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Abstract

The objective of this study was to assess the effects of the hydroalcoholic extract of flax seed on the teratogenic activity of lamotrigine
in the brain of fetuses of rats who had received the drug. In this experimental study, 40 female rats were assigned randomly into four
groups and after mating and confirming the vaginal plug, the control animals (group 1) were kept with no intervention, and the other
three experimental groups were intraperitoneally injected with respective lamotrigine (75 mg/kg), and 100 and 200 mg/kg of flax seed
hydroalcoholic extract. The drug was administered during the organogenesis period. Rats were sacrificed at the 20th day of gestation
(one day before term) and fetuses were macroscopically examined, weighed and crown-rump length measured. Fetal brain specimens
were processed for H&E and for histological study, using the Image] software. Results showed that fetuses of the experimental groups
that received lamotrigine had reduced body weight, prefrontal cortical and hippocampal thickness, and pyramidal neurons in the hip-
pocampus; Nevertheless, these factors were improved by high-dose administration of flax seed in the experimental group 3 and 4. Our
research concludes that lamotrigine negatively influences the development of brain in rats and flax seed has a protective impact on these
complications.
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INTRODUCTION

According to the World Health Organization approximately
70 million people live with epilepsy worldwide! the major-
ity of whom (>80%) are living in low- and middle-income
countries.? This disease brings special issues for women,
particularly in pregnancy. It is estimated that around 15%
to 30% of women may have an increase in seizure frequen-
cy, most often in the first or third trimester.?

Lamotrigine is an anti-epileptic drug and a neuromodu-
lator, which has been used in the treatment of epilepsy and

mood disorders. This drug also is considered to be effective
against partial tonic-clonic and secondarily generalized
seizures.*

Herbal medicine is an area of complementary and al-
ternative medicines that is readily amenable to empirical
research.’ Flax ( Linum usitatissimum), is a member of the
genus Linum in the family Linaceae.® It is an edible oilseed/
grain and is one of the oldest arable crops. In addition to
being the richest plant source of a-linolenic acid (22% of
whole flaxseed), lignans (range: 0.2-13.3 mg/g flaxseed),
the Flax is also considered as an essential source of dietary
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fiber (28% by weight), 25% of which is in the soluble form.”
® Various components of this herb have been shown to have
antioxidant, anti-inflammatory, antiplatelet, hypoglycemia,
and blood pressure-lowering properties.!%!!

Although some pharmacologic and teratogenic effects
of lamotrigine have been already studied, the teratogenic
effects of this drug and the impacts of flax seed consump-
tion during the pregnancy on the fetal brain development
have not been scientifically clarified. Thus, this study was
designed to evaluate the protective effects of flax seed hy-
droalcoholic extract on the teratogenic activity of lamotrig-
ine in the developing rat brain.

MATERIALS AND METHODS

All experiments involving the animals were conducted ac-
cording to a protocol approved by the Ethics Committee
of the Shiraz University of Medical Science (SUMS), Iran.

Extraction method

The Flax seed was collected from Fars suburbs and after
being authenticated by a botanist in the Research Center
of Jahad-e-Keshavarzi, a herbarium sample was prepared
and deposited in the Herbarium Unit of Medical Plants
Research Center of Shiraz University of Medical Sciences,
Iran. 500 ml of ethanol (70%) was added to 500 g of the
plant powder in an appropriate container, and filtered after
72 hours. The solvent was removed at 35°C using a rotary
apparatus. The Flax seed extract was incubated for two days
at 40°C until it dried and then kept in refrigerator until the
usage time.!? Before using the extract we measured the fla-
vonoid!?, total phenolic!*!> and antioxidant activity'* of
the flaxseed.

Animal groups

Forty female Sprague-Dawley rats (180-220 g) were pre-
pared and kept on a 12h light-dark cycle at controlled hu-
midity and room temperature (20-23°C), and free access
to food and water. After a ten-day habituation to the envi-
ronment, two female and one male rat were placed in a cage
for two days.'® The vaginal plug was considered as the sign
of zero-day of pregnancy (GO). Since this method was not
certain, an eosin smear 3% was prepared from the vaginal
discharges of the female rat and the existence of sperm was
regarded as fertility."?

Afterward, the rats were randomly divided into four
groups as follows:

The animals in the first group (control) were kept with
no intervention, and the second (experimental 1), third
(experimental 2) and fourth (experimental 3) groups were
intraperitoneally (IP) injected with respectively lamotrigi-
ne (75 mg/kg), 100, and 200 mg/kg of flaxseed extract on
days 9, 10 and 11 of pregnancy (corresponding to the fetal
organogenesis stage).

Tissue processing

The animals were sacrificed at G20 (one day prior to term)
and then the fetuses removed, blotted dry, and the follow-
ing morphological examination was carried out. These in-
cluded litter/fetal quality (i.e. appearance, weight, crown-
rump length).

Histological preparations from the hippocampus and
forebrain of the offspring were prepared by inclusion in
paraffin, sectioned at intervals of 2 mm with a 6-pm thick-
ness, and stained with hematoxylin-eosin. Then, nine his-
tological sections from each fetus were prepared for stere-
ological analysis using a grid for drawing and point counts,
maintaining a space of 56 microns per cut. The same meth-
odology was applied to the control group.

To measure the thickness of prefrontal cortex and hip-
pocampus, the image of the sections (low-power magni-
fication, x4) was taken using a digital camera attached to
the microscope [Olympus Ax70]) and analyzed using the
Image] software.

And finally the number of neurons in the prefrontal cor-
tex and in the areas of CA1, CA2, and CA3 of the left hip-
pocampus were counted with Eyepiece Micrometer grid.

Statistical analysis

Data were presented as mean and standard deviation and
were analyzed by analysis of variance (ANOVA) using SPSS
Windows version 22 (IBM Corp., Armonk, N.Y., USA). P <
0.05 was considered to be statistically significant.

RESULTS

Each 100 gr of flax seed powder yielded 11 gr hydroalco-
holic dried extract. The calculated levels for flavonoid and
phenolic compounds were 98.13 mg/gr rutin equivalent
and 104.30 mg/gr gallic acid equivalent, respectively. The
extract antioxidant activity was 52.01%.

As shown in Fig. 1, in the lamotrigine-treated group
we found decreased body weight and crown-rump length
compared with those of the experimental groups (p<0.05).

The mean number of pyramidal neurons in the CAl,
CA2 and CA3 decreased in lamotrigine groups compared
to control group animals (p<0.05) (Fig. 2). However, the
mean number of pyramidal neurons in the CA1, CA2, and
CA3 hippocampal subregions in control group was differ-
ent from those of experimental groups 3 and 4 (p<0.05)
(Fig. 2).

Furthermore, the mean prefrontal and hippocampus
thickness in lamotrigine groups decreased in comparison
to the control rats (p<0.05) (Fig. 3). On the other hand, the
mean thicknesses of the prefrontal cortex and hippocampal
layers increased significantly in the experimental group 4
compared to the control group (p<0.05) (Fig. 3).
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Figure 1. Fetal body weight and crown-rump in the studied groups. There were no significant differences between the experimental
groups 3 and 4 and controls. The bars show mean values+SD. *p<0.05.
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Figure 2. Total pyramidal neuron number of CA1, CA2, and CA3 subdivisions of the left hippocampus in different groups. The bars
show mean values+SD. *p<0.05 compared to the lamotrigine groups.
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Figure 3. Mean thickness of prefrontal cortex and hippocampal layers in the study groups. The bars show mean values+SD. * p<0.05
compared to the lamotrigine groups.
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DISCUSSION

Lamotrigine is a popular anti-epileptic drug for women
who are either pregnant or consider getting pregnant. A
commonly held view is that lamotrigine is a safe drug for an
expectant mother and has a low rate of teratogenicity.!”!8
But the evidence of lamotrigine teratogenicity remains un-
certain.!*20

The anti-epileptic drug can produce both anatomical
(i.e. MCM) or behavioural (i.e. cognitive) teratogenicity.
Several theories have been posited for the mechanisms of
teratogenesis in the women with epilepsy on anti-epilep-
tic drugs. The currently proposed mechanisms including
folate deficiency, ischemia, neuronal suppression, reactive
intermediates (e.g. free radicals or epoxides), and anti-epi-
leptic drug-induced neuronal apoptosis were defined.'

In this study, as shown in Fig. 1, we found decreased
body weight and crown-rump length in the lamotrigi-
ne-treated group compared to the flaxseed-treated animals.
Morrow et al. reported that prenatal exposure lamotrigine
produced fewer major congenital malformations than ob-
served with valproic acid.*! The major congenital malfor-
mation rate for lamotrigine exposures was 3.2% (95% CL:
2.1-4.9). However, the study was insufficiently sensitive to
exclude a substantially increased risk of major congenital
malformation (risk ratio [RR]: 0.92; 95% CI: 0.41-2.05).%
Also, Mobini et al. in 2019 showed that lamotrigine can be
considered a risk factor for malformations.?* The same au-
thors found that lamotrigine doses were significantly high-
er in the cases of major congenital malformation than that
observed in the controls.?!

In this research, we observed that the mean number
of pyramidal neurons in the lamotrigine-exposed groups
were significantly reduced in comparison with the controls
(p<0.05) (Fig. 2). These results are consistent with previous
studies on lamotrigine.?*%”

On the other hands, in experimental groups 3 and 4,
there was a significant increase in the mean number of neu-
rons (p<0.05) (Fig. 2). This indicates that high doses of flax
seed reduced the teratogenic effects of the lamotrigine on
the development of nervous system.?

The results of the mean number of pyramidal neurons
and cortical thicknesses can be attributed to the large
amounts of fatty acids from omega-3 family in flaxseed,
which has 57% of omega-3 fatty acids in their composi-
tion.?

This study demonstrated that the mean thickness of pre-
frontal cortex and hippocampus decreased in lamotrigine
groups compared to the control group (P<0.05). In con-
trast, when compared to control group, the mean thickness
of prefrontal cortex and hippocampus increased signifi-
cantly in the experimental group 4 (Fig. 3).

Oxygen free radicals attack objects on the polyunsatu-
rated components of membranes and may cause a serious
organizational dysfunction within cells and tissues. It has
been suggested that the administration of omega-3 poly-
unsaturated fatty acids may have an ameliorating effect on

such damage by two possible ways. First, omega-3 poly-
unsaturated fatty acids may increase the level of catalase
within the peroxisome and in the cytoplasm resulting in
enhanced defense against free oxygen radicals. Second,
omega-3 polyunsaturated fatty acids, which have been sup-
plemented, may be replaced with polyunsaturated fatty ac-
ids components of the membranes that had been attacked
by oxygen free radicals.’®*!

CONCLUSION

The results of the present study clearly revealed that lam-
otrigine consumption during pregnancy has teratogenic
effects on the fetal developing rat brain and flax seed also
has positive influences against these teratogenic impacts.
Further research must be carried out to corroborate these
findings and establish their applicability to humans.
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Pe3tome

IlenbIo JaHHOTO MCCIEOBAHMA OBUIO OLIEHUTD BIMAHME BOTHO-CIIMPTOBOrO 9KCTPAKTA THHAHOTO CEMEHM) Ha TePaTOTeHHYIO aKTHB-
HOCTb JTAMOTPU/KIHA B MO3Te 9MOPJOHOB KPbIC, HOTyYaBIIMX JIEKAPCTBEHHBIE IIPEMapaThl. B 9TOM sKCIepuMeHTaIbHOM VICCIIEN0Ba-
Hym 40 caMOK KPBIC ObIIM CTy4aifHbIM 06pa3oM pacIpefie/ieHbl Ha YeThIpe IPYIIIIBI, 1 IOC/Ie CIIapMBAHNUA U IIOATBEP>K/ICHVA Ha/IN4usA
BaryHA/IbHOI IIPOOKI KOHTPONbHbIE )KMBOTHBIE (IpyIma 1) ObUIM BbIpalleHbl 6€3 BMEIIATeIbCTBA, a OCTA/IbHBIM TPEM SKCIIePUMEH-
TaJIbHBIM IPYIIIaM BHYTPMOPIOMIHHO BBOSWIN TaMOTPUIKMH (75 Mr / kr). ) n 100 n 200 Mr / KT BOZHO-CIIMPTOBOTO SKCTPAKTa
NBbHAHOTO ceMeHM. IIpemapaT BBO#WIM B Iepuof opraHoreHesa. Kpbic ymepimssamm Ha 20-if leHb 6epeMeHHOCTH (3a JieHb [0 Cpo-
Ka), U IUIOJ, MICC/IEiOBAIM, B3BEIIMBAIM U U3MEPAIN MX JUIVHY IIOJ MUKpockonoM. O6pasiibl Mo3ra sMOpyoHa 06pabaThIBamM [
OKpAILIMBAHIA TeMAaTOKCH/IVHOM ¥I 503MHOM M JUIS1 TMCTOJIOTMYECKOTO MCCIeOBAHMA C MICIIONb30BaHVeM IIPOrPaMMHOTO 00ecrede s
Image]. Pe3ynbTaThbl MOKa3am, YTO y SMOPMOHOB SKCIIEPUMMEHTAIbHBIX IPYIII, IIONTyYaBIINX JIAMOTPUPKIH, ObUIa CHIDKEHa Macca
TeJIa, TOMIYHA IIpePOHTAIBHON KOPBI U TUIIIIOKAMIIA, a TAK)XKe MMpaMU/Hble HelIPOHBI B I'MIINOKaMIIe. TeM He MeHee, 3TH (HaKTOPBI
OBUIY Y/TydIIeHbI Ty TEM IMpYEMa BHICOKMX /103 TLHAHOTO CeMeHM B 9KCIIepMMeHTa IbHbIX Ipymmax 3 u 4. Hamre ucciefoBanme mpuunio
K BBIBOJIY, YTO TAMOTPUIKIH OTPUIATEBHO B/IUAET Ha Pa3BUTIE MO3TA KPBIC, a IbHAHOE CeMsA OKa3bIBaeT 3al[THOE BO3/IEICTBIE HA
3TU OC/TOXKHEHMS.

KnioueBble cnoBa

JTAMOTPUJDKIUH, TEPATOTEHES, TPHAHOE CEMA
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