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الموجات الصوتیة في تشخیص خشونة مفصل الركبة الرومتیزميإستخدام
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الملخص العربي
الدھنیة كمصدر للطاقة . في الظروف االعتیادیة یفضل القلب استخدام ھیدروكسي بیوتریت عن الجلوكوز أو االحماض

االجھاد الفسیولوجي وغیر الفسیولوجي ینشط أكسدة یثبط ھیدروكسي بیوتریت أكسدة الجلوكوز واألحماض الدھنیة بینما
الدراسة التالیة تبحث في تأثیر اإلجھاد الكیمیائي وغیاب سریان الشریان التاجي على أكسدةالجلوكوز واألحماض الدھنیة.

.االشارات البیو كیمیائیةت وإنتاج أسیتوأستیت في وجود وغیاب محفزات ومثبطات مساراتھیدروكسي بیوتری

طردي مع تركیز المحفز.التأثیر المحفز لمركب داینتروفینول على استھالك ھیدروكسي بیوتریت في القلب یتناسب
تحفز استھالك P38MAPKوأنیسومایسن منشط CaMKKغیاب سریان الشریان التاجي وأینوماسین منشط 

التأثیر التحفیزي السابق.یبطالنPD-169316و STO-609ھیدروكسي بیوتریت في القلب , المركبین 

االستنتاج:
وأینومایسن P38MAPKفي القلب وأنیسومایسن منشطP38 MAPKو AMPKداینتروفینول منشط للمسارین 

بیتاھیدروكسي بیوتریت في القلب, تثبیط المسارات السابقة , جمیعھم یحفزون استھالك أو استخدامCaMKKمنشط 
AMPK وP38 MAPKوCaMKK في القلب یبطل التحفیز الناتج عن تنشیط مساراتAMPK وP38
MAPKالقلب. النتائج تشیر إلى امكانیة مساھمة فيAMPK وP38 MAPKأو غیاب أثناء تعرض القلب لإلجھاد

لالسكیمیا على أیض ھیدروكسي تنظیم أیض بیتاھیدروكسي بیوتریت وأن التأثیر المحفزالشریان التاجي في القلب و
P38 MAPKو AMPKلكل من بیوتریت في القلب یتم عبر مسارات االشارات البیو كیمیائیة
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ABSTRACT

It is known that under normal conditions, D-3-hydroxybutyrate (D-3-HB) utilization is
preferred over glucose and fatty acids by the isolated perfused heart. Moreover, D-3-HB
inhibits oxidation whereas physiological and non-physiological stressors stimulate the
oxidation of both major energy substrates.  The following study investigates the effect of
chemical stress and global no-flow ischemia-reperfusion on the utilization of D-3-HB and
acetoacetate production in the isolated perfused rat heart, in the presence and absence of
reported activators and inhibitors of some signaling pathways. The uncoupling of the
oxidative phosphorylation of 2, 4-dinitrophenol (DNP) enhanced D-3-HB utilization in a
concentration dependent manner. Global non-flow ischemia-reperfusion, and ionomycin and
anisomycin, the activators of Ca2+calmodulin- dependent protein kinase kinase (CaMKK)
and p38 mitogen-activated protein kinase (p38 MAPK), respectively, stimulate the utilization
of D-3-HB. On the other hand,the  inhibitors STO-609 and PD-169316 abolish ionomycin,
anisomycin and global no-flow ischemia-stimulated utilization of D-3-HB. We conclude that:
DNP [an activator of both cardiac AMP-activated protein kinase (AMPK) and p38 MAPK)],
anisomycin (a selective activator of p38 MAPK), and ionomycin (a CaMKK activator)
stimulate D-3-HB utilization in heart, and this stimulation is either partially or completely
abolished by selective inhibitors of the above mentioned kinases. Our findings suggest the
possible involvement of AMPK and p38 MAPK during stress in regulating D-3-HB
utilization,, and that the ischemia-reperfusion stimulatory effect may possibly be mediated by
the AMPK and p38 MAPK signaling pathways for further investigation.

Keywords
D-3-HB, Stress, AMPK, CaMKK, p38MAPK, Cardiac metabolism

INTRODUCTION

he heart primarily utilizes fatty acids,
glucose and, ketone bodies as a
sources of energy (1,2). Ketone

bodies compete with glucose and fatty acids
for utilization by the heart ( 3, 4, 5). D-3-
hydroxybutyrate (D-3-HB) is not only an
energy substrate but also plays a regulatory
role in cardiac metabolism: it improves
metabolic efficiency, decreases free radical
damage, and presents cardioprotective effects
(6). Fasting enhanced and chronic diabetes
decreased D-3-hydroxybutyrate utilization in
the isolated perfused rat heart (7, 8).

During exposure to such stressors as
ischemia, ischemia-reperfusion, hypoxia, and
anoxia, the activation of the AMP-activated
protein kinase (AMPK) signaling
pathwayplays an significant role in
controlling cardiac metabolism. The
stimulation of AMPK activity enhances
catabolic pathways to provide the heart with
ATP, and inhibits the consumption of AT,P
since maintaining cellular ATP levels is vital
for heart viability and function under stress
related conditions (9, 10). The regulation of
fatty acids and glucose metabolism in heart is
mediated by the AMPK signaling pathway
during physiological and non-physiological
stress. Heart AMPK activation increases

T
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glucose and fatty acid oxidation and inhibits
protein synthesis (9,11, 12, 13, 14).
To the best of our knowledge, there has been
no publications in the literature on the effect
of ischemia and chemical stress on the
utilization of D-3-hydroxybutyrate, and the
role of the AMPK and p38 mitogen-activated
protein kinase (p38 MAPK) signaling
pathways in the regulation of D-3-
hydroxybutyrate. The purpose of this
investigation was to study D-3-
hydroxybutyrate utilization under chemical
stress and global no-flow ischemia, in the
isolated perfused rat heart in the presence and
absence of  reported activators and inhibitors
of some signaling pathways.. We used DNP
as a chemical stressor to mimic hypoxia and
to induce an energy demand in the heart.We
also used ischemia-reperfusion to investigate
the effect of metabolic stress on the
utilization of D-3-hydroxybutyrate

MATERIAL AND METHODS

Animals
Normal male Albino Wister rats weighing
between 250-350 g were used in the present
study. Animals were housed under a constant
room temperature of 22ଂ C and a controlled
light cycle (lights on between 06.00-18.00 h).
The rats were fed ad libitum and had free
access to food and water. The diet consisted
of pellets containing 13% protein and 3% fat,
manufactured by Grains and Flour Mills
Organization, Jeddah, Saudi Arabia. All
experiments were conducted in accordance
with the guidelines of Umm Al- Qura
University Council of Animal Care and were
approved by the animal care committee of
Umm Al-Qura Research Institute.
Chemicals
DL-3-hydroxybutyrate (sodium salt) (DL-3-
HB), nicotinamide adenine dinucleotide

(disodium salt, oxidized and reduced forms),
D-3-hydroxybutyrate dehydrogenase
(EC.1.1.1.30), acetoacetate (lithium salt)(Ac) ,
2,4-dinitrophenol (DNP), Adenine 9-β-D-
arabinofuranoside (Ara-A), 5-
Iodotubercidin(Itub), 7-Oxo- 7-H-
benzimidazo [2.1-] benz[de] isoquinoline-3-
carboxylic acid - acetic acid (STO-609),
Ionomycin(Iono), Pinacidil, PD-169316(PD),
Anisomycin (Aniso), and
Dimethylsulfoxid(DMSO) as vehicle (v), and
all other chemicals maintained the highest
available quality and were obtained from

.ALDRICH, USA-SIGM
Media
The saline medium consisted of 142.2 mM
sodium chloride and 0.5 mM sodium
bicarbonate, and when equilibrated with
atmospheric CO2 at 4°C, had a pH of 7.4.
The saline medium was used during the
preparation of cannulation to cool the heart
following excision.
Hearts were perfused for either two hours or
90 min with Krebs-Henseleit medium
modified to contain half of the concentration
of calcium and magnesium (MKHM), and
oxygenated by equilibration with 5% CO2 in
oxygen. DL-3-HB was included at 5 mM
corresponding to an initial concentration of
the metabolically active D-3-HB of 2.5 mM.
When the vehicle (v), dimethylsulfoxide
(DMSO) was used, its concentration was no
more than 0.2% v:v, and the addition of other
substances are shown in the results and in
the figure legends.

Perfusion Method
We utilized the Fisher and O’Brien(15) and
Sultan (2) non-working heart perfusion
technique to perfuse the rat hearts. This
technique involves the continuous infusion of
fresh media into a volume of recirculating
perfusate that is kept constant by balanced
withdrawal. Hearts (158) were removed from



A.M.N. Sultan, DNP and ischemia stimulate D-3-HB uptake in heart UQU Medical Journal

4

fed rats under light diethyl ether anesthesia
and placed in a cooled saline medium at 4°C
and prepared for cannulation. Hearts were
perfused with MKHM containing substance(s)
at a pressure of 40 mmHg, and at an infusion
rate of 30.65± 0.08 ml.hr-1 (158) for 120 or 90
min, and aperfusate temperature of 37°C. The
perfusatewas passed through a 47 mm
Millipore disc of 0.47 µm pore diameter
(Millipore Corporation, Bedford, Mass, USA)
supported by a Whatman No. 54 paper filter.
Samples of perfusate were collected for five
minutes, and alternate samples were analyzed.
We collected twelve samples during the 2nd

hour or six samples during the last 30 min of
perfusion, respectively. Next, either six or
three alternate fractions were used to
determine the D-3-HB and Acetoacetate (Ac)
concentrations.
Coronary flow of each perfused heart was measured at the 3rd minute (57.57±1.33 (118) ml.g.dry w-1. min-1) and at the end of the perfusion period (60.92±0.98(144) ml.g. dry w-1. min-1). The heart rate, vigor, and rhythm were noted periodically, and the mechanical performance and metabolic stability were used as criteria for a
successful preparation. Hearts with a
coronary flow less than 30ml.g. dry w-1. min-

1 were suspected of being blocked and were
disregarded(2).
Global no–flow ischemia protocol
Three groups of hearts were perfused with
MKHM, containing DL-3-HB (5mM) in the
absence and presence of either PD-169316
(1µM) or STO-609 (2.5µM) for 10
minutes.This served as the equilibration
period of aerobic perfusion as coronary flow
reached 60±1.61  ml. g.dry wt-1.min1
followed by 15 minutes of global no-flow
ischemia. Then the perfusate flow through
the heart was completely interrupted resulting
in a subsequent 65 minute period of aerobic
reperfusion with MKHM containing DL-3-
BH (5mM) in the absence and presence of
PD-169316 or STO-609. The coronary flow
at the end of the reperfusion period was
63.71±2 ml. g.dry wt-1.min1 . Heart beats
ceased between 2-4 minutes after stopping
the flow of the perfusate and restarted after 1-
2 minutes of reperfusion. On examining the

heart at the end of perfusion period, the heart
was soft, and there were no apparent
ischemic patches.

Analytical methods
The estimation of D-3-hydroxybutyrate (D-3-
HB) and acetoacetate (Ac) were performed
by the methods of Williamson and Mellanby
(16) and Mellanby and Williamson,
respectively.
Calculation and expression of the results
In the steady state condition, the
concentrations of the substrate in successive
fractions were not measurably different. The
second hour of the perfusion period
represents the steady state period. During this
period, the following equation was used to
estimate the rate of D-3-hydroxybutyrate
utilization and acetoacetate production:
u=i(a-x)/w
Where u: the rate of utilization (negative if
production), µmoles.g.drywt-1.h-1

i: the rate of infusion, ml.h-1

a: the initial perfusate concentration, mM
x: the perfusate concentration, mM
w: the dry weight of the heart, g

The difference between the rate of D-3-HB
utilization and the rate of acetoacetate
production is assumed to be the rate of D-3-
HB oxidation, and can be calculated.
Results were expressed as a mean of
individual experiments ±SEM and the
number of observations given in parentheses.
Statistical analysis
Comparisons between groups were assessed
by the two-tailed Student’s t-test for
independent observations using Texasoft,
WINKS SDA Software, 6th Edition, Cedar
Hill, Texas, 2007.
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RESULTS
The effect of DNP on D-3-hydroxybutyrate
utilization
To establish the effect of DNP on D-3-HB
utilization, six groups of hearts were perfused
with MKHM containing DL-3-HB (5mM)
and different concentrations of DNP. The
control group did not contain DNP while the
other groups contained DNP at the following
concentrations: 5, 10, 25, 50, or 100 M. The
rate of D-3-HB utilization and acetoacetate
production during the 2nd 60 minutes of
perfusion is shown in Figure 1. DNP
stimulated D-3-HB utilization by 23%, 34%,
and 40% at 10, 25, and 50 M, respectively
(p 0.001). Regarding the heart rate, no
significant effect was observed at 5 M,
whereas at 100 M, heart beats were
irregular, and the preparation was unstable
(four experiments results are not shown).We
considered that DNP at 50 M had a
maximum effect on D-3-HB utilization
without any deterioration of the perfused
heart preparation; therefore, all subsequent
experiments were performed at this
concentration.

Figure 1. The effect of dinitrophenol on the
rates of D-3-HB utilization and acetoacetae
production.
Hearts were perfused with MKHM
containing DL-3-HB (5mM) in the absence
(control) and presence of dinitrophenol
(DNP; 5, 10, 25, or 50 µM) for 120 min as
described in the methods section. Results
indicate means ± SEM and the number of
individual observations are given in
parentheses. The rates of D-3-HB utilization
(white bar) and acetoacetate production
(black bar), were estimated during the
steady state and refer to the last 60 min of

the perfusion period. *p≤0.001 DNP vs
control.

NB: DL-3-HB (5mM), should be present
under every bar but it is as shown in figure
for simplicity

Fig. 1. The effect of dinitrophenol(DNP) on the

rates of D-3-HB utilization and acetoacetate

production

The stimulatory effect of DNP on the
utilization of D-3-HB is concentration
dependent, and there is no significant effect
of DNP on acetoacetate production.  Almost
90-95% of D-3-HB is not recovered as
acetoacetate, and it is assumed to be oxidized
and provides the heart with energy in the
presence and absence of DNP.
The effect Ara-A and Iodotubercidin
DNP activates AMPK in cardiomyocytes,
and Ara-A inhibits DNP-stimulated AMPK
phosphorylation and glucose uptake (12).
Iodotubercidin (Itub) inhibits adenosine
kinase in neonatal hearts (18), basal
AMPKα2 activity in skeletal muscle (19),
and decreases AICAR- and cyanide-
stimulated glucose uptake in heart papillary
muscles (13). We tested the effect of two
inhibitors on the action of DNP in stimulating
D-3-HB utilization.
Two groups of hearts were perfused
withMKHM containing DL-3-HB (5mM)
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and vehicle (v) in the presence and absence
of DNP (control), and another four groups of
hearts were perfused with MKHM containing
DL-3-HB, vehicle, and either Ara-A (1mM)
or Itub (5µM), in the presence and absence of
DNP. Figure 2 shows that both substances
Ara-A and Itub inhibited the basal rates of D-
3-HB utilization by 26% and 23% p≤0.005
and p≤0.001, respectively, and without
significant effect on the rate of acetoacetate
production in the absence of DNP. Ara-A
partially inhibited rates by 8% p≤0.02, and
Itub abolished DNP-stimulated D-3-HB
utilization without significant effect on
acetoacetate production. The vehicle
(DMSO) had no significant effect on the
utilization of D-3-HB and acetoacetate
production in the presence and absence of
DNP.

Figure 2. The effect of Ara-A and
iodotubercidin on the rates of D-3-HB
utilization and acetoacetate production in the
presence and absence of dinitrophenol.
Hearts were perfused with MKHM
containing DL-3-HB (5mM), vehicle (v),
and either with or without dinitrophenol
(DNP; 50µM) for 90 min as described in the
methods section. The addition of either Ara-
A (1mM) or iodotubercidin (itub; 5µM) is
also shown in the figure. Results indicate
means ± SEM and the number of individual
observations are given in parentheses. The
rates of D-3-HB utilization (white bar) and
acetoacetate production (black bar), were
estimated during the steady state and refer to
the last 30 min of the perfusion period.
*p ≤ 0.005 Ara-A vs control, **p≤0.001
Itubvs control, DNP+Itubvs DNP control,
***p≤0.02 DNP+Ara-Avs DNP control.
NB: DL-3-HB (5mM) and vehicle (v),
should be present under every bar but it is
as shown in figure for simplicity

Fig. 2. The effect of Ara-A and iodotubercidin(Itub)

on the rates of D-3-HB utilization and acetoacetate

production in the presence and absence of

dinitrophenol

The effect of Ionomycin and STO-609
The calcium ionophore,ionomycin, increased
the cytosolic calcium concentration (20) and
activated AMPK phosphorylation by the
upstream kinase is Ca2+calmodulin-
dependent protein kinase kinase
(CaMKK).This activation was inhibited by
STO-609 (21,  22,  23), and DNP also
induced an elevation of cytosolic Ca2+ (24,
25, 26).  We used ionomycin to activate
AMPK through the upstream kinase,
CaMKK.
Two groups of hearts were perfused with
MKHM containing DL-3-HB (5mM),
vehicle, and ionomycin (1.3µM) in the
presence and absence of STO-609 (2.5 µM).
Figure 2 shows ionomycin stimulated the rate
of D-3-HB utilization by 28% p≤0.001, and
almost all of the utilized D-3-HB was fully
oxidized. STO-609 abrogated the ionomycin-
stimulated D-3-HB utilization and increased
the rate of acetoacetate production to about
9% of the of the utilized D-3-HB p≤0.005.
Another two groups of hearts were perfused
with MKHM containing DL-3-HB, vehicle,
and DNP in the presence and absence of
STO-609. Figure 3 shows that STO-609
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partially inhibits DNP-stimulated D-3-HB
utilization by 16% p≤0.001, and the
production of acetoacetate is increased to
about 21% p≤0.001 of the utilized D-3-HB.
In hearts perfused with MKHM containing
DL-3-HB, vehicle, and STO-609, STO-609
had no effect on both the basal rate of D-3-
HB utilization and on acetoacetate
production.

Figure 3. The effect of ionomycin, STO-
609, and pinacidil on the rates of D-3-HB
utilization and acetoacetate production.
Hearts were perfused with MKHM
containing DL-3-HB (5mM) and vehicle (v)
for 90 min as described in the methods
section, with the addition of ionomycin
(iono; 1.3 µM), STO-609 (2.5 µM),
pinacidil (100 µM) or dinitrophenol (DNP;
50 µM) to the perfusate as also shown in the
figure. Results indicate means ± SEM and
the number of individual observations are
given in parentheses. The rates of D-3-HB
utilization (white bar) and acetoacetate
production (black bar) were estimated
during the steady state and refer to the last
30 min of the perfusion period. *p ≤ 0.001
Ionovs control, Ionovs Iono+STO-609, for
D-3-HB utilization, and DNP+STO-609 vs
DNP control, for Ac production. **p≤0.005
Ionovs Iono+STO-609  for Ac production.
NB: DL-3-HB (5mM) and vehicle (v),
should be present under every bar but it is
as shown in figure for simplicity

Fig. 3.  The effect of ionomycin (Iono)  STO-609

and pinacidil on the rates of D-3-HB utilization and

acetoacetate production

The effect of Pinacidil
Pinacidil is a KATP opener, and DNP can acts
as KATP opener (27, 28). Pinacidil and DNP
activate sarcolemmal KATP channels in
cardiomyocytes (29). AMPK mediates
preconditioning in cardiomyocytes by
regulating sarcolemmal ATP-sensitive K+

channels (30). We used pinacidil to
investigate whether KATP channels could be
involved in mediating the effects of DNP.
A group of hearts was perfused with MKHM
containing DL-3-HB, vehicle, and
Pinacidil(100 µM). Figure 3 shows that
pinacidil had no effect on the basal rate of D-
3-HB utilization.

The effect of Anisomycin and PD-169316
Anisomycin activates cardiac p38 MAPK in
a time- and dose-dependent manner without
affecting AMPK (31), and PD-169316 is a
selective inhibitor of p38 MAPK (12, 32).
DNP stimulates p38 MAPK activity, and PD-
169316 inhibits this effect in cardiomyocytes
(12). We used anisomycin to activate p38
MAPK, which mimics the ischemia-
reperfusion condition(44,45,46).
Two groups of hearts were perfused with
MKHM containing DL-3-HB, vehicle, and
anisomycin (10µM) in the presence and
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absence of PD-169316 (1µM). Figure 4
shows that anisomycin stimulated the rate of
D-3-HB utilization by 26% p≤0.001, and PD-
169316 fully abolished anisomycin-
stimulated D-3-HB utilization. Another two
groups of hearts were perfused with MKHM
containing DL-3-HB, vehicle, and DNP in
the presence and absence of PD-169316.
Figure 4 shows that PD-169316 statistically
had no significant effect on DNP-stimulated
D-3-HB utilization. In hearts that were
perfused with MKHM containing DL-3-HB,
vehicle, and PD-169316, PD-169316 had no
effect on the basal rate of D-3-HB utilization.
Each of these groups presented acetoacetate
production percentage ratesat around 8% of
the utilized D-3-HB.

Figure 4. The effect of anisomycin, PD-
169316, and global ischemia-reperfusion on
the rates of D-3-HB utilization and
acetoacetate production.
Hearts were perfused with MKHM
containing DL-3-HB (5mM) and vehicle (v),
as described in the methods section, with the
addition of anisomycin (aniso; 10 µM), PD-
169316 (PD; 1 µM), or dinitrophenol (DNP;
50 µM) to the perfusate as also shown in the
figure. Global ischemia-reperfusion was
induced as described in the methods section.
Results indicate means ± SEM and the
number of individual observations are given
in parentheses. The rates of D-3-HB
utilization (white bar) and acetoacetate
production (black bar) were estimated
during the steady state and refer to the last
30 min of the perfusion period.*p ≤ 0.001
Anisovs control, AnisovsAniso+PD,
ischemia vs ischemia +PD, Ishemiavs
Ischemia+STO-609. **p≤0.002 Ischemia vs
control.
NB: DL-3-HB (5mM) and vehicle (v),
should be present under every bar but it is
as shown in figure for simplicity

Fig. 4.  The effect of anisomycin(Aniso), PD-

169316 ,STO-609 and global ischemia reperfusion

on the rates of D-3-HB utilization and acetoacetate

production. vehicle (v)

The effect of global no-flow ischemia, PD-
169316 and STO-609
Hearts were subjected to no-flow ischemia
for 15 min and allowed to equilibrate for 10
min, followed by a period of reperfusion for
65 min.The utilization of D-3-HB was
estimated during the last 30 min of the
reperfusion period. The rate of D-3-HB
utilization was increased by 19% p≥0.001
during the reperfusion period as shown in
Fig.4. The oxidation rate of D-3-HB was
93% of the utilized D-3-HB. In another two
groups of hearts subjected to no-flow
ischemia, the addition of either PD169316
(1µM) or STO-609 (2.5µM) to the circulation
media abolished the ischemia-reperfusion-
stimulated utilization of D-3-HB.

DISCUSSION

DNP stimulates the utilization of D-3-HB in
the isolated perfused heart in a concentration-
dependent manner. This stimulatory effect is
due to either one or more of the multi effects
of DNP. DNP is an uncoupler and causes
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mitochondrial membrane deplorization, a
reduction in the mitochondrial membrane
potential (33, 34), a decrease in myocyte
NADH+ (26), a raise in the cytosolic
concentration of Ca2+ and increases the
AMP/ATP ratio (24, 25, 34). DNP stimulates
the activity of AMPK, p38 MAPK and the
uptake of glucose in cardiomyocytes (12).
Either Ara-A or iodotubercidin decreased the
basal rate of D-3-HB utilization, indicating a
possible role for AMPK in normal
conditions. Ara-A caused partial inhibition of
the DNP-stimulated D-3-HB utilization,
whereas iodotubercidin abolished the DNP-
stimulated D-3-HB utilization indicating the
role of AMPK in stressful conditions. The
partial inhibition of Ara-A on DNP-
stimulated D-3-HB utilization could be due
to Ara-A inhibiting the AMPK α2 isoform
(19), which is also predominant in cardiac
cells (35, 36). DNP activates both the α1 and
α2 isoforms of AMPK (37). Therefore, the
DNP stimulatory effect could be a result of
the activity of the AMPK α1 isoform. The
effect of iodotubercidin could be due to the
inhibitiory effect on adenosine kinase (18),
adenosine transport (38), AMPK α2 (19) and
AMPKα1 (39). Ara-A partially inhibits DNP-
stimulated AMPK and glucose uptake in
cardiomyocytes (12), and iodotubercidin
partially inhibits cyanide-stimulated glucose
uptake in heart papillary muscle (13). This is
consistent with our findings since Ara-A and
Itub inhibit basal D-3-HB utilization.
The inhibition of basal D-3-HB utilization by
both Ara-A and Iodotubercidin (selective
inhibitors of AMPKα2), the partial and
complete inhibition of DNP-stimulated D-3-
HB utilization by Ara-A and iodotubercidin,
respectively, and DNP’s ability to raise the
cytosolic Ca2+ concentration and the
sensitivity of AMPKα2 to AMP  drove
researchers to modulate the upstream kinase
CaMKK. CaMKK activates AMPK (21, 22,

40), particularly AMPKα1 (41), in response
to the rise of cytosolic Ca2+ independently of
the AMP/ATP ratio (42), and DNP increases
cytosolic Ca2+ (24, 25, 26).
Ionomycin,aCaMKK activator, stimulated D-
3-HB utilization and was then abolished by
STO-609, a selective inhibitor of CaMKK
(23). This supports the involvement of
AMPK in regulating D-3-HB utilization,
moreover; it indicates the role of calcium as
an intracellular messenger in D-3-HB
metabolism. STO-609 partially inhibited
DNP-stimulated D-3-HB utilization,
indicating that the DNP effect is partially
mediated by increasing the level of cytosolic
Ca2+, further activating CaMKK. These
findings support the possibility that the Ca2+ -
CaMKK - AMPK signaling pathway
mediates DNP-stimulated D-3-HB
utilization.
DNP could also activate KATP channels by
depolarizing the intra-mitochondrial
membrane and altering the Ca2+ cytosolic
concentration (27, 28). Pinacidil opens KATP

channels and (29) has no significant effect on
the basal rate of D-3-HB utilization,
therefore, data do not support that enhancing
KATP channels mediates DNP-stimulated D-
3-HB utilization.
The role of p38 MAPK
DNP activates p38 MAPK and AMPK in
cardiomyocytes (12), and PD-169316 is a
selective inhibitor of cardiac p38 MAPK (32,
12). Anisomycin potently activates cardiac
p38 MAPK without stimulating the
phosphorylation of AMPK and AKt (31, 43).
Anisomycin mimics ischemia-reperfusion in
activating p38 MAPK (44, 45, 46). Our
finding that anisomycin stimulated D-3-HB
utilization and that PD-169316 abolished this
stimulation, strongly support the involvement
of the p38 MAPK signaling pathway in the
regulation of D-3-HB metabolism
independent of the AMPK signaling



A.M.N. Sultan, DNP and ischemia stimulate D-3-HB uptake in heart UQU Medical Journal

10

pathway. We also demonstrated that PD-
169316 had no significant effect on both
basal D-3-HB utilization and DNP-stimulated
D-3-HB utilization; although DNP activated
p38 MAPK and PD-169316 partially
inhibited p38 MAPK in cardiomyocytes (12).
Therefore, we were unable to conclude that
the DNP effect on D-3-HB utilization is
mediated through the p38 MAPK signaling
pathway. However,  we  did not exclude the
involvement of p38 MAPK in D-3-HB
regulation since anisomycin-activated D-3-
HB utilization is abolished by PD-169316.
In this study, we demonstrated that
modulating either the AMPK or p38 MAPK
signaling pathways affects D-3-HB
utilization. The stimulation and inhibition of
the AMPK/p38 MAPK signaling pathways
were associated with the stimulation and
inhibition of D-3-HB utilization,
respectively.
Mimicking either chemical hypoxia or
ischemia-reperfusion is associated with the
enhancement of the utilization of D-3-HB in
the heart. Ischemia activates AMPK and p38
MAPK, and the activation of p38 MAPK
occurs independently of AMPK (47). PD-
169316, an inhibitor of p38 MAPK, and
STO-609, an inhibitor of CaMKK, cancel
ischemia-reperfusion stimulated D-3-HB
utilization. This supports the idea that
ischemia-reperfusion-stimulated D-3-HB
utilization is mediated by p38 MAPK and
AMPK signaling pathways. Stress that alters
the AMP/ATP ratio, mitochondrial and
cytosolic concentration of calcium modulates
D-3-HB metabolism. Ionomycin and
anisomycin modulate AMPK and p38
MAPK, respectively, without affecting the
AMP/ATP ratio, and both modulators
stimulate D-3-HB utilization.
Pelletier and Coderre (4) reported that
prolonged pretreatment of cardiomyocytes
for 16h with D-3-HB caused the partial

inhibition of DNP-stimulated AMPK and
abolished stimulation by DNP of p38
MAPK.D-3-HB also partially inhibited DNP-
stimulated glucose uptake in cardiomyocytes.
They suggested that the inhibitory effect of
D-3-HB on glucose uptake is due to the
inhibitory effect of D-3-HB on AMPK / p38
MAPK activities, but they did not estimate
D-3-HB utilization. It is possible that D-3-
HB can limit its own utilization under certain
conditions by inhibiting AMPK/p38 MAPK
activities, serving as a feed-back control.
However, we did not estimate AMPK/p38
MAPK activities, and the perfusion period
did not exceed 2h. Therefore, we would not
expect to record the effect of D-3-HB on both
kinases. The citrate level is increased in
hearts perfused with D-3-HB (48), and it
known that citrate inhibits AMPK
phosphorylation in rat hypothalamus (49),
suggesting a possible mechanism whereby D-
3-HB inhibits AMPK. Moreover, acetoactate
increases the phosphorylation of extracellular
signal-regulated kinase ½ (ERK1/2) and p38
MAPK in hepatocytes (50), and we found
that DNP stimulates acetoacetate utilization
in the heart (unpublished observation).  It is
conceivable that D-3-HB protects the cells
against ATP depletion by providing NADH
to the electron transport chain. D-3-HB may
either limit or counteract the effect of DNP
(decrease in mitochondrial membrane
potential and ATP/ADP ratio) by providing a
high supply of reducing equivalents to the
respiratory chain, since it is oxidized directly
in the mitochondrial matrix. D-3-HB further
compensates for the energy deficit caused by
either DNP or metabolic stress. DNP
contributes to proton leakage, which keeps
the cell NAD+/NADH ratio sufficiently high
and allows the required carbon metabolism to
continue . It has been proposed that the high
NAD+/NADH ratio enhances AMPK activity
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(51), but others findings lack any sufficient
support (52).
Fasting (24 or 48h) is associated with the
stimulation of cardiac D-3-HB utilization (8).
AMPK is activated by fasting and is
suppressed by Ara-A (53). Also, Ara-A
decreased AMPK phosphorylation in the
heart in response to the deprivation of
glucose (54). Taken together, these findings
showed that the modulation of either the
AMPK or p38 MAPK signaling pathways
had a role in regulating D-3-HB utilization.
Our study also showed that DNP stimulated
D-3-HB utilization in the isolated perfused
heart is mediated by the AMPK signaling
pathway, and that Ca2+ has a significant role
in regulating D-3-HB utilization through its
activation of CaMKK, which then activates
AMPK. Both mechanisms, altering either the
ATP/AMP or Ca2+ levels, could
independently contribute to the enhancement
of D-3-HB utilization.
We proceeded to observe that mimicking
chemical hypoxia with DNP, or chemical
ischemia–reperfusion with anisomycin, or
activating AMPK/p38 MAPK stimulated the
utilization of D-3-HB, and the inhibition of
either kinases are associated with the
reduction of D-3-HB utilization in the
isolated perfused heart. AMPK and p38
MAPK are stimulated in response to
ischemia (9, 31, 45). No-flow ischemia
stimulates AMPK α2 and α1 activities and is
most likely mediated by LKB1 (AMPKK)
and CaMKK, respectively (41), and AMPK
α2 has a greater dependence on AMP (55).
Cardiac AMPK activity is stimulated by
ischemia and reperfusion (11). Since it is
well known that such stressor effects are
mediated by AMPK/p38 MAPK, our data
supports the idea that both kinases are
involved in the regulation of D-3-HB
metabolism in the heart. Since PD-169316
and STO-609 abolished D-3-HB utilization

stimulated by ischemia–reperfusion, our data
also support that both AMPK and p38 MAPK
mediate the ischemia-reperfusion effect. We
encountered a few limitationsthat include
having not measured either the AMPK or p38
MAPK activities, and using the available
selective activators and inhibitors of the both
kinases.
We conclude that: DNP (an activator of both
cardiac AMPK and p38 MAPK), anisomycin
(a selective activator of p38 MAPK), and
ionomycin (a CaMKK activator), stimulate
D-3-HB utilization in heart, and this
stimulation is either partially or completely
abolished by selective inhibitors of the above
mentioned kinases. The chemical stress may
be possibly mediated by changes in Ca2+

concentration and /or AMP/ATP levels,
through the AMPK/p38 MAPK signaling
pathways. Global no-flow ischemia
stimulates D-3-HB utilization possibly
through the same signaling pathways.
However, this needs further investigations to
elucidate the involvement of the above
mentioned signaling pathways.
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ومخاطر اإلصابة بسرطان قولونترانسفیریز–االشكال المتعددة لجین الجلوتاثیون س 
المستقیم في السعودیین

3حسن الصیادي د. ، 2ھاني معلم د. ، 1االخالص البردیسي د.
ي ومركز األبحاث (مستشفى الملك فیصل التخصصي)، جدة ص ل التخص فى الملك فیص تش م الطب ومس متدرب الطبیة، قس

فى الملك كلیة الطب، جامعة أم القرى، مكة المكرمة، المملكة، 1 تش اري، مس تش عودیة، أمراض الروماتیزم اس العربیة الس
.3علم األمراض استشاري، مستشفى الملك فیصل التخصصي بجدة،2فیصل التخصصي بجدة

الملخص

اً نادراً ینتھي تلقائیاً مع عالقة موثقة  بمرض الذئبة الحمراء الحمامي الجھازي ي فیوجیموتو مرض .یعتبر مرض كاكوش
عودیة عمرھا  ٣١نحن نوثق ھنا في ھذا التقریر حالة من ھذا المرض بناء على خزعة أخذت من غدة لمفاویة من إمرأة س

عاماً مع تشخیص سابق بإلتھاب الذئبة الحمامیة الكلوي من الدرجة الرابعة. لقد ظھر المرض لدیھا بحرارة وإنتفاخ في الغدد 
البیضاویة. لقد أخذت المریضة مضادات حیویة وریدیة ولكن المریضة تحسنت بصورة اللمفاویة الباطیة مع قلة كریات الدم

تلقائیة
ABSTRACT

Background:
Kikuchi-Fujimoto’s disease (KFD) is a rare benign self-limited disease with reported relation
to systemic lupus erythematosus (SLE).  We report a case of KFD based on a lymph node
biopsy in a 31 year old Saudi female patient with an established diagnosis of stage IV lupus
nephritis. She presented with fever, axillary lymphadenopathy, and neutropenia. Intravenous
antibiotic was considered as a case of febrile neutropenia. The patient recovered spontaneously.

Keywords:
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INTRODUCTION
ikuchi-Fujimoto’s disease (KFD) or
histiocytic necrotizing
lymphadenitis is a benign, self-

limited disease of unknown etiology that
affects mainly young women. It presents with
localized lymphadenopathy, predominantly
in the cervical region, less commonly axillary
and mesenteric lymphadenopathy
accompanied by fever and leukopenia in up
to 50% of the cases [1, 2]. KFD has been
reported in association with systemic lupus
erythematosus (SLE) [1-4]; the relation
between KFD and SLE is not yet completely
understood and remains complex. SLE may
be present before, at the same time, or after
the clinical appearance of KFD [1, 2, 5]. We
described a case of KFD in a 31 year old
Saudi female patient with an established
diagnosis of stage IV lupus nephritis.

CASE REPORT

We reported a 31 year old Saudi female
patient who is a known case of SLE
diagnosed 16 years ago (1994). She presented
at that time with fever, easy fatigability,
arthralgia and generalized bodyache.
Investigations revealed 2+ proteins in the
urine; speckled ANA (titer 1:1160), positive
anti-ds-DNA antibodies at 347 IU/ml
(normal range 0 – 18 IU/mL), positive anti-
Sm/RNP, anti-SSA/Ro antibodies as well as
low complement levels (C3, C4). She was
started on prednisolone,
hydroxychloroquine, azothioprine and
calcium and vitamin D. She was regularly
followed  in our center since 2001. The
patient was evaluated in 2007 due to
nephrotic range proteinurea of more than
6g/24 hour. Laboratory investigations
revealed speckled ANA pattern (titer
1:2640), positive anti-DNA at 813 IU/ml and

hypocomplementemia with negative anti-
phospholipids antibodies titer. Renal biopsy
in February 2007 was characterized by stage
IV lupus nephritis.  The condition was treated
with mycophenolate mofetil (1 gram orally
twice a day), tapering dose of prednisolone,
hydroxychloroquine and calcium and vitamin
D supplements. Proteinurea initially
regressed to 1.65 g/day but with poor medical
compliance, this, unfortunately, resulted in
flare up of her disease.
In August 2008, repeated renal biopsy again
showed class IV lupus nephritis with
membranous component. She was treated
with six doses of cyclophosphamide from
September 2008 to February 2009. She was
maintained afterwords on azothioprine and
hydroxychloroquine.
Due to persistent leukopenia (WBC 1.5 x
109/L) azothioprine was discontinued in
outpatient rheumatology clinic in her follow
up visit in April 2010. She was admitted to
the hospital in May 2010 with 1-week history
of high grade fever (39-40°C) and persistent
leukopenia despite stopping azothioprine.
Her fever was continuous with minimal
response to antipyretics. It was associated
with sweats, chills, and rigors. There was no
history suggestive of any source of infection.
She denied history of joint pains and
swellings. There was no history of alopecia,
mouth or genital ulcers, malar rash or skin
rash and no history of weight loss or loss of
appetite.
On physical examination, she was in general
good condition but with temperature of
39.1°C, blood pressure of 121/63 mmHg,
heart rate of 88 beat/min and respiratory rate
of 20 breath/min, O2 saturation 98% on room
air. She had tender, right axillary
lymphadenopathy. Cardiovascular,
respiratory and abdominal examinations

K
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were unremarkable. There were no signs of
arthritis.
The laboratory investigations showed WBC
of 1.52 x 109/L, hemoglobin of 100 g/l,
platelets of 161,000 /mm3, absolute
neutrophilic count (ANC) of 0.69 x 103/μL,
dropped to below 0.50 x 103/μL and
lymphocytes of 44.4%, erythrocyte
sedimentation rate (ESR) of 47 mm/h, C-
reactive protein(CRP) of  36.1 mg/l. Renal
and hepatic profiles were normal.  Urinalysis
was normal except of 2+ protein that was
similar to previous findings. All cultures
including blood and urine were all negative.
Serological tests for Brucella,
cytomegalovirus (CMV), Epstein - Barr virus
(EBV), malaria, hepatitis A, B, C, were all
negative. ANA was positive and also Anti-
ds- DNA was 39.3 IU/ml with normal
complement level C3 of 1.2 g/l and C4 of
0.16 g/l. CT of chest, abdomen and pelvis
showed no evidence of fluid collection with
hepatosplenomegaly and significant bilateral
axillary lymphadenopathy more on the right.
Right axillary lymph node excisional biopsy
was done and showed histiocytic necrotizing
lymphadenitis consistent with KFD {figure
1, 2, 3}.

The patient was treated as a case of febrile
neutropenia with intravenous antibiotics for 7
days. Her symptoms, signs including WBC
count improved spontaneously. She was
discharged in good condition on plaquenil,
calcium, and vitamin D. She developed post
operative wound infection; abscess was
drained at site of axillary lymph node biopsy
with daily dressing. Her WBC count reached
2.38 x 109/L two weeks after discharge at
time of outpatient follow up visit. This count
continued to improve and reached 4.0 x
109/L a month later. She was put back on

azothioprine with normal WBC count for 9
months after initial presentation.

Figure 1: It shows an area of patchy necrosis (arrows)
with increased number of histiocytes in the
paracortical regions (hematoxylin-eosin, original
magnification x 200).

Figure 2: high power view of an expanded
paracortical area showing numerous histiocytes
(arrows), many of which are necrotic (hematoxylin-
eosin, original magnification x 400).
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Figure 3:  this slide shows only rare residual
lymphoid follicles (arrows) with reactive germinal
center are seen (hematoxylin-eosin, original
magnification x 200).

DISCUSSION

KFD or histiocytic necrotizing
lymphadenitis, was originally described in
Japan in 1972 by Kikuchi [6] and Fujimoto et
al. [7]. It has been reported in several
countries since then [8] including Saudi
Arabia [9] but predominantly in Asia.
It often affects young adult women [9, 13-
15]. Pathogenesis of this disease is still not
fully understood. It is proposed that the
primary event may be the activation of T
lymphocytes and histiocytes. Proliferating T
cells enter the cycle of apoptosis, which may
form the areas of necrosis in lymph nodes and
then the cellular debris is removed by
histiocytes [5, 16, 17]. Certain
microorganisms (EBV, herpes human 6
virus, Toxoplasma, parvovirus B19, CMV,
Brucella, Yersinia enterocolitica and
parainfluenza virus) have been suggested as
the causative agents of the disease, initiating
a hyper- immune response of the T cells and
histiocytes to the infectious agents. However,
none of these possibilities have been

definitively proven [5, 12, 17]. An
autoimmune origin has also been suggested
due to a number of cases in which SLE was
diagnosed previously, simultaneously or
after KFD, demonstrating a strong
association [1, 2]. I In most of the cases the
diagnosis of KFD was made before or at the
same time of the diagnosis of SLE, Hoever,
In our case the diagnosis of KFD was made
years after the diagnosis of SLE. It is also
noted that our patient received prolonged
courses of immunosuppressant medications
including mycophenolate mofetil, and later 6
cycles of cyclophosphamide, she was then
placed on azothioprine and
hydroxychloroquine. Can we consider the
prolonged use of immunosuppressant
medications a risk factor for KFD in a well
established SLE with lupus nephritis? This is
a concern that might be raised; however,
there is no literature suggestive of this
observation. It clearly warrants further
evaluation.
Clinically, a unilateral cervical
lymphadenopathy in KFD is observed [10,
13, 15, 16], but enlargement of lymph nodes
in other regions may also be seen, sometimes
in the form of generalized lymphadenopathy
[10, 11, 14]. The affected lymph nodes vary
in size from 0.5 to 7 cm of diameter [14] and
may be tender or painful [13, 14, 16, 17]. The
other, most common clinical symptoms of
this disease are low-grade fever [10, 14-17],
arthralgia and variety of skin rashes that
usually precede lymphadenopathy [10, 13].
However, non-specific symptoms, e.g.
weakness, night sweats, weight loss,
diarrhea, anorexia, chills, nausea, vomiting,
chest and abdominal pain have also been
reported [10, 13, 16]. Sometimes
splenomegaly and hepatomegaly are
encountered [10, 13] like what we
encountered in the case presented here.
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Laboratory findings are not specific
including elevated ESR, leukopenia with
mild lymphocytosis and atypical
lymphocytes [10,
13-17]. Moreover, in less than 5% of cases
leukocytosis is found [11, 14].
The disease is generally diagnosed on the
basis of an excisional biopsy of affected
lymph nodes. Characteristic
histopathological findings of KFD include
irregular paracortical areas of coagulative
necrosis with abundant karyorrhectic debris,
which can distort the nodal architecture, and
large number of different types of histiocytes
at the margin of the necrotic areas [2]. The
karyorrhectic foci are formed by various
cellular types, predominantly histiocytes and
plasmacytoid monocytes but also
immunoblasts and small and large
lymphocytes. Neutrophils are
characteristically absent, and plasma cells are
either absent or scarce. The pathological
findings in our case include abnormal nodal
architecture; there is extensive expansion of
the paracortical regions with numerous
histiocytes, many of which are necrotic and
contain nuclear debris. In addition, there are
patchy areas of necrosis; also there are
several reactive lymphocytes and
immunoblasts with occasional plasma cells in
the paracortical regions.

KFD tends to resolve spontaneously within 1
week to 3 years [15, 16] but it may also recur
in about 3% of cases [11, 13, 14]. In the cases
in which KFD was diagnosed after or
concomitantly with SLE, an obvious
tendency was observed to adopt the use of
corticosteroids, associated or not with
hydroxychloroquine, as a standard treatment
[5, 12]. On the other hand, when KFD is
diagnosed before SLE, it is considered a
clinically isolated entity and generally there

is no need for treatment due to its benign and
self-limited nature, with spontaneous
resolution in weeks or months [3, 4, 18], our
patient was treated as a case of febrile
neutropenia with intravenous antibiotics for 7
days. Her symptoms, signs, and WBC count
improved spontaneously.
In conclusion, although KFD is a self-limited
condition, it can rarely be associated with
SLE. We described a case of SLE with stage
IV lupus nephritis that developed clinically
and pathologically new clinical and
pathological findings that was explained by
KFD. Supportive measures were considered,
and the disease resolved spontaneously. Is the
prolonged use of immunosuppressant
medications a risk factor for KFD in SLE
patients?
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الملخص

توما المختلط في الفم والبلعوم عند حدیثي  وھاتذكر بعضوقد تم الحدوث.الوالدة نادروتعتبر الكورس الوالدیة حاالت التش
راع دق مترافقةالحنك مثل ش توما فيمع والش ب ھنا،نقدم .االدب الطبيالكورس توما علمنا،حس مختلطھ اول حالة كورس

.الفمالعضلة الخافضة لزاویة خلقي فيحدیث والده مترافقھ مع نقص تصنع عند

ABSTRACT

Background:
Choristoma is a benign tumor- like growth consisting of an aggregate of histologically normal
tissue, which occurs in an aberrant location. Mixed choristomas of oropharynx in a neonate are
rare lesions. Many congenital anomalies like cleft palate, macrostomia has been reported in
literature with choristoma. To the best of our knowledge, we present here the first reported case
of mixed oropharyngeal choristoma in a neonate associated with congenital hypoplasia of
depressor angularis oris muscle.

Keywords: Choristoma, depressor angularis oris muscle, mixed, oropharyngeal
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INTRODUCTION

horistoma is a benign tumor-like
growth consisting of an aggregate of
microscopically normal cells or

tissues which occurs in aberrant locations (1).
It should be differentiated from hamartoma,
which are tumor-like malformations
composed of focal overgrowth of mature
normal cells found at their normal location.
Choristoma of head and neck region is being
reported at various locations like
nasopharynx, oropharynx, hypopharynx, and
middle ear (2, 3). It is composed of following
tissue types: glial, cartilage, osseous, salivary
gland, thyroid, respiratory mucosa and
gastrointestinal mucosa (4).
Most cases of choristoma are reported in
infants and children by 2 years of age, with
an age range of newborn to 28 years with
male to female ratio off 3:2 (5, 6). However
mixed choristomas of oropharynx in a
neonate are rare occurrence. Their clinical
presentation depends on their locations. Most
cases of choristoma are asymptomatic but at
times it can present with distressing clinical
symptoms or may start growing rapidly,
mimicking malignancy. As the lesion is
completely curable, the importance of early
diagnosis and appropriate management in
such cases is emphasized.
Many congenital anomalies like cleft palate,
ectopic pancreas in palate, macrostomia,
prognathic mandible has been reported in
literature with oropharyngeal choristoma (7,
8).
Congenital hypoplasia of depressor angularis
oris muscle (CHDAOM) is one of the rare
causes of asymmetric crying facies in
newborn. It is usually associated with
cardiac, gastro-intestinal, genito-urinary
anomalies and other malformations (9).
To the best of our knowledge, we are
reporting here the first case of mixed

oropharyngeal choristoma in a neonate in
association with CHDAOM.

CASE REPORT

Five days old baby girl was transferred to the
Maternity and Children Hospital in Makkah
Kingdom of Saudi Arabia in November 2014
for evaluation of respiratory distress,
inability to swallow and cyanosis during
feeding. She was the product of full term
normal vaginal delivery with no perinatal
complications. The mother was gestational
diabetic and received Insulin during
pregnancy. There was no consanguinity
between parents and no family h/o any
congenital anomaly or exposures to any
radiation during pregnancy. Apgar scores
were 6 at 1 minute and 8 at 5 minutes.
Physical examination revealed an alert and
active baby. She had vigorous cry and was
able to close her eyes satisfactorily. The face
was symmetrical while the neonate was quiet
or sleeping. However there was obvious
deviation of angle of the mouth to the right
side during crying (due to CHDAOM). Baby
weighed 2.3 kg, had head circumference of
33 cm and length of 47 cm. Intra oral
examination was unremarkable.
Brain CT showed mild hypodensity of
periventricular area, cortical sulci with
normal limits. No dilated ventricles. Neck CT
with contrast revealed normal appearance of
the supra, infra and glottis regions, no focal
thickening or masses, normal appearance of
the cartilaginous frame work of the larynx,
normal appearance of airway. MRI neck
without contrast exhibited well defined
lobulated mass lesion within the oropharynx
encroaching on the lumen. It measured about
0.6X0.8X 2 cm. The lesion displayed

C
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intermediate T1, LowT2 and low STIR
signals. (5)
Video fluoroscopy for swallowing study was
performed and baby was found to have
oropharyngeal dysphagia according to the
following observations:
- inadequate oral propulsion due to

reduced labial tension, reduced
buccal tension, reduced tongue
control ( coordination)

- weak or ineffective pharyngeal
swallow with incomplete bolus
clearance due to alteration of
hypopharynx structures by the
posterior pharyngeal wall mass  and

- contrast esophagus: No evidence of
fistula

Echocardiograph revealed mild coarctation
of aorta
Endoscopic examination revealed lobulated,
pedunculated mass extending from uvula
involving the oropharynx (Figure 1).

Figure (1): Mass measured 1.5x1cm protruding from
uvula and filling the oral cavity

Trans-oral complete excision of the mass
was performed using bipolar elctrocautery.
Gross examination of specimen showed
single polypoid grey tanned mucosa covered
mass, firm in consistency measuring 1.5X1
cm.
Microscopic examination revealed a well –
defined growth lined by simple columnar
epithelium, and surrounded by stratified and

pseudostratified squamous epithelium. The
subepithelial tissue shows mixture of
haphazardly arranged gastric, intestinal,
hepatic, and neuronal tissues, (Figure 2).

Figure (2): Lower power view of the choristoma
showing mixture of gastric and intestinal tissues
embedded between smooth muscle fibers

Immunohistochemical staining showed
Hepatocytes specific antigen (HAS) positive
in hepatic tissue (Figure 4), S-100 protein
shows positive neuronal tissue (Figure 3),
Smooth Muscle Actin (SMA) positive for
smooth muscle fibers. Based on the findings
of histopathology and Immunohistochemical
staining, diagnosis of mixed choristoma was
confirmed. Baby showed marked clinical
improvement after complete excision of the
mass. Her respiratory distress subsided; the
attack of cyanosis disappeared and started
sucking oral feeds well.
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Figure (3): Scattered islands of neuronal tissue
positive for (S-100) extending in between smooth
muscle (Immunostaining x 200)

Figure (4): Immunohistochemical staining for
Hepatocytes Specific Antigen (HSA) was strongly
positive for the hepatic tissue (IHC x 200)

DISCUSSION

Respiratory obstruction in a neonate is not
uncommon. However, upper airway
obstruction presenting at birth due to
oropharyngeal mixed choristoma is
extremely rare.
MRI and video-fluoroscopy study can be
useful in the evaluation of mass lesion in oral
cavity as in our case; however confirmatory
diagnosis rests on microscopic examination
of the tissues.

The diagnosis of mixed choristoma was
based on histopathological examination and
immunostaining investigations of surgically
resected specimen which revealed presence
of gastric, intestinal, hepatic, and neuronal
tissues.
In general, choristomas are usually
asymptomatic. Their clinical presentation
depends on their locations. 30% of oral
choristomas can present with increased
salivation, altered speech, difficulty in
swallowing, feeding and respiration (5,6,).
Those found in oropharynx and larynx can
present with airway obstruction and
dysphagia as seen in the present case (4)
.Rarely, bleeding from oral cavity can be a
presenting symptom in cases of gastric
choristoma due to peptic ulceration (10).
Differential diagnosis of oropharyngeal
choristoma should include teratoma, glioma,
cystic hygroma, dermoid, hemangioma,
neurofibroma, myofibroma, encephalocoel
(4,5,6 ).
Choristoma is found to be associated with
other congenital anomalies such as cleft
palate with tongue mass containing
gastrointestinal mucosa and pancreas (7).
Furthermore gastric choristoma had also been
described in tongue associated with
macrostomia, prognathic mandible and cleft
palate (8).  Its association with CHDAOM
has not been reported previously. (7)
Prognosis in such cases is excellent as
surgical excision is curative. Recurrences are
quite common due to incomplete resection.
The aetiopathogenesis of choristoma remains
obscure but several theories has been
proposed to explain this. Choristoma
develops from failure in the normal course of
embryonic development of the neural tube
which may give rise to a great variety of
defects as the head and neck region develops
(11).



Mohammad Nasim Khan.,etal. Oropharyngeal choristoma in association with
congenital hypoplasia of depressor angularis oris muscle in a neonate UQU Med. J

26

CONCLUSION

The choristoma is a type of developmental
malformations that occur in head and neck
area. Mixed choristoma presenting with
upper airway obstruction at birth is extremely
rare. Its association with CHDAOM is
reported here for the first time. Early
detection of such cases and appropriate
management is warranted. Surgical excision
in neonatal period allows early introduction
of oral feeding, normal development of
swallowing and pharyngeal coordination.
Recurrence is quite common with incomplete
resection.
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الملخص

ناج بأنھ زیادة في ردود الفعل لتمدد  الت یعرف الش رعةالمعتمد -العض احبة لھزات الوتر ( ردود -على الس مع زیادة مص
ناج الناجم  كل تحدیاً كبیراً لفریق التأھیل الطبي. الش یوعاً ویش ناج من أكثر األعراض ش فعل طوري أو مرحلي ). یعتبر الش

عن تناول العقاقیر المضادة للصرع ھو أمر نادر الحدوث.

ین نحالھ:تقریر  جیل حالتین لمریض لتناول كمیات كبیرة من أدویة مضادة للصرعشناج عابر مصاحبلتعرضاتقدم بتس
فھم األسباب.تونحاول أن ن

ةا رع ( الموتریجین الحالص ادة للص ناج نتیجة تناول جرعة زائدة من األدویة المض فالبرویك ) ھو أمر نادر حامضو: الش
دوث.  اعفة لتناولالح ذه األعراض كمض دوث من ھ جیلھا من قبل. في الواقع، أن ح عقار حامض الفالبرویك لم یتم تس
ناج حدثالذىالمریض  نجت نوباتواكب معةنتیجة تناول عقار الموتریجین لة الش ببتتش في متكررة. ان اآللیة التي تس

بب في  ناج غیر معروفة ولكن نعتقد أن ھناك اختالل في التوازن بین المدخالت المثبطة والمثیرة مما تس دوث ححدوث الش
ھذه الحالة.
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ABSTRACT

Background:
Spasticity has been narrowly-defined as a velocity-dependent increase in tonic stretch reflexes
(muscle tone) with exaggerated tendon jerks (phasic reflexes). It is a common clinical finding
and a major challenge to the rehabilitation team. Spasticity caused by antiepileptic drugs is a
rare occurrence.
Case report: We report two patients with transient, marked spasticity in association with the
antiepileptic drugs; Valproic acid (VPA) and lamotrigine (LTG) overdose. The patient with
LTG overdose has also developed status epilepticus.
Conclusion: Spasticity as a complication of antiepileptic drugs overdose (VPA and LTG) or
toxicity is a rare occurrence. The mechanism, by which spasticity occurred, is unknown but an
imbalance between the inhibitory and excitatory inputs might be the cause.

Keywords: Spasticity, AEDs, Valproic acid, Lamotrigine

INTRODUCTION

pasticity has been narrowly-defined as
a velocity-dependent increase in tonic
stretch reflexes (muscle tone) with

exaggerated tendon jerks (phasic reflexes).
Spasticity is a common clinical finding and a
major challenge to the rehabilitation team. It
is usually caused by chronic neurological
conditions, notably head and spinal cord
injury, stroke, cerebral palsy, traumatic brain
and multiple sclerosis. Spasticity caused by
antiepileptic drugs (AEDs) is a rare
occurrence. We report two patients from
neuroscience center at University Hospital,
London Ontario Canada, with Valproic acid
(VPA) and lamotrigine (LTG) overdose,
respectively .

Case 1
A 53-year-old woman, with a background
history of bipolar disorder and hypertension,
was found by her husband unresponsive with
bottles of VPA and Ramipril beside her bed.
She was brought to a peripheral hospital
where she was found to be hemodynamically
unstable, with low blood pressure and
shallow breathing. She was intubated,
artificially ventilated and transferred to our

center for further management and care. She
also received activated charcoal, through a
nasogastric tube (NGT) and had bowel
irrigation .

Vital signs at presentation at our centre
included a normal temperature, a heart rate of
55 beats per minute and a persistently low
blood pressure at around 70/30 mmHg.
Inotropic support was started using a
combination of vasopressin, norepinephrine,
epinephrine and dopamine.

Cardiovascular, chest and abdominal
examinations were unremarkable. The
Glasgow Coma Scale (GCS) was 3/15, pupils
were equal at 5 mm and minimally reactive
to light, and oculoccephalic, gag, and corneal
reflexes were absent. Tone was spastic in all
four extremities, the lower more than upper.
Deep tendon reflexes were symmetrically
brisk with sustained clonus elicited. The
Babinski sign was positive bilaterally.
Initial blood work showed normal complete
blood count (CBC), coagulation profile,
electrolytes, glucose, amylase, urea and liver
functions tests (LFT). Serum creatinine was

S
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elevated at 163 µmol/L (normal range 62-
124) and then increased one day later to 270
µmol/L. Serum lactate was high at 9 mmol/L
(normally 0.5-2.2 mmol/L). Transient
elevation of creatine kinase (CK), up to 933
U/L (normal range 25-195 U/L) was noted
without a significant rise in troponin.

Serum VPA level was 6000 µmol/L
(therapeutic range 350-700). Toxicology
screen was negative for benzodiazepine,
phencyclidine, cocaine, amphetamine,
opiates, barbiturates, tricyclic
antidepressants, acetaminophen, and
salicylates.  Electrocardiogram (ECG)
showed a prolonged QT interval but no
features of ischemia.

Computed tomography (CT) and magnetic
resonance imaging (MRI) of the brain were
normal. Electroencephalography (EEG)
obtained on the third day of admission
showed significant slowing, maximal in the
posterior head region (suppression) with
slight reactivity to verbal stimuli. No
epileptiform discharges were noted.

The patient was admitted to intensive care
unit (ICU) and received Continuous Veno-
Venous Hemodialysis (CVVHD) sessions for
the first three days. She was maintained on
carnitine, up to 3600 mg/day, throughout her
hospitalization.

Two days after admission, the patient started
to have minimal limb movement. Her pupils
became briskly reactive to light, and she
regained her corneal and oculocephalic
reflexes. Tone remained spastic in all four
extremities. Three days later, she started
withdrawing to painful stimuli and was
moving all limbs spontaneously. She became
hemodynamically stable and was weaned off
all inotropes. Her renal function tests

normalized and she had adequate urine
output. On the tenth day, she was obeying
commands extubated and subsequently
transferred to the ward. Two weeks following
overdose, she was sent back to her referring
hospital. She had a normal neurological
examination with complete resolution of
spasticity, hyper-reflexia, and up-going toes.

Case 2

A 46-year-old man who had a history of
bipolar disorder and a single generalized
tonic-clonic (GTC) seizure, post alcohol
withdrawal, 2 years ago. He developed
repeated attacks of prolonged GTC seizure
few hours following suicidal ingestion of
LTG, estimated at 6000 mg. He was managed
in emergency department (ER), university
hospital, London Ontario Canada with
intravenous lorazepam, phenytoin,
phenobarbital, midazolam, propofol, and
then thiopental. He was intubated, artificially
ventilated and transferred to ICU where
activated charcoal was given through NGT.

Systemic examinations, including vital signs,
were normal. Neurologically, the patient was
comatose with GCS of 5/15. He had flexionto
pain in the upper extremities, but not the
lower. Cranial nerves, that could be tested,
were normal. Brainstem reflexes were
present. He was generally spastic with brisk
deep tendon reflexes. Sustained Clonus was
elicited in both ankles. Plantar responses
were flexor bilaterally.
Initial investigations showed normal CBC,
electrolytes, urea, creatinine, blood gasses
and LFT. CT and MRI of brain were normal.
Cerebrospinal fluid (CSF) was normal. LTG
serum concentration was markedly elevated
at 100 µmol/L (therapeutic range: 1-4
µmol/L). Toxicology screen was negative for
phencyclidine, cocaine, amphetamine,
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opiates, barbiturates, tricyclic,
antidepressants, acetaminophen, and
salicylates; however, benzodiazepine
screening was positive.

Continuous EEG monitoring showed mild to
moderate, non-specific slowing with no
epileptiform discharges. He remained
hemodynamically stable throughout
hospitalization and started to recover rapidly.
The spasticity and clonus disappeared.
Repeated EEG three days later became
completely normal, paralleling the complete
recovery of the first patient.

DISCUSSION

More than 20 antiepileptic drugs are
currently available for use. In the past,
carbamazepine, phenytoin, phenobarbital,
primidone, and valproic acid have been the
usual medications to treat seizures and
epilepsy. Traditionally, these medications
have been called” older” group. Since 1993,
at least 10 new drugs have been released .

VPA is a short-chain branched fatty acid,
which was introduced in early of 1960s. It is
one of the most effective broad-spectrum
AEDs for all types of seizures and epilepsies.
It is considered the drug of first choice for the
treatment of typical absences, myoclonic
seizures, and GTC seizures, especially if
these occur as part of the syndrome of
idiopathic generalized epilepsy1. It is thought
that it exerts its antiepileptic activity by at
least two mechanisms, including elevation or
augmentation of brain gamma aminobutaric
acid (GABA) and frequency-dependent
blockade of sodium channels2.

The mainstay of treatment of VPA overdose
is supportive care. Nalaxone has been
reported, in several case studies, to be useful
in reversing CNS depression3,4. The
mechanism by which Nalaxone exerts its
effect here is unknown. Because of
hemodynamic instability, CVVHD was done
in the first case; as opposed to regular
hemodialysis that was recommended by
others; in patients with severe VPA toxicity
(5).

LTG is a novel AED, a member of the
phenyltriazine class, and is structurally
unrelated to other antiepileptic drugs in
current use.  It is recommended for
adjunctive use in partial seizures in children
aged 2 years or older and in adult patients. It
is also approved for adjunctive use in
Lennox-Gastaut generalized seizures in
adults and children6.

LTG is approved for monotherapy in adult
patients converted from monotherapy with
other enzyme-inducing antiepileptic drugs6.
Although FDA approval is limited to these
indications, LTG has been used
experimentally in virtually all types of
epilepsy including absence and reflex
seizures, status epilepticus, and epilepsy
refractory to other medications .

The exact mechanism of action of LTG is
unknown, but it is thought to exert its
antiepileptic activity by blocking voltage-
dependent sodium current and by inhibiting
the release of excitatory neurotransmitters,
glutamate and aspartate. It also has little
effect on serotonergic, dopaminergic, and
adrenergic receptors7. LTG also acts as an
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inhibitor of dihydrofolate reductase leading
to decreased folate synthesis. This can
potentially lead to significant drug
interactions if other folate inhibiting drugs
are co-administered. LTG has demonstrated
melanin binding in rodent tissue. A minor 2-
N-methyl metabolic product of LTG
metabolism is known to cause prolongation
of the PR interval, QRS complex widening
and APV conduction block at high doses in
rodents.

Spasticity has been narrowly defined as a
motor disorder characterized by velocity
dependent increase in tonic stretch reflexes
(muscletone)inassociationwith exaggerated
tendon jerks (phasic reflexes) and other
features of the upper motor neuron syndrome
(8). Spasticity is usually accompanied by
permanent or intermittent weakness and
clumsiness, flexor or extensor spasms, the
'clasp-knife' phenomenon, exaggerated
reflexes, contractures and changes in posture.

The pathophysiology of spasticity is
complex. It is likely that spasticity is not
caused by a single mechanism, but rather by
an intricate chain of alterations in different
interdependent networks .

Normal muscle tone depends on the balance
between inhibitory effects of interneurons
including the presynaptic axo-axonic and Ia
and Ib interneurons mediated by the dorsal
reticulspinal tract and, facilitatory effects on
extensor tone mediated by descending
indirect activation pathway particularly the
medial reticulospinal tract and to a lesser
extent by the vestibulospinal tract9.
Figure 1 gives an overview of the spinal
reflex circuits involved in the development of
spasticity that have been investigated.over
the past 50 years.

Figure 1: overview of the spinal reflex circuits
involved in the development of spasticity.

The monosynaptic Ia excitation contributes
to the major excitation underlying the
dynamic and tonic components of the stretch
reflex. However, many spinal reflex
pathways may increase or decrease the effect
of this monosynaptic excitation: excitation
and inhibition from muscle spindle group II
afferents; autogenetic inhibition from Golgi
tendon organs (via Ib afferents); recurrent
inhibition (via motor axon collaterals and
Renshaw cells); presynaptic inhibition of Ia
afferent terminals; and reciprocal inhibition
from muscle spindle Ia afferents from the
antagonist muscles.

It is unlikely that Renshaw cell (presynaptic)
inhibition plays a role in our patients. The
changes in reflex transmission in these
pathways may depend both on an altered
supraspinal drive, and on secondary changes
at cellular level in the spinal cord below the
lesion.

Reviewing the literature, only three cases of
LTG-induced spasticity have been reported.
Buckley et al. reported a 26-year-old man
with temporal lobe epilepsy who had a
deliberate self-poisoning with LTG. He had
nystagmus, hypertonia and brisk reflexes.
Symptoms and signs improved after stopping
LTG. Briassoulis et al. reported a LTG
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overdose in a 2-year-old child that resulted in
upper motor neuron (UMN) signs, GTC
seizures, and coma10.

Another case of LTG overdose in
combination with VPA was reported in
another adult patient11. The patient
developed transient encephalopathy and
diminished level of consciousness, with
complete resolution of symptoms and signs
after treatment.

The most likely proposed mechanism is
deactivation of descending inhibitory
pathways, especially the dorsal reticulospinal
pathway, which is, in turn influenced by the
cerebral cortex. Since our patients were
profoundly intoxicated, the cortical
facilitatory influence on the medullary
reticular formation that projects to the dorsal
reticularspinal pathway would be more
affected than the ventral reticulospinal
pathway that facilitates the spinal reflex arc .

We report two patients with VPA and LTG
overdose that resulted in spasticity that
recovered completely after the successful
management in hospital. We propose that
temporary loss of the inhibitory center in the
brain stem had occurred which lead to the
transient spasticity described above. The
neurotransmitter(s) disturbance(s) that
occurred may also be contributing factors.
They are probably quite complex, as AEDs
especially VPA may have multiple effects on
the brain neurochemistry, including the
opiate system, especially in the very high
doses ingested by our patients. It may also
cause reversible depression of all excitable
tissues activity, the CNS being the most
sensitive.  It depresses the sensory cortex,
decreases motor activity, alters cerebral
function and produces drowsiness, sedation,
and hypnosis.

CONCLUSION
Spasticity as a complication of AEDs
overdose or toxicity is a rare occurrence. In
fact, some AEDs, such as VPA and LTG are
used to treat spasticity. We also report
another patient with LTG overdose causing
status epilepticus and spasticity. The
mechanism by which spasticity occurred is
unknown, but an imbalance between the
inhibitory and excitatory inputs might be the
cause.
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