordingly. The lesions were
categorized into benign,
suspicious/undeterminate and neoplastic
conditions. The cytological findings were

79

is simple, cost effective screening test,
readily repeated, and quick to perform in
the outpatient clinics with excellent patient
compliance.

The limitations include false negative
results, false positive results and a
proportion of FNA results that are not
obviously benign or malignant and fall into
the indeterminate or suspicious group.
Published data showed diagnostic accuracy

of FNAC varies between different series.
78.

compared with those of histopathology
wherever  available.  The  sensitivity,
specificity, positive predictive value (PPV)
and negative predictive value (NPV) of
FNAC in diagnosing thyroid swellings was
calculated. Statistical analysis was done by
using SPSS software.

RESULTS

From 2007-2011 a total of 106 aspirates of
thyroid swellings with subsequent thyroid
surgery were identified, 12 (11.3%) were
male and 94 (88.7%) were females. Age of
the patients ranged from 22 to 68 years
characteristics of the patients were shown
in Table 1,

cytological and histological results is shown
in table 2 for diagnosis of thyroid diseases.
The study showed that FNAC most
common lesion was benign 81 (76.4%), and
8 (7.5%) cases were malignant and 17 (16
%) were undetermined lesions. In
comparison with histopathology of post
operative tissue results, the benign lesions
were 91 (85.8%), and malignant cases were
15 (14.2%). Among the 106 cases of
histopathological  results of FNAC
correlations were available, the sensitivity,
specificity, negative predictive value and
positive predictive value in this study as
shown sensitivity of 53.33%, specificity of
89.01%, NPV of 92.05%, PPV of 44.44%.
Table3. This FNAC results have been
compared  with  the  corresponding
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Category FNAC P.O*
Benign 81 91
Malignant 8 15
Suspicious/undeterminate 7 0
Adenomatous goitre 2 0
Hashimoto’s 3 0
Follicular adenoma 2 0
histological diagnosis including

indeterminate FNAC sample with the final
results of post operative tissue examination
Table2. In our study the final
histopathological ~tissue examination
revealed no suspicious/indeterminate cases
and all the seven cases of indeterminate of
FNAC, which has been reported as
adenomatous goiter, hashimoto’s and
follicular adenoma has been proved in the
final histopathology = malignant Table2
Table4.

Table 1 : Patients characteristics

Characteristics Total patients(n =106)
Age (in years)

20-29 9
30-39 38
40-49 43
50-59 14
> 60 2
Sex

Male 12
Female 94
Duration of complaints

<6 months 7
6-24 months 24
2-3 years 26
>3 years 49
Treatment history

Yes 32
No 74

Table-2:Nature of thyroid swellings in FNAC and
histopathology (number of patients n =106 )

Thyroid lesion FNAC Histopathology
Begnin 81 (764%) 91  (85.8%)
Malignant 8 (15%) 15  (142%)
Undetermined 7 (6.7%) None (0 %)

Table-3: Statistical analysis for FNAC indices
results

Indecis FNAC
Sensitivity. 53.33 %
Specificity 89.05 %

NPV 92.05 %
PPV 44.44%
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Table 4: Benign or suspicious neoplastic lesions
diagnosed by FNAC and their comparison with
histopathological diagnosis

P.O. = Postoperative histopathology.

DISCUSSION

Thyroid enlargement, whether diffuse or
nodular, leads to a big range of
investigations, mainly to rule out the
possibility of a neoplasm or toxicity. FNAC
is the first line of investigation and other
investigations like ultrasonography, thyroid
function test, thyroid scan and antibody
levels are done subsequently for appropriate
management °. The sensitivity of thyroid
FNAC ranges from 78-92 % and its
specificity from 74-99%. 101112,

In our study the sensitivity was 53.33% and
specificity 89.01% . This shows that FNAC
i1s more specific than sensitive in detecting
thyroid benign cases The diagnostic
accuracy for cytologic diagnosis for
malignant cases was matching and
comparable with other studies.”!'*

Fine needle aspiration cytology is regarded
as the gold standard initial investigation in
the diagnosis of thyroid swellings. The
technique is safe simple and quick with a
low complication

rate. FNAC has been shown to have similar
or higher sensitivity and accuracy levels
than frozen section examination '*!> In our
study FNAC has shown lower sensitivity
and accuracy levels than post operative
tissue diagnosis. There is a group of lesions
which overlap benign and malignant
features, 17 cases labeled as undetermined
in FNAC while in histopathology were
clearly distinct. Cytological diagnosis of
follicular adenoma versus carcinoma is not

possible on FNAC and diagnosis is
dependent on histological assessment for
capsular/vascular invasion. Another
limitation of thyroid FNAC is the large
number of inadequate aspirates. Published
data suggest inadequate sample ranges
between 9-31% '©!7. In the published data,
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the sensitivity, specificity and accuracy of
thyroid FNAC in detecting malignancy
ranges from 84-86%, 52-86% 819
respectively. In our study sensitivity rate
was low compared to others as three out of
four (75%) 'indeterminate’ FNAC results
were later found to have malignancy on
histological examination. Our positive and
negative predictive values are comparable
with published data  is higherr than
published data 292!,

CONCLUSION

From this study, it can be concluded that
FNAC is simple, very useful and readily
available tool for evaluating thyroid
swellings. It is safe and cost-effective
diagnostic modality in the investigation of
thyroid pathology pre-operatively and plays
a useful role in planning the surgical
management of thyroid nodules. However,
results must be interpreted with the clinical
picture in mind. The suspicious and
indeterminate results prove to be an area of
uncertainty often resolved by diagnostic
surgical resection.
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Objectives:. The aim of the study is to evaluate and investigate the prognostic value of p53
and p63 genes in breast cancer in Saudi patients.

Method and Materials: A total of 26 tissue samples from men and women suffering from
breast cancer were collected. Immunohistochemistry method was performed to detect p53 and
po63.

Results: The expression of p53 was positive in15.3% of the total cases of samples while the
expression of p63 was positive in 19.1% of samples. The study found that the p53 and p63
genes was positive in case of breast cancer, especially within the age group 30-60 years old
and with grade II, III.

Conclusion, p53 is rarely co expressed with p63, suggesting that p63 could act indirectly as
an oncogene by inhibiting p53. This hypothesis could also explain why p63 correlated with
several other indicators of poor prognosis.

Keywords: Breast cancer, p53, p63, immunohistochemistry, prognosis, Saudi Arabia.

INTRODUCTION
F I Y he global burden of cancer has between the ages of 60 and 70, although
more than doubled in the past 30 the condition can develop in men of any
years and breast cancer is the most age (Fattaneh et al., 2003). The causes of
common cancer among women worldwide the breast cancer in male are the same in
(Lord, et al., 2007). It was reported by female (Borgen et al., 1992; Fentiman et
World Health Organization (WHO) that al., 20006).
636,000 and 514,000 incident cases
occurred in developed and developing P53, located at 17p13.1, was the first gene
countries during 2008, respectively. identified as a mutant in human tumors. Its
Breast cancer, one of the most frequent and normal protein product participates in
deadly cancers in women, has been regulation of the cell cycle and in
recognized as a heterogeneous disease in apoptosis. Mutations of p53 have occurred
terms of natural history, genetic alteration, in 17-40% of sporadic breast cancers
histopathological features, gene expression examined, (Coles et al., 1992) and most of
profile, and response to treatment in them are missense mutations concentrated
individual  patients  (Lakhani  and in a core region that encodes the sequence-
Ashworth, 2001; Quackenbush, 2006; specific DNA-binding. Mutant forms of
Sotiriou and Piccart, 2007; Stingl and p53 protein interfere with the growth-
Caldas, 2007). suppressing effects of wild-type p33,
indicating that the gene product is actually
Male breast cancer is a rare condition, a tumor suppressor (dominant negative).
accounting for only about 1% of all breast Many investigators have examined
cancers. The American Cancer Society mutations of p53 in detail and have
estimates that in 2008, about 1,990 new correlated them with the prognosis and
cases of breast cancer in men will diagnose with the sensitivity to anti-tumor drugs. A
and that breast cancer will cause statistically significant association has
approximately 480 deaths in men in been noted between p53 mutations that
comparison with more than 40,000 women occur in conserved domains, and poor
die of breast cancer each year. Most cases prognosis. As p53 mutations are found
of male breast cancer is detected in men most frequently in advanced breast
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cancers, it appears that aberrant p353 is
involved in the progression stages of such
tumors (Nagahata et al., 2002).

P63 belongs to the family of transcription
factors that also includes p53 and p73. All
members of the family have three highly
conserved domains: a transactivation
domain (TA), a DNA binding domain
(DBD) and an oligomerization domain
(OD), p63 and p73 have an additional
protein interacting domain at their c-
terminus known as sterile alpha motif
(SAM) (Graziano and De Laurenzi, 2011).

Several studies have attempted to correlate
p63 expression with prognosis but further
work is required to obtain a clear picture of
the value of this gene as a prognostic
marker. A correlation of p63 expression
with increased features of poor prognosis
has been reported (Garcia, et al., 2007),
indeed expression increases from grade
Illa to grade IIIb—-IV breast carcinomas
(Ribeiro-Silva et al., 2003) and correlates
with nuclear pleomorphism, a known
feature of aggressive tumors (Thike et al.,
2010). Moreover in one study it was
reported that p63 is negative in cancers
smaller than 2 cm, but its expression
increases with tumor size (Ribeiro-Silva et
al., 2003). Conversely well differentiated
tumors over expressing p63 are associated

MATERIAL AND METHODS

This study was performed at King Abdul-
Aziz university hospital in histopathology
laboratory. Samples were collected from
Al-noor hospital, Alawi Tunsi hospital,
King Abdul-Aziz hospital, Al Hada, and
Al Taif military hospital. A total of 26
samples were collected. Samples studied
belong to different age and sex. The
questionnaire form included: file number,
age, gender, diagnosis, stage and grade of
cancer.

Samples preparation
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to a good prognosis (Hanker, et al., 2009).
It is possible that expression of p63 in cells
of different origin has a different
phenotype or more likely that the isoforms
expressed by the different tumors are
different and result in a different outcome.
Indeed one could imagine that while basal
like tumors express the oncogenic AN

isoforms, more differentiated tumors
express the tumor suppressor TA form.
Hopefully future studies investigating

differential isoform expression will clarify
this point and allow the use of p63 as a
prognostic marker.

The use of immunohistochemical staining
has been a major part of the routine

diagnostic =~ procedure in  various
malignancies, and recent studies have
reported a relationship between

immunohistochemistry (IHC) profiles of
various types of breast carcinomas and
molecular taxonomic classification
(Ginestier, et al., 2002; Makretsov, et al.,
2004; Nielsen, et al., 2004; Jacquemier, et
al., 2005).

The current study was designed to identify
the association of molecular markers (p63
and p53) with breast cancer in different
grades and stages in both men and women
in Saudi Arabia.

Formalin-fixed, paraffin-embedded tissue
blocks from 26 patients with breast
carcinoma. The immunohistochemistry
assay was performed on 4-5 um sections
were prepared and placed on positively
charged slides where tumor sections were
de waxed by placing in a glass jar
containing xylene for 30 minutes with
regular 10 minutes interval shaking. Slides
were hydrated through a series of different
ethanol concentrations (100%, 90% (v:v),
and 70% (v:v)) one minute at each
concentration. Slides were then rinsed in
running tap water for 1 minute. All tissue
sections were placed in a plastic
microwavable container with 250 ml 10
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um citrate buffer (pH 6.0), which was
heated at full power (750 watts) for 5

minutes. After 5 minutes, approximately
50 ml distilled water was added to
substitute the evaporated water and

continued heating for another 5 minutes at
full power (750 watts). After the heating
step, the container and tissue sections were
placed at room temperature for 20 minutes
to cool down in the same citrate buffer
solution prior to rinsing in running tap
water followed by transferring step where

slides transferred to the DAKO
Autostainer.
Immunohistochemistry

The current study used DakoCytomation
immunohistochemistry which is refers to
the Universal EnVision Doublestain
System  permits  the  simultaneous
demonstration of two antigens within one
specimen by double immunoenzymatic
staining. I[HC used to show whether or not
the cancer cell has p53-p63 proteins in it.

Immunohistochemistry was then carried
out using the DakoCytomation EnVision™
Detection Kit (DakoCytomation Ltd, US),

according to the manufacturer’s
instructions using a semi-automated
staining system (Autostainer,

DakoCytomation Ltd., USA).

Immunohistochemical Procedure

Slides were initially rinsed with 2.5 pl tris
buffered saline (TBS) (pH 7.6), followed
by addition of the primary antibodies
(Table -1-), which were diluted using
antibody diluents solution (DAKO),
incubated for 30 minutes, and rinsed with

Table -1-: Breast cancer markers used in this study and
their condition.

Protei Catalo  Isotyp  Epitop  Company Clon  Dilutio
n g e e e n
factor
po3 sc- mous 1-205 Santa cruz  4A4 x100
8431 e (h) biotechnolo
1gGaa gy inc.
p33 sc- mous 1-45 Santa cruz  DO- x100
47698 e (h) biotechnolo 7
1gGap gy inc.
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2.5 ul TBS buffer. Endogenous
peroxidase in the tissue sections were
blocked by addition of 2.5 pl peroxidase
blocking solution (DAKO) and incubated
for 5 minutes. Slides were rinsed with 2.5
ul TBS buffer followed by addition of 2.5
ul Alkaline phosphatase labelled polymer,
which was biotinylated goat anti-mouse

and anti-rabbit immunoglobulin
(ChemMate™ Detection Kit,
Peroxidase/DAB, Rabbit/Mouse,

DakoCytomation, USA), incubated for 30
minutes before rinsed again with 2.5 pl
TBS buffer. Two point five microliters of
labelled polymer reagent, which is
streptavidin peroxidase, HRP, was added
to the tissue sections before incubation for
30 minutes. Slides were rinsed with 200 pl
TBS buffer before 2.5 pl substrate-
chromogen solution,(DAB) (ChemMate™
Detection Kit, DakoCytomation, USA)
was added and incubated for 5-15 minutes.
Slides were then removed from the
Autostainer and rinsed in running tap water
for 2 minutes followed by a counterstain
step using haematoxylin (code S3309), by
dipping the slides once in haematoxylin.
Slides were rinsed in running tap water
until the solution was clear. Slides were
placed 10 times into a bath of 0.037 mol/L
ammonia water , then rinsed in tap water,
followed by dehydration through a series
of different concentrations of ethanol (70%
(viv), 90% (v:v) and 100%) one minute for
each concentration before immersed in
xylene for three minutes. Slides then were
mounted under cover slips with Glycergel
and observed by light microscopy.

RESULTS:

Our results are summarized in the Tables 2
and 3. The expression of p63 was positive
in 19.1% of the total cases of breast cancer
and the expression of p53 was positive in
15.3% while 34.4% of all cases expressed
p63 or p53.

The results were showed in Table 2 the
relationship between the age and the
percentage of expression on p53 and p63
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in breast cancer patients. The result
confirmed the expression of p53 and p63in
age group 30-50 in men and women. The

Table -2- showed the relationship between the age and the percentage
of expression on p63 and p53 in breast cancer patients.

Age % of expression % of expression Total %
p63 P53

Less than30 3.8 3.8 7.6

30-50 11.5 11.5 23

50-70 3.8 0 3.8

Total % 19.1 15.3 34.4

Table 3 explained that the expression of p63 and p53 in different types
of breast cancer. The result showed that expression of p63 and p53
were found in grade II and III of breast cancers. Also, the result
showed expression of p53 was more than p63 in grade II in breast
cancer patients in Saudi Arabia.

Table -3- showed the relationship between the grade and the
percentage of expression on p53 and p63 in breast cancer patients.

Grade % of expression % of expression Total %
p63 p53

1 0 0 0

I 3.8 7.6 114

I 3.8 3.8 7.6

Total % 7.6 114 19

Image analysis of biomarker expression
showed that normal terminal-duct lobular
unit with p63 expressing myoepithelial
cells, which served as positive internal
control as shown in figure A. Figures B-F,
Strong and diffuse expression of p63 in
metaplastic carcinomas. P63 Expression in
Invasive Carcinomas of the Breast, p63 was
expressed in the nuclei of myoepithelial
cells of normal ducts and lobules adjacent
to the carcinomas, which also served as
internal positive controls in all cases. P63
was negative in all the other invasive
ductal, lobular and mixed ductal and lobular

carcinoma as shown in Figure 1.
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results showed that expression of p63 was
found in 50-70 age groups.

Figure -1-: (A) Normal terminal-duct lobular unit
with p63 expressing myoepithelial cells. (B-F)
Strong expression of p63 in metaplastic carcinomas.

The image analysis also explained Basaloid
squamous  cell  carcinoma. The  p63
immunohistochemical staining demonstrating

diffuse nuclear staining as clarify in

-2-

immunohistochemical
demonstrating diffuse nuclear staining.
squamous cell carcinoma.

staining
Basaloid

Figure po3

The detection of mutation by using p53 biomarker
showed that p53 mutation is the most common
genetic abnormality found so far in human cancer,
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and in breast cancer p53 mutation/alteration is seen
in 15.3% of breast carcinomas Figure -3-.

-

LRkZ s
Figure -4-: four sections of different breast

cancers stained with DO-7 to detect p53
protein.

BT ER

DISCUSSION

Cancers occur when a there is an increase
of genetic mutations in critical genes—
those that control cell growth and division
or the repair of damaged DNA—allow cells
to grow and divide uncontrollably to form a
tumor. In most cases, these genetic changes
are acquired during a person's lifetime and
are present only in certain cells. These
changes, which are «called somatic
mutations, are not inherited. Less
commonly, gene mutations inherited from a
parent increase the risk of developing
cancer. In people with these inherited
genetic  changes, additional somatic
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mutations in other genes must occur for
cancer to develop.

According to change in breast tissue; breast
disease is originating from breast tissue,
most commonly from the inner lining of
milk ducts or the lobules that supply the
ducts with milk. Cancers originating from
ducts known as ductal carcinomas; those
originating from lobules are known as
lobular carcinomas. It may be benign, as in
fibro adenoma, or it may be malignant, in
which case it is termed breast cancer (
Schuetz et al., 2006).

This study is to evaluate the prognostic
value of the expression of p63 and p353
genes in breast cancer. In addition, to
identify the association of molecular
markers (p63 and p53) with breast cancer in
different grades and stages were performed
on women and men attending in main
hospitals in the western region of Saudi
Arabia.

In the current study, molecular markers of
p63 and p53 genes were evaluated in breast
cancer in Saudi Arabia. In 26 samples we
found p63 was express in (19.1%) more
than p53 (15.3%) of breast cancer. In
compared with other study in carcinomas,
p63 was expressed only in poorly
differentiated ductal carcinomas (11.76%)
of cases whereas p53 was expressed in
(21.17%) of carcinomas ( Ribeiro-Silva et
al., 2003). Since their initial identification
p53 homologues p63 and p73 have been
expected to play a role in cancer
development due to their close homology to
p33, notoriously one of the most mutated
genes in cancer. However soon after their
discovery the awareness that these genes
were rarely mutated in cancer seemed to
indicate that they did not play a role in its
development. However a large number of
data collected in the following years
indicated that altered expression rather than
mutation could be found in different
neoplasia and play a role in its biology. In
particular p63 due to its fundamental role in
epithelial development seems to play a role
in a number of tumors of epithelial origin
(Graziano and De Laurenzi, 2011).
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According to the results obtained, p53
expressed in 3.8% axillaries lymph node,
3.8% of intraductal axillaries lymph node,
3.8% of ductal carcinoma, 7.6% of
phyllodes tumor, 7.6% of invasive duct
carcinoma (IDC), and 3.8% of DCIS.
Comparing with the results published by
Rudasa and others in 1997, they used 121
carcinomas and found 19% was lobular in
situ carcinomas (LCIS), 61.2% was intra
ductal carcinomas (DCIS) and 19.8% was
minimal invasive carcinomas (Rudasa et al.,
1997). The variation between their results
and our results obtained may be due to the
amount of samples size, as our samples size
was 26 samples and they used 121 samples.
Also it can be due to the types of
carcinomas samples used.

The expression of p63 was found in 3.8%
of axillaries lymph node, 7.6% of invasive
ductal carcinoma (IDC), 3.8% of ductal
carcinoma in situ (DCIS), 3.8% of lobular
carcinoma in situ (LCIS), and no phyllodes
tumor and this agreements with previous
study (Koker et al., 2004).

The expression of p63 in myoepithelial cell
which, positivity more than 80% and this
agreements with previous studies (Hsiao et
al., 2010).

The literature strongly suggests that p63 is
necessary for normal development of
epithelial organs and may be essential for
the maintenance of a stem cell population in
various epithelial tissues, beings marker of
reserve cells. P63 expression in normal
breast and in metaplastic carcinomas.
Conclusions

In conclusion the p63 is a specific
myoepithelial cell marker in normal breast
tissue and is expressed in a minority of
breast carcinomas, being seen only in grade
IILII  ductal carcinomas. In ductal
carcinomas, malignant p63-positive cells
have an immunophenotype similar to that
of myoepithelial cells, suggesting that these
cells originate from a primary progenitor
cell that underwent divergent differentiation
to ductal and myoepithelial cells during
clonal expansion. Our study argues against
a direct role in mammary tumorigenesis.

&9

However, p53 is rarely coexpressed with
p63, suggesting that p63 could act
indirectly as an oncogene by inhibiting p53.
This hypothesis could also explain why p63
correlated with several other indicators of
poor prognosis.
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ABSTRACT

Objectives: The purpose of this study was to determine the outcome of infants with a history
of hydronephrosis diagnosed by ultrasound.

Methods: In a five-year period from April 1995 to April 2000, 46 infants and children < 11
years of age with diagnosis of neonatal hydronephrosis were evaluated and followed for at
least 12 months.

Results: 46 children were identified (32 male: 14 female). The mean age at diagnosis of
hydronephrosis was 1.10 + 0.27 years and 58% of the patients were diagnosed at birth. The
hydronephrosis was unilateral in 28 (60.8%) of cases, and hydronephrosis was at least
moderate or severe in 20 (43.4%) of affected kidneys.

At last follow-up, the abnormality had resolved in 22 out of 46 (47.8%) available patients, 24
(52.1%) had persistent hydronephrosis.

Conclusion: We conclude that the most important advantage of knowing that the children has
ultrasound findings of persistent hydronephrosis is ability to begin timely evaluation to
identify severity of hydronephrosis and prevent progressive deterioration of renal function.

Keywords: Hydronephrosis, ultrasound, outcome

INTRODUCTION
hyroid Hydronephrosis is one of In most cases, neonatal hydronephrosis and
I the common anomalies detected presumed UPJO gradually resolves without
during fetal ultrasound evaluation. surgical
counseling for antenatal hydronephrosis
has gained popularity and more and more intervention. There is a strong correlation
parents attend these clinics to find out the between the Society of Fetal Urology
outcome. 2 .Infants with neonatal (SFU) grading of hydronephrosis and the
hydronephrosis can have a range of likelihood of spontaneous resolution:
abnormalities  including  ureteropelvic Grade I resolves in approximately 50% of
junction obstruction (UPJO), patients, and grades I, I, IV
ureterovesical junction obstruction, hydronephrosis resolve in 36%, 16%, and
megacystis megaureter, or vesicoureteral 3% of cases, respectively.’
reflux (VUR).
However, in current practice, there is little
The second and third entities are fairly information about the natural history of
uncommon and, therefore, pediatric hydronephrosis and the time for
patients who have hydronephrosis and a resolution, in  antenatal  ultrasound
normal voiding cystourethrogram (VCUG) screening for pregnant women. Moreover,
are presumed to have UPJO. This there are few guidelines regarding
abnormality occurs in approximately 1 in frequency of follow-up visits and referral
every 2,000 live births and accounts for to urology for more extensive study such
approximately half of the cases of prenatal as performance of renal radionuclide scans
hydronephrosis.>* and possible decision for surgery in

children with hydronephrosis who are
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cared for by general pediatricians and
pediatric nephrologists. Additionally, the
value of clinical markers such as birth
history, urinary tract infection (UTI), and
severity of the hydronephrosis as a
guidance in predicting patients likely to
require urological evaluation has not been
adequately studied.

The aim of the study is to assess the
outcome of fetal hydronephrosis, segregate

Objective:

The aim of this study was to determine the
efficacy and accuracy of FNAC in
diagnosis of thyroid swellings in our
surgical department and compare and
matching, accuracy, sensitivity, specificity,
positive predictive value and negative
predictive value of the results in various
thyroid swellings in correlation with
histologic diagnosis.

MATERIAL AND METHODS

The study was conducted in all pediatric
patients followed by one pediatric
nephrologist with different presentation at
different ages diagnosed with neonatal
hydronephrosis at our institution between
1995 and 2000 and followed by the
Division of Pediatric Nephrology.

The clinical data were collected on pre-
approved data collection sheets, the
information

was identified, and the sheet linking the
study number with the individual patient
was stored

in a secure location.

The project was reviewed and approved by
the Institutional Review Board.

A database maintained at the Division of
Nephrology, which includes patient
gender, age, and chief complaint was
scanned to identify patients with “UPJ
obstruction,” “hydronephrosis,” or
“obstructive uropathy.” The review of
charts with these three diagnostic terms
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them into simple groups so that the milder
ones could be favorably counseled. At the
same time, patients with more serious type
could be informed about the importance
regarding regular follow-up, prompt
evaluation and timely intervention
whenever necessary. The data from this
study can be useful for the physicians
involved in the counseling of these parents
pre and postnatal.

was done to ensure complete ascertainment
of patients with hydronephrosis and
presumed UPJO.

Children were included in this review if
they had: (1) hydronephrosis without
hydroureter detected in a postnatal
ultrasound and a negative VCUG; or (2)
hydronephrosis without hydroureter in the
absence of UTI and  absence of a
documented negative VCUG because of
parents refusal of the study.

The standard recommendation at this
institution is to perform a VCUG in any
newborn or infant under 3 months of age
with  confirmed  hydronephrosis. In
addition, patients had tqaqqqqo be
followed for a minimum of 12 months to
be eligible for inclusion in the study.

Cases were classified as mild, moderate, or
severe hydronephrosis on the basis of the
findings of their initial ultrasonographic
examinations using the classification
criteria of Mandell.'®

The following data were recorded for
patients: date of birth, gender, presence of
prenatal  hydronephrosis, gestational
age/birth weight, history of perinatal
complications or UTI, severity of
hydronephrosis, age at diagnosis, unilateral
or bilateral disease, serial ultrasounds, and
outcome, namely resolution of
hydronephrosis, persistent hydronephrosis,
or referral to urology. The time from
diagnosis to each outcome was then
calculated by month.
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Severity of hydronephrosis of each renal
unit was recorded based on the radiology
report as mild, moderate or severe.
Outcome was recorded as improving,
worsening, stable, or resolved.

Statistical Methodology

Frequency tables (number, percent) were
mainly calculated for all the measurements

RESULTS

Patients Demographics:

Table (1) shows the sample characteristics
of hydronephrosis cases:

The total 46 patients, 26 (56%) had mild
hydronephrosis, while 20 (43%) had
moderate and severe hydronephrosis, with
average age at diagnosis 1.10 + 0.26 years
range from 0.0 to 6 years, 32 (70%) were
male patients and 14 (30%) were female
patients. Serum creatinine average was
38.58+ 2.39 micromoles range from 20 to
29 micromoles and serum creatinine

Comparability tests were measured in the
study using chi-square test for categorical
variables, like sex, etc. and t-test for
continuous variables, like age levels.
Significance was detected at p value < 0.05

B Spontaneous

resolution
M Surgical
intervention
I 1 1
Mild Moderate
& severe

Figure 1 showed outcome of hydronephrosis.

Mild hydronephrosis patients had 26 patients and only 11 (24%)
required surgery. Moderate and severe hydronephrosis patients
had 20 patients and 13 (28%) required surgery. The difference in
outcome between the groups was statistically not significant (P

average follow up was 51.74+ 9.82 value= 0.1267).
micromoles range from 23 to 223
micromoles.
Moderate P
Overall Mild and v
alue
severe
Distributi o 26 20 (43% H
istribution (56%) (43%) H Unilateral
1.10 +
Age Mean + T 146+ 0.63 + Hydronephros
SE 026 0.40 0.28 0.0981 is
(vears) Range 00-6 0.0-6 0.0-4
» M Bilateral
20 Hydronephros
Sex %) male 77 @3%)  12026%) .0 . : ; ic
Female 14 6 8 (17%) ’ .
Govy  (13%) Mild Moderate
& severe
38.58 + 39.16
Serum Mean + + 37.78 +
Creatinine SE 2.39 2.63 4.48 0.792
(micromoles)  Range 20— 90 20 - 20-90 Figure 2 showed 18 (40%) had bilateral hydronephrosis, ureteric
73 dilatation or bladder wall thickening in mild hydronephrosis and
Csertl'm'l Mean + 5174+ 38_;_54 86.90 + in moderate and severe hydronephrosis, while 28 (60%) had
reatinine can — + . * . . P .
in following SE 9.82 331 21 57 0.1961 Lsocliated uﬁllla?eral.tllllydrongph.rf?sm in gnflfd, mode;a:e and bset\ﬁ:rli
up Range 23223 23—  24-233 ydronephrosis with no significance difference between bo
(micr les) 66 value=0.4744.
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Figure 3 showed outcome of hydronephrosis

Transient hydronephrosis recorded 15/26 patients in mild
hydronephrosis patients and 10/20 patients in moderate and
severe patients followed by Multi-cystic dysplastic kidney
(MCDK) recorded 5/26 in mild patients and 3/20 in moderate and
severe patients, Vesico uretheral reflux (VUR) and Uretero
vesicle junction obstruction 1/26 in first group and 3/20 in second
group. There was no significant difference between both groups
in diagnosis (P value=0.1714).

DISCUSSION

The term of hydronephrosis although is
clearly descriptive, it does not by itself
mention the underlying etiology such as
uretero pelvic junction obstruction, vesico
ureteric reflux, posterior urethral valve, etc.
For a treating physician, in addition to the
etiology, it is also essential to know the
natural history of the disease. On the other
hand, for the parents, obstetricians,
pediatricians, and urologists who are
involved in the antenatal counseling, it
would be easy if the fetal hydronephrosis
outcomes are explained in a clear and
simple way based on the sonographic
findings rather than the potential
differential diagnoses.

Extensive use of prenatal ultrasound has led
to an increased rate of diagnosis of neonatal
hydronephrosis, of which UPJO is the most
frequent cause.* The postnatal imaging and
management of children with
hydronephrosis and presumed UPJO is
debated due to the high number of cases
that resolve without intervention.

This study showed that more than half of
cases of hydronephrosis detected in the
neonatal period or early childhood resolved
spontaneously over 30 months. While the
remaining of these patients had transient
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worsening at some time point, they all
ultimately resolved. This would
underestimate the rate of resolution of
hydronephrosis and likely lend further
support to our conservative
recommendations.

The initial severity of the lesion at the time
of diagnosis and presence of the
hydronephrosis at birth were the only two
factors that predicted failure to resolve. The
recent time period (1997-2000) of our
study reflects the inclusion of children who
had prenatal sonograms and reflects the
outcomes of hydronephrosis under current
standards of antenatal care when the
majority of women receive prenatal
sonograms regularly during pregnancy.

To our knowledge, this study represents the
largest  cohort  of  patients  with
hydronephrosis followed exclusively by a
medical service. In children with
hydronephrosis, the question of timing of
follow-up imaging studies and their
management has significant implications
for routine pediatric health care. This study
provides support for the practice of
monitoring children with hydronephrosis
for a longer period of time without
mandatory early intervention or referral to
urology.

Twenty-three percent of neonates followed
for 6 years in one study’ and 7% of
neonates with unilateral hydronephrosis
followed for 5 years in another ultimately
required surgical intervention.®’

In our study, only 48% resolved out of the
total 46 caseses. Mild hydronephrosis
patients had 26 patients and only 11 (24%)
required surgery. Moderate and severe
hydronephrosis patients had 20 patients

and 13 (28%) required  surgery.
Furthermore, a few of the children that
ultimately  resolved  had transient

worsening, which is interesting although in
those children with hydronephrosis that
worsens need urgent referral and surgical
evaluation. In children with posterior
urethral valves, it 1is suggested that
ultrasound imaging be done every 4 months
for the first year of life.?
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Our data support the need for less frequent
ultrasound examinations in children with
hydronephrosis

secondary to presumed UPJO. We suggest
that in the absence of severe disease or
renal parenchyma thinning, the physician
can choose to follow the children with
serial sonography every 6—12 months for
the first 2-3 years of life and observe for
improvement. Most children who do
require pyeloplasty usually do so within the
first 2 years of life.’

We have characterized the patients as
having hydronephrosis due to presumed
UPJO. The later entity requires
confirmation with nuclear medicine studies.
Thus, a 99mTc-Mag3 renal radionuclide
scan with furosemide washout is often part
of the assessment of children with moderate
to severe hydronephrosis.!®!!

A large meta-analysis by Sidhu et al
showed that Grade I-II hydronephrosis was
about 5 times more likely to resolve as
compared to higher severity lesions.!?
Similarly, in our study, hydronephrosis that
was mild to moderate resolved in 32% of
patients, compared to 15% of children with
moderate to severe hydronephrosis.

This supports the claim that severity of
hydronephrosis predicts failure of the lesion
to resolve. However, Onen and colleagues
found that even with more severe lesions,
two-thirds of patients still do not require
surgery.'3

In our study, children were referred both
immediately after birth and later in life for
evaluation of their hydronephrosis. This
could potentially influence our results
because the follow-up time period may be
different physiologically in terms of kidney
development from the time of birth
compared to that same interval later in life.
Our aim is to focus on the role of general
pediatricians and pediatric nephrologists

in the care of children with
hydronephrosis. The outcomes of those
managed by urologists would be the
subject of an independent  study.
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CONCLUSION

The results suggest that prolonged
monitoring is suitable for the majority of
children with neonatal hydronephrosis. Our
study provides an approach for primary
care physicians and pediatric nephrologists
to manage hydronephrosis by allowing a
longer observation period for spontaneous
resolution in following-up ultrasounds.
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ABSTRACT

Objectives: Objectives: To evaluate the clinical and biological effects of topical application
of vitamin E as an antioxidant therapy in chronic gingivitis associated with removable partial
dentures.

Methods: Fourteen chronic gingivitis involved sites were enrolled for this study, they were
divided into two groups. Group 1: comprised seven chronic gingivitis involved sites managed
by mechanical debridement with topical application of vitamin E , and Group II: comprised
seven chronic gingivitis involved sites managed by mechanical debridement only. Moreover,
a biopsy(1xImm) was taken from the interdental papillae of the selected sites of both groups
to be examined using the transmission electron microscope.

Results: Clinical results showed significant improvement in clinical parameters (plaque index
and gingival index) in both studied groups. The magnitude of improvement was in favor to
group . A statistically significant difference was observed between group I and group II only
in relation to the gingival index. The histological results obtained from the present study
revealed that: In group II, abnormal changes in the gingival keratinocytes and fibroblasts
especially the nuclear membrane, desmosomal junction, and mitochondria. While in group I
marked improvement was observed following the topical application of antioxidant therapy.
Conclusion: The topical application of vitamin E improves the gingival tissues clinically and
ultra structurally and it is recommended to be used as an adjunctive treatment in chronic
gingivitis in patients wearing removable partial dentures.

Keywords: dentures, gingivitis, vitamin E, antioxidants.

INTRODUCTION
hronic gingivitis is an postulated to have a role in both the
inflammatory disorder caused by bacterial and host mediated pathway of
substances derived from microbial tissue damage™.
plaque accumulating at or near the gingival
sulcus; all other suspected local and ROS is the end result of the reduction of
systemic etiologic factors either enhance molecular oxygen which is required for all
p]aque accumulation or retention, or mammalian cells to obtain energy. This
enhance the susceptibility of the gingival reduction process is accompanied by a
tissue to microbial attack." large free energy release that gives rise to

free radicals and/or ROS .
It was suggested that insertion of

removable partial dentures creates the ROS has been adopted to include
potential for quantitative and qualitative molecules such as hydrogen peroxide,
changes of plaque formation on the hypochlorous acid and single oxygen.
remaining teeth that is representative by They cause tissue damage by a variety of
proliferation of spiral organisms. Thereby mechanisms including DNA damage, and
there is an increased risk for development lipid peroxidation. Moreover it exerts
of gingivitis and periodontitis**) protein damage of gingival hyaluronic acid

and proteoglycans, it also stimulates pro-
Multiple molecular players are involved in inflammatory ~ cytokine  release by
gingivitis and periodontitis, among them is monocytes and macrophages®.

reactive oxygen species(ROS) which is
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Whilst most ROS have extremely short
lives, they can cause substantial tissue
damage. It is therefore not surprising that
the body contains a number of protective
antioxidant mechanisms, whose specific
role is to remove harmful oxidants or ROS
as soon as they form, or to repair damage
caused by ROS in vivo”.

Antioxidant defense mechanisms are
located in both water or aqueous part of
our body. Among the major antioxidants
are vitamin E, ubiquinol and various
carotenoids derived from dietary sources®.

Vitamin E is the collective name for a
group of fat-soluble compounds with
distinctive antioxidant activities. Vitamin
E is found naturally in some foods, added
to others, and available as a dietary
supplement. It was investigated that
vitamin E might help prevent or delay the
chronic diseases associated with free
radicals by neutralizing free radicals that
cause oxidative cellular  damage®

Moreover, vitamin E exhibits anti-
inflammatory properties which may limit
inflammation-induced tissue destruction.
As an antioxidant, vitamin E may protect
lysosome membranes leading to a decrease
in histamine and serotonin from mast cells
during inflammation. %)

Studies ""'?  indicated that in chronic
gingivitis  and  periodontitis =~ ROS
MATERIAL AND METHODS

I. Patients' selection

A total of fourteen matched chronic
gingivitis sites from ten patients were
chosen from the outpatient clinic of Oral
Medicine and Periodontology department,
Faculty @ of  Dentistry,  Alexandria
University, whose age ranged from 32-56
years with a mean age of42 years.
Informed consent was obtained from each
subject prior to the study.

The patients were chosen on the basis of:
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overproduction can also be induced by
periodontal pathogens that may induce
collagen and periodontal cell breakdown .
It was also suggested that when ROS are
scavenged by antioxidants there can be a
reduction of collagen degradation.(!®) .

In another study it was found also that the
ROS not only affect the progression of
chronic gingivitis, but they are also proved
to increase the severity of inflammation in
peri-implant tissues.'¥

Recently, in 2008,  the relationship
between ROS and apoptosis in normal
human keratinocytes and fibroblasts was
studied ultrastructurally and it was
reported that they can induce apoptotic cell
death in form of chromatin condensation,
plasma membrane blebbing and rounding
up of cells in primary normal keratinocytes
and fibroblast.

Thus the role of antioxidants as a defense
agent against the free radicals released by
the mitochondria is no longer a point of
debate; however, further studies are needed
to detect their clinical and biological effect
on the gingival and periodontal tissues in
chronic periodontitis.

The aim of the present study was to
evaluate the clinical and ultrastructural
effect of the topical application of vitamin
E in gingival tissue of chronic gingivitis
patients with removable partial dentures.

1- Wearing removable partial dentures
with at least one year with chronic
gingivitis related to the abutment teeth. (!6)

2- Systemically healthy, nonsmoker
males and with no history of any drug
therapy in the 3 months preceding time of
research.

I1. Materials

Vitamin E antioxidant 400mg capsules
*was used in the present study.

II1. Methods

Each patient was subjected to a thorough
clinical dental examination including
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plaque index PI (719
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After base line examination all patients
were given oral hygiene instructions and
they were randomly divided into two
groups:

Group 1: Mechanical ~ debridement
consisting of supragingival scaling was
performed using hand instruments and
ultrasonic scalers in addition to topical
application of400mg vitamin E * twice
daily for a period of six weeks.

Group II: Managed only by
mechanical debridement. All clinical
parameters were taken prior to treatment

, gingival index GI.

and 6weeks following treatment. All
patients were given oral hygiene
instructions and placed on  strict

maintenance recall visits during which oral
hygiene was reviewed. The data was
collected, tabulated and statistically
analyzed by Mann-Whitney test.

RESULTS

Clinical Results

Statistically significant improvement was
observed in PI in both studied groups at the
six weeks follow up period when compared
to the base line values.

On comparing both treated groups, no
significant difference was found in PI at
various periods of follow up (Table I).

Table (1): Comparison between group I and group II in the
different stages according to GI, P1.

6 weeks

Base line
GII GI GII GI

Mean + SD
U(p
Z(p)

2.29+0.76
24.500 (1.000)

229£076  1.43+0.79
6.500" (0.014)
1.604

(0.109)

0.71+£0.76

0.29 +0.49

2.392"
(0.017)
1.00 +0.82

GI1

Mean + SD
U (p) 19.500 (0.493)

2.14+0.69
22.000 (0.728)

2.00+0.82

2333
(0.020)

Z (p) 2.232°
= (0.026)

U: Mann-Whitney test between G I and G II in the
different stages

Z : Z for Wilcoxon signed ranks test between base line and
the other stages

* : Statistically significant at p <0.05

Histological study:

A Dbiopsy(1xImm) was taken from the
interdental papillae of the selected sites of
both the test and control sites fixed in 2%
glutaraldehyde solution and 2%
formaldehyde and immediately in 5M
sodium phosphate buffered at pH 7.3. Then
the tissues were cut into pieces "1-2mm?,
rinsed in cacodylate buffer for one hour
and post fixed for two hours in 1% osmium
tetroxide buffered with 0.15M sodium
phosphate at pH7.3. After this post
fixation, the tissues were rinsed in buffer,
dehydrated in ethanol and embedded in
Epon Araldite?

Semi thin sections were stained with
methylene blue and examined with the
light microscope. Ultrathin sections were
cut and stained with alcoholic uranyl

acetate and lead citrate. And then
examined with Jeol electron
microscope100cx 2V,

Table (2):Comparison between the two studied groups
according to % of change between base line and 6 weeks

GII GI U (p)
GI 28.6 = 40.50 88.10 £20.9 7.500° (0.025)
PI 35.80 + 39.30 57.10 % 61.90 23.000 (0.842)
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U: Mann-Whitney test between G I and G II in the
different stages
* : Statistically significant at p<0.05

Histological Results
Group 1
The gingival epithelium

The basal cells contained large nuclei; the
nuclei were bound by evenly contoured
nuclear membrane. The cell organelles
were found around the nuclei. The basal
lamina was distinct.

The keratinous cells were densely packed
with tonofibrils, rounded empty spaces of
various diameters occurred within the
cytoplasm (fig.1,2)

The lamina propria

There was a subsidence of the
inflammatory reaction in the connective
tissue.
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The fibroblast was found to be a typical
secretory cell with fusiform nucleus, a
abundant rough endoplasmic reticulum,
mitochondria and numerous membrane
bound vesicles located near the cell
membrane. (fig. 3).

Fig (1) basal cells with more or less rounded nucleus
(N). Note many desmosomal junctions (D) there is
thick basal lamina (arrow)

X10000

Fig (2) keratinous layer with dense tonofibrills.
Granular cell (G). Note the interdigitation between
the cell membranes. x 7500

Fig (3) fibroblast in the Lamina propria shows well
developed nucleus.& L.S.x14000

Fig (4) the basal cells with few desmosomal junction
(D) and wide intercellular spaces (IS)filled with
amorphous substance. The nucleus shows irregular
outline. note the vacuoles (V)in the cytoplasm. X
10000.

Group 11

The gingival epithelium

-The nuclei of the basal cells showed
irregular outline with vacuolated cytoplasm,
few desmosomal junctions could be seen in
between the cells. The intercellular spaces
were wide and filled with amorphous
substance. The basal lamina was indistinct.

-The keratinous layer showed wide
intercellular spaces filled with amorphous
substance, no desmosomal junction was
noticed. (fig.4,5)

The lamina propria

-The fibroblasts were found to show
atypical appearance with irregular outline
of the nuclei and vacuolated cytoplasm.
-The mitochondria were swollen and have
floculant appearance. Many inflammatory
cells were found in the lamina propria. The
macrophages showed indented nucleus and
many phagosomes in their cytoplasm
(fig.6,7).
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Fig (6) fibroblast in the lamina propria with irregular
outline of the nucleus. The cytoplasm shows many
vacuoles& Mitochondria X 7500.

Fig (7) mitochondria with a floculant appearance
(M). X 15000.

DISCUSSION
There has recently great interest in
antioxidants for the treatment and
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prevention of disease. Vitamin E, as an
important antioxidant, has received much
research attention in the medical literature
in the last several years®-??),
A removable partial denture is a common
treatment available for restoration of
partially  edentulous  ridges. @ Many
investigators have studied the effect of
RPDs on gingival health. ?**Orr et al ®>
reported an increase in gingival index after
21 days of constructing acrylic resin base
plate, moreover, longitudinal studies
indicate that RPDs have been associated
with increased gingivitis, periodontitis, and
abutment mobility.?®
Studies 7% indicated that the reaction of
the host inflammatory and immune
responses to pathogenic species within the
periodontal environment can generate
reactive oxygen species within the adjacent
tissues. Protection against such species is
provided by antioxidants, many of which
are released locally at sites of infection by
inflammatory cells such as PMNs. It is
likely that the local antioxidant system act
in concert of total antioxidants capacity in
gingival crevicular fluid and deficiencies in
these systems could place individuals at
increased risk of destructive periodontal
diseases ®.In the current study, the
antioxidant vitamin E was used topically as
an adjunctive therapy to traditional
nonsurgical debridement in sites with
chronic gingivitis in patients with RPD.
This  therapeutic = management  was
evaluated clinically and ultra structurally
and compared to non-surgical debridement
alone. The selected individuals of the
present study were all systemically healthy
and non-smokers. Studies indicated that
smoking increases gingival inflammation in
periodontal tissue of smoker periodontal
patients that may occur due to the effect of
smoking on the defense mechanism of the
gingiva against free radicals causing
exaggerated inflammatory response ©%.The
clinical results of the present study showed
that plaque index exhibited reduced scores
during the course of treatment and did not
present statistically significant differences
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between the two groups at various study
periods. It appears that the reduced plaque
scores was accomplished by the continuous
reinforcement of home oral and denture
hygiene measures and the professional
dental care program during the whole study
period. The results of the present study
revealed also a statistically significant
differences between group I and group II in
relation to the gingival index at 6 weeks
post treatment period. The significant
decrease in GI may be attributed to the low
PI, the increase of antioxidant level in
gingival and periodontal environment and
the effect of vitamin E on microbial
environment in group I following the
application of vitamin E.Okada et al GV
recommended that treatment with oral
administration of antioxidant may restore
the immune function in  chronic
periodontitis where the aggression of
bacterial plaque is frequently enhanced by
unfavorable regional defects in immune
system. In the current study, the
histological results of group II revealed
wide intercellular spaces filled with
amorphous  substances, altered few
desmosomal attachment and ill formed
tonofilaments  between the  gingival
keratinocytes. The fibroblasts showed
incomplete nuclear membranes, and
mitochondrial  alteration  with  many
autophagic vacuoles filled with collagen
fibers indicating high rate of fibrin turn
over. These histological features could
explain the increased inflammatory
condition as manifested by increase GI
when compared with group 1. On the other
hand, the histological results obtained from
group I revealed normal appearance of the
basal cell with gingival epithelial cells
packed with many tonofilaments, small
intercellular spaces with many desmosomal
junction. This was manifested clinically by
firm shrinkage gingiva with no exudates
(significant decrease in GI). The lamina
propria showed many fibroblasts in the
active stage of protein synthesis denoting
the subsidence of inflammatory condition
and the fibrotic appearance of the gingiva
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following application of vitamin E. Our
result are in accordance to Sobaniec et al
(2 who  demonstrated destruction of
alveolodental  ligament in the of
experimental ligature-induced periodontitis
in rats . The authors suggested that these
results may occur due to the decrease of
basic antioxidant enzymes activity with
simultaneous increase of the final products
of lipid peroxidation. Moreover, Wadleigh
et al % found that vitamin E is effective in
the treatment of gingivostomatitis. A
randomized, double blind placebo-
controlled study was done to determine
whether topical Vitamin E would be
effective in healing mucositis. A total of
eighteen adult patients receiving
chemotherapy for various types of
malignancies were included in this study.
Six of the nine patients who received
Vitamin E had complete resolution of their
oral lesions compared with only one out of
nine patients who received the placebo (p =
.025). These results suggest that Vitamin E
may be effective therapy in treatment of
gingivostomatitis. On contrary to our
results, Parish et al®? found no beneficial
effects from the therapeutic use of vitamin
E to combat periodontitis. The authors
conducted a study on the effect of vitamin
E on the course of periodontitis in thirty-six
adult male albino rats. The rats were
divided into three groups of twelve and
placed on test diets that either was deficient
in, or contained adequate and high amounts
of, vitamin E. A local irritant in the form of
a stainless steel wire was placed around the
maxillary left second molar of each animal
as a collector of plaque and debris.
Migration of the epithelial attachment,
alveolar bone level, and numbers of
inflammatory round cells were then
evaluated on both sides of the maxilla. The
results of this experiment indicate that a
deficiency of vitamin E does not cause
increased destruction of the periodontium in
the presence of periodontitis. Moreover, no
beneficial effects from the therapeutic use
of vitamin E to combat periodontitis was
found. The importance of antioxidants in
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inflammatory tissues has been studied in
vivo®¥. Degradation of collagen powder by
experimental granulation tissue induced by
cellulose sponges in the rat was monitored
as the radioactivity excreted in urine. By
administering pharmacological doses of
both vitamin E and selenium
subcutaneously and by injection into
sponges implanted subcutaneously, this
breakdown of collagen was reduced.
Injections in the sponges also arrested the
maturation of the granulation tissue. The
results revealed that vitamin E and
selenium are potential inhibitors of the free
oxygen  radicals from  phagocytic
inflammatory cells. It is therefore suggested
that these radicals may play a role in the
collagen destruction by granulation tissues,
as in periodontal diseases.

CONCLUSIONS

1. The topical application of vitamin E in
adjunct with supragingival debridement
further improved GI and PI in chronic
gingivitis associated with RPD.

2. The topical application of vitamin E
might enhance resistance of gingival tissue
destruction as  manifested by the
histological evidence.

3. Vitamin E has proved to be an easy
method for topical application of
antioxidant therapy.

RECOMMENDATIONS

1. Further studies are indicated in order to
evaluate the use of antioxidant therapy in
periodontitis.

2. The involvement of antioxidant material
in a carrier system is recommended in
order to achieve an effective duration
and drug concentration of therapy.

3. Routine  supplementary  use  of
antioxidant therapy is recommended as
therapeutic management or protection
from destructive periodontal diseases.
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months follow up.

Objective: This case report describes a five years old boy that was brought to the emergency
room by police in an unconscious state with suspected acute carbon monoxide poisoning.
After initial management with 100 % oxygen through mechanical ventilation, patient showed
remarkable improvement in neurological status. Three days after initial recovery, he showed
abrupt and profound neurological deterioration indicating onset of delayed encephalopathy.
The patient was managed again by 100% oxygen through mechanical ventilation and other
supportive measures. He was exubated on day 10" and discharge after two weeks. With
intensive physiotherapy and rehabilitation, there was nearly complete recovery after six

Keywords: Carbon monoxide poisoning, delayed encephalopathy

INTRODUCTION

arbon monoxide (CO) is a
colorless, odorless, toxic gas
produced as a by-product of

incomplete combustion of carbon-based
fuels. It is a major indoor pollutant in the
developing world and an important cause
of mortality worldwide 2. Major sources
of CO are household fires, motor vehicles,
heater appliances °.

Due to varying presentation of CO
poisoning, ranging from vague flu-like
symptoms to profound central nervous
system  dysfunction and prominent
neuropsychiatric manifestation, it has been
called “the disease of thousand faces” *.
CO binds reversibly to hemoglobin with an
affinity 200-250 times that of oxygen,
thereby blocking the capacity of
hemoglobin to transport oxygen leading to
oxygen debt and lactic acid accumulation.
The brain and myocardium are more
susceptible to hypoxia due to increased
oxygen demand .

Majority of the patients of CO poisoning
recover well without any complication
with hyperbaric or high oxygen therapy.
However the incidence of delayed
neuropsychiatric sequelae is seen in 10-
30% of these cases °.

The clinical presentation of delayed
encephalopathy is in the form of
deterioration and relapse of cognitive
ability, behavior movement after initial
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recovery from acute CO poisoning ” &

Latent period between acute presentation
and delayed encephalopathy may vary
from few days to weeks ®.

The most common grey matter lesion is
bilateral necrosis of the globus pallidus.
Other parts like hippocampus or focal area
of cortex may also be affected ®.

A case of delayed encephalopathy in five
years old boy following CO poisoning is
reported here. It was characterized by
apparent recovery after acute poisoning,
followed by an abrupt and profound
neurological  deterioration  with a
seemingly reversible course. Diffusion
weighted magnetic resonance imaging was
quite characterstic in our patient.

CASE REPORT

A five years old boy was brought to the
Pediatrics Emergency unit of Alnoor
Specialist Hospital on 20/8/1432 by police
after evacuating him from a burning
building. Parents after evacuation were
admitted in the medical unit of other
nearby hospital. It was not known how
long the patient has been exposed to the
toxic fumes before police team arrived.
The source of the fire was short circuiting
of electrical wires in the kitchen which
happened late in the night when family
members were sleeping. He was brought in
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unconscious state (GC scale 8/15) with
irregular breathing, poor peripheral pulses,
delayed tissue perfusion and hypotension
(BP 80/40 mm of Hg). His mucous
membranes were pink. There was smell of
smoke but no thermal injury or burn.
Evaluation of central nervous system
revealed an unconscious child with normal
sized pupils reacting to light, head lag,
generalized hypotonia, generalized
hypereflexia, power of 2/5 in all the four
limbs and bilateral positive babinski.

His initial arterial blood gas (ABG)
showed pH: 7.10, PCO2: 38 mm, PO:40
mm of Hg, O saturation 60%, HCOs:
12.8, SBE: — 16. He was immediately
intubated and connected to mechanical
ventilator with 100% oxygen. He was
sedated with fantanyl and medozolam. He
received bolus of normal saline and started
on dopamine. He was put on broad
spectrum antibiotics, prophylactic
phenytoin and ranitidine. He was also
started on dexamethasone for presumed
brain edema. Repeat ABG within half an
hour showed improvement, pH: 7.32,
PCOy: 35.6, PO2: 68 mm, HCO;: 17.8,
SBE: -8. His tissues perfusion and BP also
improved (110/70mm of Hg).

His other initial investigations revealed
CPK: 3176 IU/L, CK MB 77 IU/L and
LDH of 396 IU/L. His CBC, ESR, serum
electrolytes, liver enzymes, blood sugar,
urea and creatinine were essentially
normal. Electrocardiogram upon admission
showed normal sinus rhythm with no other
abnormality. Skeletal survey did not show
any fracture. Initial brain CT scan was
normal. Due to absence of appropriate
facilities, carboxyhaemoglobin (COHb)
measurement could not be carried out.

There was remarkable progress in next 4
days. He regained consciousness. He was
exubated and did well after extubation. His
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ABGs & vitals were maintained within
normal range. He started moving upper
limbs and lower limbs with good tone and
reflexes.

On 6" day of admission, his condition
deteriorated. He developed generalized
tonic and clonic convulsions and became
unconscious. Examination at this point
revealed GC scale 8/15, BP 119/71, HR
110/m, RR 25/m, generalized hypotonia,
hypereflexia, grade 2/5 power in all four
limbs and bilateral positive babinski. There
were no meningeal signs and pupils were
bilaterally dilated but reacting to light. He
was again shifted to ICU and ventilated
with 100% Oa, PIP/PEEP 28/6. Because of
his progressive neurological problems,
further investigations were carried out.
CSF analysis was done which showed
RBC: 1000/mm WBC: 5/mm, protein
26mg%, sugar 116 mg%, & sterile culture.

MRI brain revealed swollen basal ganglion
displaying high signal intensity on FLAIR
and T2 WI. On diffusion WI, centrum
semiovale displayed restricted diffusion.
Considering the patient’s history, this
finding was suggestive of global ischemia
due to CO poisoning.

He was continued on mechanical
ventilation, started on IV phenbarbitone,
dopamine. He showed remarkable
improvement and exubated on 10" day. In-
patient physiotherapy and intensive
rehabilitation was started and he was
discharged after 2 weeks. At the time of
discharge he was fully oriented,
responsive, moving all the four limbs but
still could not sit in the bed. He was
advised to continue physiotherapy at home.

On the last follow up in out-patient clinic
after six months, he was able to ambulate
without any assistive devices.
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Figure 2

DISCUSSION

In the patient under report, positive history
of exposure to fumes, convergence of
symptoms and  signs along  with
characterstic brain MRI findings satisfied
the criteria for the diagnosis of CO
toxicity, even in absence of blood COHb
level. The studies conducted have shown
significant correlation between severities
of toxicities with neurological
manifestation than with blood CO level,
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thus validating the importance of clinical
judgment * '°. However, it is important to
determine blood CO level to confirm the
diagnosis if facilities are available.

The classical presentation of delayed
encephalopathy includes apathy,
disorientation, amnesia, extra-pyramidal
symptoms, incontinence, psychosis, global
cognitive impairment, seizure, and coma
11

Patients with delayed encephalopathy due
to CO poisoning usually have a lucid
period of few weeks before the appearance
of a progressive decline in their
neurocognitive functions ”> &, However in
our patient the lucid interval was very
short (3 days) and clinical presentation was
profound in the form of seizure, coma and
quadriplegia. The severe presentation in
our patient may be because of his young
age.

Functional imaging has been used to show
globus pallidus, basal ganglion to be one of
the most frequently injured areas during
the acute stage of CO poisoning ®. MRI in
our patient revealed swollen basal ganglion
displaying high signal intensity on FLAIR
and T2 WL

Recovery from delayed encephalopathy
occurs in 50% -75% within one year > 1.

Risk factors predicting the onset of delayed
encephalopathy in patients with acute CO
poisoning is not so clear. Clinical status or
carboxyhaemoglobin level on initial
presentation could not predict the
occurrence of delayed encephalopathy.
Some investigators have shown a
significant correlation between cerebral
white matter changes on initial CT scan
and the development of delayed
encephalopathy in acute CO poisoning 3.
Brain MRI showing bilateral symmetric
white matter hyperintensity (T2WI/
FLAIR) could be a good predictor of
delayed encephalopathy in patient with
acute CO intoxication '*. Other imaging
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technique  like  positron  emission
tomography and single photon emission
tomography which detect the blood flow
abnormality in affected area, might be
more sensitive and better predictor of
clinical course in patients with acute CO

poisoning !> 16,
The pathogenesis of the delayed
encephalopathy of CO intoxication

remains debatable; No single reason (e.g.
hypoxia) alone is adequate enough to
explain the varying presentations. Various
theories have been proposed for this e.g.
immuopathological damage, disturbance of
dopaminergic and serotonergic functions,
role of CO as an endogenous
neurotransmitter'>,

Oxygen therapy including the use of
hyperbaric oxygen has been for years the
mainstay treatment of acute cases.
Administration of 100% O competitively
displaces CO from its transport site of
hemoglobin molecule, thereby decreasing
the half life from 200-300 minutes to 60-
90 minutes. Half life can be further
shortened to 30 minutes by use of
hyperbaric oxygen leading to quick
removal of CO from the blood and thus
preventing lipid peroxidation of the brain>
17 Despite this convincing hypothesis,
there are conflicting reports on the use of
hyperbaric oxygen in acute CO poisoning.

A significant  higher  neurological
morbidity was found in those treated with
normobaric oxygen compared to those who
received hyperbaric oxygen's. On the
contrary, in a randomized controlled trial,
Scheinkestel et al '° compared the two
different modalities and found poorer
outcome in those treated with hyperbaric
oxygen as compared to the group treated
with normobaric oxygen.
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CONCLUSIONS

This case report demonstrates that while
treating the immediate complications of
CO poisoning, clinician must be aware of
delayed complications among survivors
which usually occur few days to weeks
after acute poisoning. Regular follow up
and  monitoring of  neurocognitive
functions of these patients is very critical
to caution them and their families of this
potential complication.
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