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Abstract	

Nauclea	 latifolia	 stem‐bark	 (NLS)	 is	 widely	 utilized	 for	 broad	 spectrum	 pathologies.	 The	 study	 evaluated	 the	
protective	 effects	 of	 NLS	 extract	 supplemented	 along	 with	 valproic	 acid	 on	 oxidative	 stress	 markers,	 and	 neuron	
specific	enolase	(NSE)	and	B	cell	lymphoma	2	(bcl‐2)	protein	expressions	in	prefrontal	cortex	of	rats.	The	NLS	extract	
was	administered	in	three	doses	(50,	100,	200mg/kg)	after	pre‐treatment	of	the	experimental	animals	with	high	dose	
valproic	 acid	 (VPA)	 (500	mg/kg)	 orally	 daily	 by	 subacute	 exposure	 for	 28	 days.	 The	 rats	were	 sacrificed	 and	 the	
prefrontal	cortex	(PFC)	of	the	brain	abstracted	and	homogenized	in	ice	for	biochemical	assays	to	estimate	the	levels	
oxidative	 stress	 markers;	 histopathological	 examination	 to	 reveal	 the	 histomorphorgical	 changes	 and	
immunohistochemistry	to	examine	effect	on	NSE	andbcl‐2protein	expressions.	The	findings	revealed	significant	(P	<	
0.05	 –	 0.001)	 elevation	 of	 oxidative	 stress	 induced	 by	 VPA.	 The	 NLS	 extract	 supplementation	 mediate	 significant	
elevation	 of	 the	 levels	 of	 reduced	 glutathione	 (P<	 0.05	 –	 0.01),	 antioxidant	 enzymes	 [glutathione	 peroxidase	 (P<	
0.001),	 superoxide	dismutase	 (P	<	0.001),	 catalase	 (P<	0.05	–	0.01)	and	glutathione‐s‐transferase	(P	<	0.05	–	0.01)]	
and	 significant	 decline	 of	 lipid	 peroxidation	marker,	 malondialdehyde,	 (NLS	 group	 vs	 diseases	 control	 group	 (P	 <	
0.001).	 The	 NLS	 extract	 studied	 down‐regulated	 NSE	 at	 the	 prefrontal	 cortex	 preventing	 neuronal	 damage	 but	 no	
effect	on	bcl‐2	protein	expression.	We	conclude	that	NLS	extract	has	potential	to	mitigate	VPA	induced	neurotoxicity	
by	obliterating	oxidative	stress	and	down	regulating	NSE	expression,	effects	demonstrating	probable	therapeutic	role	
in	neurodegenerative	diseases.		
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1. Introduction

The	 prefrontal	 cortex	 (PFC)	 of	 the	 brain	 is	 involved	 in	 a	 number	 of	 executive	 functions	 [1]	 and	 worst	 still	 has	
demonstrable	 vulnerability	 to	 stress	 [2]	 most	 especially	 oxidative	 stress.	 Oxidative	 stress	 is	 a	 pathophysiological	
disequilibrium	 in	 the	 balance	 between	 oxidants	 and	 antioxidants	which	 favors	 the	 preponderance	 of	 the	 oxidants	
species	[3]	and	decreased	production	of	antioxidants	[4].	Free	radicals	(FRs)	are	molecules	with	one	or	more	unpaired	
electrons	in	the	valence	shell	[4,	5,	6],	therefore	extremely	unstable	and	reactive	with	other	moieties	[6,	7].	The	FRs	
may	be	oxygen	or	nitrogen	based	radicals	and	are	ubiquitously	encountered	in	biological	systems.	The	reactive	oxygen	
species	 (ROS)	 are	 superoxide,	 hydroxyl	 and	 peroxyl	 radicals,	 and	 non‐radicals	 such	 as	 hydrogen	 peroxide,	
hypochlorous	 acid	 and	 ozone.	 Reactive	 nitrogen	 species	 (RNS)	 include	 nitrogen	 based	 radicals	 such	 as	 nitrogen	
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dioxide,	nitric	oxide	radicals	and	peroxynitrite,	while	products	of	nitric	oxide	and	superoxide	via	inducible	nitric	oxide	
synthase	 (iNOS)	 and	 nicotinamide	 adenine	 dinucleotide	 phosphate	 (NADPH)	 oxidase	 are	 and	 non‐radicals	 [4].	
Elevation	 in	O2·	production	 or	 inadequacy	 in	 antioxidant	 system,	 result	 in	 hydrogen	 peroxide	 (H2O2)	 accumulation.	
Hydrogen	peroxide	is	produced	in	response	to	extracellular	responses	such	as	cytokines,	neurotransmitters,	peptide	
growth	 factors	and	hormones,	 and	 this	affects	protein	 function.	 In	pathological	 conditions,	H2O2	reacts	with	Fe2+	via	
Fenton	reaction	to	produce	highly	reactive	OH‐,	an	important	intracellular	messenger	under	physiological	conditions	
[8].	

Endogenous	 sources	 of	 ROS	 include	 aerobic	 respiration,	 β‐oxidation	 of	 fatty	 acids,	 microsomal	 cytochrome	 P450	
metabolism	of	xenobiotics,	stimulation	of	phagocytosis	by	pathogenesis	of	 lipopolysaccharides,	arginine	metabolism	
and	tissue	specific	enzymes.	The	exogenous	sources	include	pollutants,	toxins	such	as	heavy	metals	like	mercury,	lead,	
cadmium,	 and	 other	 exotoxins	 like	 anticancer	 drugs,	 anesthetic’s	 and	 analgesics.	 Other	 exotoxins	 include	 those	 of	
bacteria,	yeast,	viruses	and	parasites	origin;	trauma,	radiation,	electromagnetic	fields,	alcohol,	cigarette	smoke,	stress,	
allergens,	cold,	excessive	exercise,	dietary	 factors	such	as	excess	sugar,	unsaturated	 fats	and	fried	oils,	malnutrition	
and	various	disease	states	are	potential	sources	[6].	

Free	radicals,	ROS,	have	well‐defined	functions	and	are	important	in	many	physiological	reactions	[6].	The	generation	
of	 ROS	 is	 responsible	 for	 sustained	 cellular	 function	 with	 beneficial	 effects	 on	 the	 organisms.	 Many	 cellular	
biochemical	 activities	 such	 as	 signal	 transduction,	 gene	 transcription	 and	 regulation	 of	 soluble	 guanylate	 cyclase	
activity	all	involve	oxygen	radicals.	Nitric	oxide	acts	as	signaling	molecule	to	regulate	tone	of	vascular	smooth	muscle	
besides	 proliferation	 of	 leukocyte	 adhesion,	 platelets	 aggregation,	 thrombosis	 and	 hemodynamics	 [5].	 Nitric	 oxide	
plays	 an	 important	 role	 in	 neurotransmitter	 release	 [8].	 Exacerbation	 in	 free	 radicals	 production	 in	 excess	 of	
antioxidants	capacity,	underpin	oxidative	damage	and	stress	to	biomolecules	such	as	lipids,	proteins	and	DNA	[5,	6,	9,	
10].Lipid	 peroxidation	 affects	 many	 cellular	 components	 but	 occurs	 primarily	 in	 membranes	 associated	 with	
polyunsaturated	 fats	 leading	 to	 alteration	 in	 cell	 membrane	 fluidity	 and	 permeability	 eventually	 damaging	 the	
membrane	 [6].	 The	 peroxidation	 of	 lipid	membranes	 raised	 the	 concentration	 of	 lipid	 peroxides	 at	 the	 expense	 of	
oxygen	 and	unsaturated	 lipids	 resulting	 in	 further	 local	damage	 and	 at	 close	 and	distant	 sites	 to	 the	 initial	 area	of	
insults.	The	products	of	advanced	peroxidation	are	numerous	including	malondialdehyde	(MDA),	used	as	a	marker	for	
lipid	 peroxidation	 [6].Oxygen	 radicals	 may	 directly	 attack	 DNA	 at	 the	 sugar	 moiety,	 phosphate	 or	 purine	 and	
pyrimidine	bases	with	 indirect	actions	which	may	be	mediated	by	 the	elevation	of	 intracellular	calcium	(Ca2+)	 ions.	
The	interaction	of	free	radicals	with	DNA	instigates	structural	alterations	in	DNA	leading	to	DNA	damage	[6].	Oxidants	
species	may	also	cause	mutation	 to	DNA	 leading	 to	carcinogenesis	 [4,	5,	11,	12].Free	radical	denature	proteins	and	
render	 them	 inactive	 especially	 proteins	 with	 amino	 acids	 containing	 sulphydryl	 moiety	 [5,	 13].Tissue	 injury	 and	
eventual	 cell	 death	 could	 occur	 due	 to	 oxidative	 stress.	 This	 oxidative	 stress	 phenomenon	 is	 implicated	 in	 many	
diseases	 including	 cardiovascular	 diseases,	 atherosclerosis,	 diabetes,	 rheumatoid	 arthritis,	 post	 ischemic	 perfusion	
injury,	myocardial	 infarction,	 cancer,	 inflammatory	diseases,	 stroke	 and	 septic	 shock,	 aging	and	other	degenerative	
diseases	in	humans	[5].	The	brain	and	neuronal	tissues	are	most	vulnerable	to	ROS	because	of	active	oxygen	demand.	
Metabolisms	of	 excitatory	neurotransmitters	 are	 sources	of	oxidative	 stress	 in	 the	brain	 through	 the	production	of	
ROS.	The	ROS	produced	attack	glial	cells	and	neurons	leading	to	neuronal	damage	[5].	The	damage	caused	by	ROS	is	
thought	 to	 mediate	 necrosis	 and	 apoptosis	 [5,	 6].	 In	 neurodegenerative	 diseases,	 mitochondrial	 dysfunctions	 and	
excitotoxicity	 in	 addition	 to	 apoptosis	 have	 been	 reported	 as	 the	 main	 aetiopathological	 factors.	 Damaged	
mitochondrial	 and	activated	microglia	acts	 as	ROS	 reservoirs.	This	 is	aggravated	by	preponderance	of	high	 level	of	
fatty	acids	easily	susceptible	to	lipid	peroxidation	sustained	by	reduced	antioxidant	capacity	are	responsible	for	the	
high	sensitivity	of	the	brain	to	oxidative	damage	compared	to	other	tissues	[5].	

Enzymatic	 and	 non‐enzymatic	 antioxidant	 systems	 are	 essential	 for	 cellular	 response	 to	 oxidative	 stress	 under	
physiological	 condition.	 Antioxidants	 are	 classified	 as	 exogenous	 (natural	 or	 synthetic)	 or	 endogenous	 compounds	
and	are	responsible	for	achieving	an	oxidant/antioxidant	balance.	The	antioxidants	are	responsible	for	removal	of	free	
radicals,	scavenging	ROS	or	their	precursors	and	inhibition	of	ROS	formation	or	indirectly	by	chelation	of	metal	ions	
needed	 for	 catalysis	 of	 ROS	 generation	 [14].Endogenous	 antioxidants	 include	 bilirubin,	 thiols	 (glutathione	 (GSH),	
lipoic	 acid,	 N‐acetyl	 cysteine,	 NADPH	 and	 NADH,	 ubiquinone	 and	 uric	 acid	 as	 well	 as	 the	 enzymatic	 antioxidants	
superoxide	 dismutase	 (SOD),	 catalases	 (CAT),	 thioredoxin	 and	 glutathione	 reductase	 (GR)	 and	 glutathione	
peroxidases	(GPx)	which	are	involved	in	detoxification	of	ROS	and	lipid	peroxides	[15,	16,	17].	Superoxide	dismutase	
variants	 (SOD1,	 SOD2,	 SOD3)	 located	 in	 cytoplasm,	 mitochondria	 and	 extracellular	 compartments	 respectively	
catalyze	the	dismutation	of	.O2‐	into	oxygen	(O2)	and	H2O2.		Further	catalysis	of	H2O2	into	oxygen	and	water	is	achieved	
by	 catalase	 in	 the	 in	 peroxisomes	 and	 cytoplasm	 [10].	 Exogenous	 antioxidants	 include	 dietary	 vitamins	 such	 as	
ascorbic	acid	(vitamin	C),	tocopherols/tocotrienols	(vitamin	E),	betacarotene	and	other	carotenoids	(e.g.	lycopene	and	
lutein),	 polyphenols	 (e.g.	 flavonoids,	 flavones,	 flavonol’s	 and	 proanthocyanidins)	 and	 metal	 binding	 proteins	 (e.g.	
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albumin,	 ceruloplasmin,	 metallothionein,	 ferritin,	myoglobin,	 transferrin)	with	 free	 radical	 scavenging	 activity	 [15,	
18].	

Biomarkers	 of	 lipid	 peroxidation	 include	 various	 aldehydes	 like	 malondialdehyde	 (MDA),	 4‐hydroxynonenal	 and	
thiobarbituric	acid	reactive	substances	(TBARS)	derived	from	disintegration	of	conjugated	diene	hydroperoxides	and	
other	 unstable	 substances	 produced	 by	 lipid	 peroxidation.	 Oxidized	 LDL	 (Ox	 LDL),	 a	 product	 of	 oxidized	
phospholipids	released	from	the	brain	to	circulation	is	also	a	suggested	biomarker	of	oxidative	injury	[3].Biomarkers	
of	 antioxidant	 include	 antioxidant	 enzymes	 that	 vary	 on	 conditions	 of	 oxidative	 stress	 include	 GPx,	 SOD,	 CAT	 and	
other	non‐enzymatic	antioxidants	GSH,	uric	acid,	vitamin	A,C,E	etc.[3].	

Oxidative	stress	produced	major	changes	apart	 from	aging	 to	 the	nervous	system.	The	alterations	 to	 the	 tissue	and	
cells	might	result	in	loss	of	nerve	cells,	neurofibrillary	tangles,	and	neuritic	plaques	and	cell	death.	Aging	is	associated	
with	alteration	in	neurotransmitter	concentration,	the	synthetic	enzymes	of	these	neurotransmitters,	loss	of	neurons,	
their	 myelin	 sheath,	 slowing	 down	 impulse	 conduction	 and	 the	 formation	 of	 specific	 pathological	 beta‐amyloid	
plaques	and	neurofibrillary	tangles	and	oxidative	damage	to	the	brain	[19].		

Sodium	 valproate	 is	 used	 for	 the	 treatment	 and	 management	 of	 seizure	 disorders	 (absence	 seizures,	 tonic‐clonic	
seizures	(grand	mal),	complex	partial	seizures	and	the	seizures	associated	with	Lennox‐Gastaut	syndrome,	mania,	and	
prophylactic	 treatment	of	migraine	headache,	bipolar	and	other	schizoaffective	disorders	 [20,	21,	22].	Valproic	acid	
dissociates	 in	 the	 gastrointestinal	 (GI)	 tract	 to	 valproate	 ion	which	 binds	 to	 and	 inhibits	 GABA	 transaminase.	 The	
anticonvulsant	 mechanistic	 activity	 is	 by	 elevated	 brain	 concentrations	 of	 GABA	 achieved	 by	 inhibiting	 GABA	
catabolism	or	block	GABA	reuptake	into	glia	and	nerve	cell	endings.	The	drug	act	by	suppressing	repetitive	neuronal	
firing	through	inhibition	of	voltage	sensitive	sodium	channels.	Valproate	(VPA)	has	evidence	as	a	neuroprotective	at	
low	doses	 [23,	24,	25]	however	at	high	doses	most	common	toxicities	 include:	hepatotoxicity	 [26];	haematotoxicity	
[27];	 nephrotoxicity	 [28];	 neurotoxicity	 [29],	 bone	 marrow	 suppression	 [26];	 teratogenicity	 and	 developmental	
toxicity	 [30]	 and	 Valproate‐induced	 hyperammonemic	 encephalopathy	 (VHE)	 [31].Valproate‐induced	
hyperammonemic	 encephalopathy	 (VHE)	 is	 an	 unusual	 complication	 characterized	 by	 decreasing	 level	 of	
consciousness,	 focal	neurological	 and	cognitive	deficits[32],	 and	 increased	seizure	 frequency	 [33].	This	 is	 a	 form	of	
toxicity	peculiar	 to	valproate	which	eventually	 leads	 to	brain	damage	[9].Valproate	 treatment	 leads	 to	deficiency	 in	
carnitine	 and	 also	 results	 in	 diminished	 mitochondrial	 function	 with	 inhibition	 of	 the	 urea	 cycle	 in	 the	 liver	 as	
metabolism	 of	 ammonia	 occurs	 primarily	 via	 the	 urea	 cycle.	 Another	 possible	 enzyme	 deficiency	 is	 ornithine	
transcarbamoylase,	another	enzyme	of	the	urea	cycle	[34].	

Varieties	of	 agents	have	been	 identified	 for	neuroprotection	and	over	 four	hundred	has	been	described	 [9].	One	of	
such	 agents	 is	 vinpocetine,	 a	 natural	 vincamine	 alkaloid	 derived	 from	 Periwinkle	 seeds	 (Vinca	minor).	 It	 has	 been	
shown	to	improve	cognitive	function	and	short	term	memory	in	both	animals	and	humans	and	has	also	been	found	to	
be	useful	in	cerebrovascular	disease.	It	is	remarkably	safe	and	also	possesses	antioxidant	activity	against	free	radicals	
and	toxic	substances	[35,	36].	Vinpocetine	acts	by	increasing	blood	circulation	and	cerebral	metabolism	in	the	brain.	
This	 has	 been	 demonstrated	 by	 the	 effect	 of	 vinpocetine	 in	 improving	 chronic	 hypoperfusion	 [37,	 38].	 Increased	
cerebral	metabolism	might	be	induced	through	enhanced	cerebral	flow,	increased	oxygen	and	glucose	consumption	in	
the	brain	and	increased	ATP	production	[36].		

The	 mechanism	 by	 which	 vinpocetine	 enhances	 spatial	 memory	 is	 thought	 to	 be	 by	 modulation	 of	 cholinergic	
functions	 specifically	 increasing	 firing	 rate	 of	 certain	 cells	 in	 the	 cholinergic	 pathway	 [39].	 Several	 mechanisms	
involved	 in	 vinpocetine	 improvement	 of	 memory	 deficit	 and	 blood	 flow	 include	 inhibition	 of	 phosphodiesterase	
enzyme	(PDE)	enhancing	second	messenger	signaling;	inhibition	of	kB	kinase	(IKK)/	nuclear	factor	–	kappa	(NF	–	kB)	
and	extracellular	signal	 related	kinase	(ERK)	 reducing	 the	 inflammatory	responses	 in	vascular	 smooth	muscle;	and	
enhancing	 the	 structure	 of	 dendritic	 spines	 improving	 memory	 retrieval	 in	 mild	 to	 moderate	 psychodromes	 and	
cognitive	enhancement.	 Inhibition	of	calmodulin	dependent	PDE	type	1	may	lead	to	 increased	cAMP	and	cGMP	and	
may	be	responsible	for	increased	cerebral	circulation	and	decreased	platelet	aggregation	[35].	Neuroprotective	action	
of	vinpocetine	is	related	to	the	inhibition	of	operation	of	voltage	dependent	neuronal	sodium	Na+	channels	resulting	in	
dose	 dependent	 decrease	 in	 evoked	 extracellular	 Ca++	 ions	 in	 striatal	 nerve	 endings	 [40,	 41]	 	 through	 blockade	 of	
excitotoxicity	and	attenuation	of	neuronal	damage	induced	by	cerebral	ischemia	or	reperfusion.		

Nauclea	latifolia	is	an	evergreen	multi	stemmed	tree	growing	to	an	altitude	of	200	m.	 It	 is	commonly	known	as	pin	
cushion	tree	and	African	peach	in	English	and	sold	by	the	trade	name	opepe	in	Nigeria	[28,	42,	43].		Locally,	in	South‐
South	of	Nigeria,	it	is	known	as	itu	by	the	Itsekiris	in	Edo	state	and	mbomibong	by	the	Ibibios	and	Effik	in	Akwa‐Ibom	
state.	In	Hausa,	Northern	Nigeria	it	is	known	as	Tafashiya	or	tafiyayaiga	and	uche	by	the	Igedes	in	Benue	state,	Nigeria.	
In	Ibo,	South	Eastern	Nigeria	it	is	known	asubulinu	or	ovoroilu	and	egbeyesi	or	egbesi	in	Yoruba,	South	West	Nigeria	
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[43,	44].	Ethnomedicinal	usage	includes	hypertension	and	diabetes	[44].	In	Northern	Nigeria,	cold	infusion	of	the	stem	
bark	 is	used	as	diuretic	and	anthelmintic.	 It	 is	used	as	mouth	antiseptic	as	chewing	stick,	as	remedy	against	gastric	
pain	 and	 tuberculosis	 [43,	 45].	 Usage	 as	 antimalarial,	 antipyretic	 and	 aphrodisiac,	wound	healing	 activity	 and	 as	 a	
vermifuge	have	been	reported	[46].	Almost	all	parts	of	the	plant	are	useful	in	disease	treatment.	Frequency	of	usage	in	
ethno‐medicine	 is:	 roots	 >stem>	 bark	 >	 leaf	 [44].	 Pharmacological	 assays	 have	 confirmed	 effectiveness	 as	 anti‐
infective	 agent	 in	 malaria	 treatment	 [46,	 47],	 antipyretic,	 anti‐inflammatory	 and	 antinociceptive	 [48,	 49],	
anthelminthic	 agent	 [50,	 51],	 anticonvulsant	 and	 anxiolytic	 [52],	 antidiabetic	 [53]	 and	 anti‐hypertensive	 [54];	
antibacterial	[55]	and	anti‐trypanosomal	[56];	wound	healing	[46]	and	antidiarrheal	activity	[57].		

Oxidative	 stress	 and	 its	 concomitant	 effects	 are	 susceptible	 to	modification	 by	 antioxidants	 form	medicinal	 plants.	
Therefore	we	investigated	the	effects	of	28	days	supplementation	of	NLS	on	VPA‐induced	neurotoxicity	at	the	PFC	on	
oxidative	stress	markers,	its	effects	on	bcl‐2	and	enolase	protein	expression	in	experimental	rats.	The	data	generated	
is	anticipated	to	elucidated	potential	mechanism	of	NLS	as	therapeutics	for	management	of	VPA	–induced	toxicity,	and	
plausible	role	as	neurodegenerative	therapy.	

2. Material	and	methods	

2.1. Drugs,	chemicals	and	equipment	

Sodium	 valproate	 (Epilim,	 Sanofi,	 France),	 Vinpocetine	 (Cognitol,	 Tyonex,	 Nigeria)	 both	 purchased	 from	 Sicone	
Pharmacy	 (Nigeria)	 Limited,	 Rivers	 State,	 Nigeria.	 Methanol	 99.8%	 (Loba	 Chemie,	 Mumbai,	 India),	 n‐	 hexane	
(extrapure	85%)	(Loba	Chemie,	Mumbai,	India),	Diethyl	ether	(Loba	Chemie,	Mumbai,	India),	formalin	(Lobal	Chemie,	
Mumbai,	 India);	 Avidin	 Biotin	 Complex	 (Boster	 bioengenering	 limited,	 Wuhan,	 China).	 The	 equipment	 utilized	
includes:	 rotary	 evaporator	 (Shenke®	 R‐205,	 Shangai	 Shenshun	 Biotechnology	 Co.	 Ltd,	 China),	 analytical	 balance	
model	 AR323	 CN	 (Ohaus	 Corp.	 Pine	 Brook,	 NJ,	 USA),	 auto‐hematology	 analyzer	 model	 MY‐B002B	 (Maya	 Medical	
Equipment	Limited,	Shanghai,	China),	Spectrophotometer	model	SM‐23	D	(Surgifield	Medical,	England,	UK),	scientific	
weighing	balance	model	TH	600	(Labscience,	England,	UK),	centrifuge	model	412B	(Techmel	and	Techmel,	MI,	USA),	
Water	bath	(Techmel	and	Techmel,	MI,	USA).	

2.2. Plant	collection	and	extract	preparations	

Plants	stem	bark	from	Nauclea	latifolia	were	collected	in	Uyo,	Akwa	Ibom	state	and	supplied	dried	by	Mr.	Okon	Etefia,	
a	 traditional	 herbalist,	 attached	 to	 Pharmacognosy	 Department,	 University	 of	 Uyo,	 Nigeria.	 The	 plant	 was	
authenticated	 by	 Dr.	 Oladele	 Adekunle,	 a	 taxonomist	 attached	 to	 the	 Forestry	 Department	 at	 university	 of	 Port	
Harcourt,	 Nigeria.	 The	 Herbarium	 specimen	 with	 voucher	 number	 UUPH	 20(c)	 had	 already	 been	 deposited	 at	
Department	of	Pharmacognosy,	University	of	Uyo,	Akwa	Ibom	State,	Nigeria.	

The	dried	stem	bark	of	N.	latifolia	was	reduced	to	powder	mechanically.	A	250g	weight	of	stem	bark	powder	was	then	
submerged	in	2000	mL	of	n‐hexane	and	agitated	vigorously	every	12	hours.	After	24	hours	of	maceration,	the	extract	
was	concentrated	using	a	rotary	evaporator	and	the	marc	submerged	in	2000	mL	of	methanol.	This	was	macerated	for	
72	hours	while	shaking	vigorously	every	12	hours.	Rotary	evaporator	was	used	to	concentrate	the	extract	obtained	
after	which	it	was	evaporated	to	dryness	on	the	water	bath	at	45	°C.	The	percentage	yield	was	then	calculated.	

2.3. Phytochemical	screening		

Phytochemical	 screening	 of	 the	 plant	 extract	 was	 carried	 at	 the	 Pharmacognosy	 and	 Phytotherapy	 Department	
laboratory,	University	of	Port	Harcourt.	The	tests	for	presence	of	phytochemicals	were	executed	following	standard	
procedures	[58,	59].	

2.4. Animals	study		

Forty	male	Wistar	albino	rats	(160	–	180	g	were	obtained	from	the	animal	house,	Department	of,	University	of	Nigeria	
Nsukka.	The	animals	were	acclimatized	in	the	animal	house	for	14	days	under	standard	laboratory	conditions	before	
commencement	of	the	experiment.	The	animals	were	randomly	selected	and	housed	in	pathogen	free	plastic	cages	(n	
=	7)	per	cage	under	relative	humidity	(45	–	55%)	and	ambient	temperature	(26.5	ºC)	and	exposed	to	daily	circle	of	
night	and	day.	The	rats	were	provided	with	pelleted	rodent	chow	from	Vital	Feed®	(Grand	cereals	Limited	Onitsha,	
Anambra	 State,	Nigeria)	and	water	ad	libitum.	 The	animals	were	allowed	unfettered	access	 to	water	and	 food.	The	
experimental	protocol	was	in	line	with	Guide	to	the	Care	and	Use	of	Animals	in	Research	and	Teaching	(NIH,	1996)	
and	institutional	guideline	for	care	and	use	of	animals	for	experiment	as	specified	in	the	University	of	Port	Harcourt	
Animal	ethics	committee	approval	(No.	UPHAEC/2018/011).	
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2.4.1. Experimental	protocol	

Sodium	valproate	or	valproic	acid	(VPA)	brand	Epilim®	formulated	as	300	mL	syrup	was	used	to	induce	neurotoxicity	
at	a	dose	500	mg/kg	daily	for	28	days	when	administered	orally	by	gavage	in	the	experimental	animals	[60].	Each	one	
mL	contains	200	mg	sodium	valproate.	The	animals	were	divided	randomly	into	six	groups	with	7	animals	per	group.	
The	NLS,	valproate	and	vinpocetin	(Cognitol®)	(the	reference	drug)	were	administered	orally	per	kg	of	body	weight	
once	daily	for	28	days.	Sodium	valproate	(500	mg/kg)	was	administered	one	hour	prior	to	the	administration	of	the	
control	 drugs	 or	NLS	 extract	 respectively	 for	 animals	 in	 groups	 2	 to	 6.	 The	NLS	 extract	 (50,	 100,	 200	mg/kg)	 and	
vinpocetin	25	mg/kg	were	 solubilized	 in	2%	Tween	80	 (Polysorbate	80).	 The	experimental	 groups	utilized	 for	 the	
study	are	indicated	below.	

 Group	1	(Negative	control):	The	animals	in	this	group	received	2%	Tween	80	with	10	mL/kg	distil	water.		
 Group	2	(Disease	control	group):	The	animals	in	this	group	received	sodium	valproate	followed	by	2%	Tween	

80		with	10	mL/kg	distil	water	
 Group	3	to	5	(Test	groups):	The	animals	in	these	groups	received	sodium	valproate	(500	mg/kg)	followed	by	

the	NLS	extract	50	mg/kg,	100	mg/kg	and	200	mg/kg	respectively.		
 Group	6	(Reference	control):	The	animals	in	this	group	received	sodium	valproate	followed	by	vinpocetine	25	

mg/kg.	The	procedure	adopted	followed	the	methodology	of	Niaraki	et	al.	[60]. 

The	 formula	below	was	used	by	Singh	et	 al.	 [61]	 to	 calculate	 the	 level	of	neurotoxicity	 (%)	 induced	by	xenobiotics	
(VPA)	and	neuroprotective	in	percentage	induced	by	NLS	extract.	

Neurotoxicity	percentage	(%)	was	deduced	using	this	formula	

                                                                                 = 
				 		— 	 	

	
100	  

Neuroprotective	activity	(%)	was	calculated	as	follows:		

Neuroprotective	activity	 % 1
NLS W
VA W

100	

 
Where,	NLS,	VA,	and	W	are	mean	experimental	variables	estimated	in	the	rats	treated	with	valproic	acid	(VA)	plus	NLS	
(Test	groups),	valproic	acid	(VA)	only(diseases	control	group)	and	distil	water	treated	animals	(W)(negative	control)	
respectively.	

2.4.2. Blood	and	tissue	collection		

The	rats	were	anaesthetized	with	diethyl	ether	and	blood	was	obtained	by	dissecting	 the	 jugular	vein	with	a	sharp	
surgical	blade.	All	 the	 rats	were	decapitated	and	 the	whole	brain	excised	and	weighed	 immediately.	The	prefrontal	
cortex	 was	 removed	 divided	 into	 two	 portions;	 one	 was	 	 	 immersed	 in	 ice‐cooled	 physiological	 saline;	 and	 10%	
homogenate	of	the	PFC	was	prepared.	The	homogenate	was	centrifuge	(4000	×	g,	10	min)	at	‐80	ºC	to	remove	debris	
and	nuclei.	The	resultant	supernatant	was	stored	at	 ‐80	ºC	 for	measurement	of	oxidative	stress	markers.	The	other	
portion	of	PFC	abstracted	for	histopathological	and	immunohistochemistry	evaluation.		

2.4.3. Oxidative	stress	markers	measurement	

Oxidative	stress	biomarkers	were	evaluated	in	brain	prefrontal	cortex	(PFC)	tissues	homogenate.	

Reduced	glutathione	(GSH)	level	

Sedlak	and	Lindsay	[62]	procedure	was	used	to	estimate	the	level	of	reduced	glutathione.	An	aliquot	of	the	sample	(0.2	
mL)	was	added	to	1.8	mL	of	distilled	water	and	3	mL	of	the	precipitating	solution	(4%	sulphosalicylic	acid)	and	mixed.	
The	mixture	was	allowed	to	stand	for	approximately	5	minutes	and	then	centrifuged	at	1200	g	for	10	minutes.	A	1mL	
of	the	filtrate	was	added	to	4	mL	of	0.1M	phosphate	buffer	and	0.5	mL	of	DTNB	(Ellman’s	reagent)	was	finally	added.	A	
blank	was	prepared	with	4	mL	of	0.1M	phosphate	buffer,	1	mL	of	dilute	precipitated	solution	and	0.5	mL	of	DTNB.	The	
solution	was	kept	at	room	temperature	for	15	minutes	and	read	at	412	nm	on	a	spectrophotometer.		
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Glutathione	peroxidase	

The	level	of	glutathione	peroxidase	(GSPx)	was	evaluated	following	the	method	adopted	by	Rotruck	et	al.[63].	Sodium	
phosphate	buffer	mixture	(1	mL)	containing	0.2	mL	sodium	azide,	0.4	mL	of	GSH	and	0.2	mL	of	hydrogen	peroxide	
(H2O2)	and	1	mL	of	1:10	extract	of	cell	homogenate	were	combined	and	made	up	to	4	mL	volume	with	distilled	water.	
Tubes	were	incubated	for	3	min	at	37	ºC	before	0.5	mL	10%	TCA	was	added	to	terminate	the	reaction.	To	estimate	the	
remaining	glutathione	constituent,	DTNB	reagent	(1	mL)	and	phosphate	solution	(0.3	mol/L)	were	added.	The	change	
in	color	was	assayed	at	412	nm.	Similar	treatments	were	administered	to	aliquots	of	the	standard	solutions.	

Estimation	of	superoxide	dismutase	level	

Superoxide	dismutase	(SOD)	level	was	estimated	using	the	auto‐oxidation	technique	[64].	Tissue	homogenates	were	
centrifuged	 at	 12,000g	 and	 an	 aliquot	 of	 supernatant	was	 diluted	with	water	 to	make	 a	 1:10	 dilution.	 The	 diluted	
sample	(200	mL)	was	supplemented	with	carbonate	buffer	(pH	10.2);	0.3	mL	of	0.3	mmol/L	epinephrine	was	added	to	
the	mixture	and	mixed	by	inversion	swiftly.	All	solutions	used	were	freshly	prepared.	Two	and	half	milliliter	of	buffer,	
0.3	 mL	 of	 epinephrine	 (substrates)	 and	 0.2	 mL	 of	 distilled	 water	 were	 in	 the	 reference	 cuvette.	 The	 change	 in	
absorbance	was	read	at	480	nm	read	at	30	s	intervals	for	2.5	min.	

Determination	of	catalase	level	

Catalase	 level	was	determined	according	 to	 the	method	of	Clairborne	[65]	with	slight	modifications.	The	method	 is	
based	 on	 the	 ability	 of	 catalase	 in	 the	 sample	 preparation	 to	 split	 hydrogen	 peroxide	 which	 can	 be	 measured	
spectrophotometrically	 at	240	nm.	One	unit	 of	 catalase	 equals	 the	 amount	 of	 protein	 that	 converts	 one	micromole	
H2O2/min.	A	0.2	mL	of	sample	was	added	to	50mM	of	phosphate	buffer	(pH	7.4)	containing	100	mM	(v/v)	of	H2O2	in	a	
total	of	1	mL.	The	reaction	mixture	was	incubated	for	2	min	at	37ºC	and	the	rate	of	absorbance	change	(AA/min)	at	
240	 nm	 was	 recorded	 which	 indicated	 the	 decomposition	 of	 H2O2.	 Activities	 were	 calculated	 using	 the	 molar	
extinction	coefficient	of	H2O2	at	240	nm.	All	samples	were	measured	in	quadruplicates.		

Determination	of	glutathione‐S‐transferase	level	

This	was	 determined	 according	 to	 the	method	 of	Habig	 et	 al.	 [66].	 The	 principle	 is	 based	 upon	 the	 relatively	 high	
activity	 of	 GST	with	 1‐chloro‐2,4‐dinitrobenzene	 (CDNB)	 as	 the	 second	 substrate.	When	 CDNB	 is	 conjugated	with	
reduced	GSH,	its	absorption	maximum	shifts	to	a	longer	wavelength.	The	absorption	increase	at	the	new	wavelength	
of	340	nm	provides	a	direct	measurement	of	the	enzymatic	reaction.	The	medium	for	estimation	was	prepared	with	
reduced	GSH	0.1M,	CDNB	20	mM	and	0.1	M	phosphate	buffer	and	the	reaction	was	allowed	to	run	for	60	seconds	each	
time	 before	 the	 absorbance	 of	 the	 medium	 containing	 the	 sample	 was	 read	 against	 the	 blank	 at	 340	 nm.	 The	
absorbance	was	measured	using	spectrophotometer.		

Determination	of	malondialdehyde	(MDA)	

Lipid	 peroxidation	 was	 determined	 by	 measuring	 the	 o‐barbituric	 TBARS	 formation	 according	 to	 the	 method	 of	
Ohkawa	and	Ohishi	[67].	An	aliquot	of	0.4	mL	of	supernatant	was	mixed	with	1.6	mL	of	Tris‐KCl	buffer	to	which	0.5	mL	
of	30	%	trichloroacetic	acid	(TCA)	was	added.	A	0.5	mL	of	0.75%	TBA	was	then	added	and	placed	in	a	boiling	water	
bath	for	1	hour.	This	was	then	cooled	in	 ice	and	centrifuged	at	3000	g.	The	clear	supernatant	was	collected	and	the	
absorbance	measured	against	a	reference	blank	of	distilled	water	at	532	nm.	The	MDA	level	was	calculated	according	
to	 the	 method	 of	 Todorova	 et	 al.	 [64]	 and	 expressed	 as	 nmol	 of	 MDA/g	 of	 wet	 tissue	 using	 a	 molar	 extinction	
coefficient	of	the	chromophore	(1.56	×	10‐5	/M/cm).		

2.5. Histopathological	studies	

2.5.1. Hematoxylin	and	eosin	staining	

 
Following	28day’sexposures	to	valproic	acid	along	with	NLS	supplementation,	the	rats	were	all	sacrificed	by	cervical	
dislocation.	The	prefrontal	cortex	was	abstracted	immediately,	fixed	by	20%	phosphate	buffered	formalin	for	48hrs.	
The	tissues	were	sectioned	using	rotary	microtome	model	(Leica	Microsystems,	Wetzlar,	Germany)	at	6µm	and	floated	
in	water	bath	onto	charged	slides.	The	sections	were	dried	on	hot	plate	at	60	ºC	for	2hours.The	tissue	were	further	
processed	by	dehydrating	with	ascending	grades	of	alcohol,	cleared	in	two	changes	of	xylene	and	embedded	in	molten	
paraffin	wax	and	sectioned	using	rotary	microtome,	mounted	on	glass	slide	and		stained	with	hematoxylin	and	eosin.	
Ultra‐sections	from	each	group	were	examined	by	light	microscopy	for	tissue	injury	and	neurodegenerative	features	
such	 as	 shrinkage	 of	 the	 neuron,	 hyperchromasia,	 and	 nuclear	 pyknosis	 as	 exposed	 by	 heamatoxylin	 and	 eosin	
staining	techniques	following	the	methodology	of	Oyinbo	et	al.	 [68].	Cortical	Purkinje	cells	estimation	was	based	on	
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semi‐quantitative	scale	described	 in	previous	study	 [68]	was	used	to	assess	 the	extent	of	neurodegeneration	 in	 the	
PFC	with	400×	magnification.	

2.5.2. Immunohistochemical	examination		

Immunohistochemistry	 assessment	 of	 neuronal	 damage	 was	 executed	 by	 evaluating	 the	 levels	 of	 neuron	 specific	
enolase	(NSE)	protein	and	B	cell	 lymphoma	2	(bcl‐2)	markers.	 	Avidin	Biotin	Complex	(ABC)	procedure	referred	to	
also	as	 the	Avidin	biotin	 imuunoperoxidase	method	described	by	 the	methodology	of	Oboma	et	al.	 [69]	was	utilize.	
Colorectal	 cancer	 cells	 line	 known	 to	be	positive	 for	NSE	were	used	as	positive	 control	while	negative	 control	was	
omission	of	 the	primary	antibody.	Appropriate	negative	controls	 for	 immunostaining	were	prepared	by	eliminating	
the	 primary	 antibody	 step	 for	NSE	 and	 bcl‐2	 using	micropolymer	 detection	 kit	 from	Abcam	 (ab80436).	 Cells	with	
specific	brown	colors	in	the	cytoplasm,	cell	membrane	or	nuclei	depending	on	the	antigenic	sites	were	considered	to	
be	 positive	 for	 both	 NSE	 protein	 and	 bcl‐2.	 The	 stained	 cells	 without	 any	 form	 of	 brown	 colors	 were	 scored	 as	
negative.		

2.6. Statistical	analysis	

The	data	analysis	was	done	by	Graph	pad	Prism	5.1	using	one‐way	analysis	of	variance	(ANOVA)	and	expressed	as	
Mean	 ±	 SD.	 Multiple	 comparison	 among	 groups	 were	 made	 according	 to	 the	 Turkey’s	 test.	 P	values	 <0.05	 were	
considered	significant.	

3. Results	

3.1. Effect	on	antioxidants	and	lipid	peroxidation	

The	effect	of	NLS	after	sub‐acute	 intoxication	with	valproic	acid	on	 lipid	peroxidation	examined	by	MDA	formation,	
and	antioxidant	activity	 is	presented	in	Fig	1	below.	The	result	 indicated	neuronal	damage	as	evidence	in	statistical	
significant	depression	(P<	0.05	‐	0.001)	of	GSH	(35%),	GST	(63%),	GPx	(71%),	CAT	(67%),	TP	(18%)	and	SOD	(67%)	
when	compared	with	 the	normal	 control	 group.	Similarly	 lipid	peroxidation	was	evident	by	 increased	 formation	of	
MDA	(204%)	in	the	intoxicated	rats	with	P	<0.001.	However,	sub‐acute	treatment	with	NLS	extract	protected	against	
the	 neurotoxicity	 induced	 by	 valproic	 acid.	 This	 was	 demonstrated	 by	 elevation	 of	 SOD	 (97%,121%,	 127%),	 GSH	
(60%,	75%,	87%),	GST	(all	80%),	GPx	(80%,	80%,	100%),	CAT	(54%,	66%,	63%)	and	TP	(134%,	147%,	158%);	and	
reduction	of	MDA	(102%,	113%,	118%)	with	NLS	 treatment	at	50	mg/kg,	100	mg/kg	and	200	mg/kg	body	weight	
respectively	when	 compared	with	 the	 disease	 control	 group.	Dose	dependent	 neuroprotective	 activity	was	 seen	 in	
GSH,	GPx,	TP	and	MDA	only.	Reference	control	group	showed	substantial	expression	of	vinpocetine's	neuroprotective	
activity	on	antioxidant	enzymes.	This	was	evident	as	 it	 increased	SOD,	GSH,	GST,	GPx,	CAT,	and	TP	by	118%,	40%,	
180%,	100%,	67%,	and	146%	and	reduced	lipid	peroxidation	in	brain	prefrontal	cortex	by	100%.		
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Figure	1:	Effect	of	valproic	acid	intoxication	and	post‐treatment	with	NLS	extract	on	antioxidant	profile	from	brain	
homogenate	of	prefrontal	cortex	of	experimental	rats	following	continuous	oral	sub‐acute	dosing	for	4	weeks	

Group	1:	Negative	control	receiving	10	mL/kg	b.w.	2%	Tween	80;Group	2:	Diseases	control	group	receiving	10	mL/kg	b.w.	2%	Tween	80	+	valproic	
acid		500	mg/kg;	Group	3	receiving	NLS	extract	(50	mg	/	kg	b.w.)	+	valproic	acid		500	mg/kg;	Group	4	receiving	NLS	extract		(100	mg	/	kg	b.w.)	+	
valproic	 acid	 500	mg/kg;	 Group	 5	 receiving	 NLS	 extract	 (200	mg	 /	 kg	 b.w.)	 +	 valproic	 acid	 	 500	mg/kg,	 Group	 6:	 Reference	 control	 receiving	
vinpocetine	 (25	mg/kg	b.w.)	 +	 valproic	 acid	 	 500	mg/kg.	NLS	 =	Nauclea	latifolia	stem‐bark;	 SOD:	 superoxide	dismutase;	 GSH:	 glutathione;	GST:	
glutathione	 S	 transferase;	 GPx:	 glutathione	 peroxidase;	 CAT:	 catalase;	 MDA:	 malondialdehyde;	 TP:	 total	 protein.	 Values	 presented	 as	 mean	 ±	
standard	deviation	(n	=	3	–	7);	aP<	0.05,		bP<	0.01,		cP<	0.001		dValues	are	compared	with	the	negative	control	group,	eValues	are	compared	with	the	
diseases	control	group;	all	values	were	compared	using	one	way	ANOVA	and	Turkey	Test.	

3.2. Histomorphological	evaluation	

HE	 staining	 of	 neurons	 loss	 in	 the	PFC	 is	 shown	 in	Fig	 2.	 Rats	 in	 the	 control	 group	have	morphological	 intact	 and	
tightly	arranged	neurons	in	the	PFC	(Grp	1).	 	Generalized	damage	is	distinctly	observed	in	the	PFC	treated	with	VPA	
(Grp	2).	Rats	in	The	valproic	acid	induce	neurodegeneration	by	inducing	apoptosis.	Neuronal	cells	in	this	group	alone	
show	numerous	cells	with	pyknosis	and	vacuolation	symbolic	of	cell	death.	The	population	of	neurons	evaluated	semi	
quantitatively	was	significantly	reduced	in	the	disease	control	group	(Grp	2)	compared	with	the	test	groups	(Groups	3,	
4	and	5)	treated	with	three	different	doses	(50,	100,	200	mg/kg)	respectively,	and	reference	group	(Grp	6).	Neurons	in	
the	 PFC	 of	 rats	 treated	 with	 NLS	 in	 group	 5	 almost	 appear	 normal	 with	 the	 reference	 grp	 and	 the	 control	 grp	
indicating	neuroprotection.	Histomorphology	(Fig	1)	shows	neuronal	protection	in	group	Grp	5	and	Grp	6	rats	treated	
with	200	mg/kg	b.	wt	of		NLS	extract	and	25	mg/kg	b.	wt	of	vinpocetine	compared	with	control.		
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3.3. Immuno	histochemistry	

3.3.1. Neuron	specific	enolase	(NSE)	immune	histochemistry	

Immunohistochemistry	 labelling	 of	NSE	 on	 PFC	 brain	 tissues	 showing	 glial	 cells	 (brownish)	 expression	 in	 valproic	
acid	induced	neurodegeneration	treated	with	NLS	extract	(Fig	3).	Glial	cells	(astrocytes)	help	to	maintain	hemostasis	
and	provide	support	and	protection	for	neurons.	A	number	of	positive	glial	neurons	revealing	NSE	protein	expression	
in	prefrontal	cortex	while	 the	dendrites	processes	are	stained	brown	and	are	unremarkable	consistent	with	normal	
brain	 tissue	 (Group1).	 	 Moderate	 expression	 of	 NSE	 compared	 to	 the	 control	 consistent	 with	 neuronal	 damage	
diseases	control	group	(Group	2).	The	Group	3,	Group	4,	Group	5	and	Group	6	sections	were	all	negative	for	neuron	
specific	 enolase	 immunohistochemistry	 stain.	 Extract	 administered	 showed	 neuroprotection	 at	 all	 concentration	
compared	with	the	reference	drug.	

3.3.2. B‐cell	lymphoma	2	(bcl‐2)	immunohistochemistry		

This	 method	 was	 employ	 to	 localize	 and	 labelled	 the	 bcl‐2	 tissue	 protein.	 Sections	 showed	 negative	 or	 under	
expression	for	bcl‐2	in	all	the	groups	(Fig	4).			

	

Figure	2	Photomicrograph	of	the	prefrontal	cortex	stained	with	heamatoxylin	and	eosin	staining	technique	to	
demonstrate	tissue	morphology	in	adult	rat’s	brain	exposed	to	valproic	acid	and	treated	with	different	concentration	

of	NLS	extract	and	reference	drug	(x	400)	

Grp	 1	 shows	 the	 substantia	 nigra	 displaying	 normal	 neuron	 with	 cell	 bodies	 and	 nuclei.	 Grp	 2	 shows	 numerous	
neurons	with	pyknotic	nuclei.	Nuclear	condensation	is	a	hall	mark	of	cell	death.	Histology	shows	vacuolation	in	some	
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GP   GP  

GP   GP  
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areas	of	the	sections.		Grp	3			and	Grp	4	shows	mild	reduction	in	neuronal	loss	in	adult’s	rats	treated	with	the	extract	
.Grp	5	and	Grp	6	shows	normal	neurons	population	and	morphology	compared	with	the	control.	High	concentration	of	
the	 extract	 show	 high	 neuronal	 protection	 compared	 with	 the	 reference	 drug.	 Semi	 quantitative	 method	 and	
histological	 examination	 was	 used	 to	 determine	 neurodegeneration.	 Nuclei	 of	 the	 neuron	 stain	 blue‐black	 while	
cytoplasm	stained	pink.	

	

Figure	3	Photomicrograph	showing	immunohistochemistry	labelling	of	Neuron	specific	enolase	(NSE)	expression	in	
adult	rats	brain	PFC	exposed	to	valproic	acid	and	treated	with	different	concentration	of	NLS	extract	and	reference	

drug(x	400)	

Grp1	shows	photomicrograph	of	NSE	expression	within	 the	prefrontal	 cortex.	 	The	dendrites	processes	are	stained	
brown	and	are	unremarkable	consistent	with	normal	brain	tissue.	Grp	2	section	shows	moderate	expression	of	NSE	
compared	 to	 the	 control	 consistent	with	 neuronal	 damage.	 	 	 The	Grp	 3,	 Grp	 4,	 Grp	 5	 and	 Grp	 6	 sections	were	 all	
negative	for	neuron	specific	enolase	immunohistochemistry	stain.	Extract	administered	showed	neuroprotection	at	all	
concentration	compared	with	the	reference	drug	
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Figure	4	Photomicrograph	showing	immunohistochemistry	labelling	of	B‐cell	lymphoma	(bcl‐2	)	expression	pattern		
in	adult	rats		brain	PFC	exposed	to	valproic	acid	and	treated	with	different	concentration	of	NLS	extract	and	reference	

drug	(x	400)	

This	 method	 was	 employ	 to	 localize	 and	 labelled	 the	 bcl‐2	 tissue	 protein.	 Sections	 showed	 negative	 or	 under	
expression	for	bcl‐2	in	all	the	groups.			

4. Discussion	

Valproic	 acid	 induces	 oxidative	 stress	 by	 compromising	 the	 antioxidant	 status	 of	 the	 neuronal	 tissue	 leading	 to	
oxidative	stress	[70].	Exposition	of	a	new	approach	on	valproic	acid	induced	hepatotoxicity	includes	its	involvement	in	
lysosomal	membrane	mediated	leakiness	and	cellular	proteolysis	[71].	Oxidative	stress	is	recognized	as	a	promoter	of	
myriad	of	pathological	disorders	due	to	pro‐oxidant	compound	accumulation	[72].	Considering	lipid‐rich	organs	such	
as	 the	brain,	ROS	may	 lead	 to	 lipid	peroxidation,	 consequently	 impairing	neurotransmitter	 signaling,	which	 further	
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aggravates	neuronal	 functions	 [73,	 74].	 Brain	 cells	 are	 particularly	 sensitive	 to	 oxidative	 damage	due	 to	 their	 high	
oxygen	uptake;	therefore,	the	regular	consumption	of	antioxidants	is	important	concerning	neuroprotection	[75,	76].	

Although	brain	tissue	contains	endogenous	antioxidants	capable	of	ROS	reduction,	some	enzymes	also	contribute	to	
promote	 redox	 homeostasis.	 However,	 the	 depletion	 of	 this	 antioxidant	 system	 by	 ROS/RNS	 results	 in	 oxidative‐
related	neurotoxicity	[75,	76].	Numerous	investigations	into	therapeutic	strategy	to	mitigate	oxidative	stress	induced	
neurodegeneration	by	 the	use	of	 antioxidants	 abound	 in	 literature	 [77,	78].	The	 goal	 of	neuroprotection	 is	 to	 limit	
neuronal	 dysfunction	 after	 injury	 and	maintenance	 of	 integrity	 of	 cellular	 interactions	 in	 the	 brain	which	 result	 in	
undisturbed	neural	function.		

Medicinal	natural	products	are	regarded	as	the	major	antioxidant	sources	in	medicine	due	to	the	high	reducing	power	
of	 many	 plant	 secondary	 metabolites	 [71].	 In	 Nigeria,	 NLS	 extract	 is	 employed	 for	 variety	 of	 uses	 [40	 ‐	 57]	 in		
ethnomedicine.	 Therefore	 we	 investigated	 potential	 ameliorative	 effects	 of	 NLS	 extract	 on	 valproic	 acid	 induced	
oxidative	stress	and	neurotoxicity	in	rats	and	its	effect	on	NSE	and	bcl‐2	protein	expression.	

In	this	study,	the	increased	production	of	ROS	by	VPA	caused	inactivation	of	antioxidant	enzymes	which	reflects	their	
impingement	 on	 the	 disease	 control	 group	 indicating	 oxidative	 stress.	 The	 assessment	 of	 the	 effect	 of	 NLS	 extract	
ability	in	attenuating	oxidative	stress	markers	were	evaluated	by	assessing	the	levels	of	SOD,	GSH,	GPX,	CAT	and	GST.	
Reduced	glutathione	(GSH)	is	a	major	antioxidant	and	redox	regulator	and	plays	an	important	role	in	defense	against	
oxidants	and	electrophiles	[26].	Free	radical	generation	is	implicated	as	the	foundation	of	abundant	neurological	and	
neurodegenerative	 disorders	 such	 as	 ischemia‐reperfusion,	 seizure,	 Parkinson's	 and	 Alzheimer's	 disease	 and	
antioxidant	therapy	have	been	known	to	protect	against	such	CNS	insults	[3].	The	results	obtained	in	this	study	are	in	
agreement	with	other	studies	which	demonstrated	that	free	radical	scavenging	property	of	medicinal	plants	is	majorly	
responsible	for	protection	against	oxidative	stress	induced	pathologies	and	dysfunction	caused	by	VPA	[26,	29].	GSH	
plays	a	key	role	in	cellular	function	and	viability	[79].		In	this	study	valproic	acid	mediated	downregulation	of	GSH		by	
35%	 in	 diseases	 control	 group,	 and	 VPA	 supplementation	 along	 with	 NLS	 dose	 dependently	 and	 significantly	
increased	neuroprotection	by	upregulating	GSH	to	60%,	75%,	and	87%	with	 increasing	doses	of	NLS	extract	by	50,	
100	and	200	mg/kg	respectively	as	against	 	40%	protection	offered	by	vinpocetine.	The	results	do	not	corroborate	
other	report	of	elevation	of	GSH	during	xenobiotic	intoxication	[80,	81].	GST	is	reported	as	a	multifunctional	enzyme,	
which	 plays	 an	 important	 role	 in	 the	 detoxification	 of	 toxic	 electrophiles	 by	 catalyzing	 the	 conjugation	 of	 these	
electrophiles	with	GSH	[82].	The	 intoxication	with	VPA	 increased	neurotoxicity	of	 this	biomarker	by	63%;	however	
posttreatment	with	increasing	dose	of	NLS	resulted	elevated	neuroprotection	by	80%	across	all	concentration	of	NLS	
extract	 but	 the	 effect	 of	 vinpocetine	 was	 more	 than	 double	 as	 it	 offer	 180%	 neuroprotection.	 GPx	 is	 a	 selenium‐
containing	enzyme,	described	to	play	a	significant	role	in	the	reduction	of	H2O2	and	hydroxide	and	removal	of	excess	
free	radicals	 to	non‐toxic	products	 [83].	The	result	of	 investigation	revealed	 that	VPA‐induced	a	declined	of	GPx	by	
71%;	this	was	elevated	following	supplementation	along	with	NLS	from		80	to	100%		with	increase	dosing	from	50	–	
200	mg/kg	 	and	 	vinpocetine	by	100%.	SOD	which	converts	 superoxide	 to	hydrogen	peroxides	and	water	and	CAT	
which	convert	hydrogen	peroxide	to	water	and	oxygen	were	both	diminished	in	VPA	induced	intoxication;	however	
the	supplementation	of	NLS	extract	overturn		diminished	CAT	and	SOD		resulting	in	significant	increase	in	percentage	
neuroprotection.	 Lipid	peroxidation	 is	 a	 consequence	of	ROS	mediated	 cell	 damage.	 This	was	 seen	by	 the	elevated	
level	 of	 malondrialdehyde	 (MDA)	 in	 the	 frontal	 cortex	 tissue	 homogenates	 following	 VPA	 intoxication.	 This	
corroborates	 induction	of	 lipid	peroxidation	by	VOA	done	by	Morsy	et	al.	 [29].	Treatment	with	NLS	extract	showed	
significant	 dose	 dependent	 reduction	 in	 lipid	 peroxidation,	 the	 highest	 dose	 showing	 the	 greatest	 neuroprotective	
activity	(102%,	113%,	and	118%	respectively).	The	level	of	pressure	induced	by	frontal	cortex	protein	concentration	
was	slightly	reduced	in	the	disease	control	group	(18%),	there	was	however	a	dose	dependent	 increase	in	the	total	
protein	after	treatment	with	NLS	extract	progressively	from	the	least	dose	to	the	highest	dose	administered.	Taking	
together,	with	 the	 ability	 of	 NLS	 to	 ameliorate	 the	 effects	 of	 VPA	 –	 induced	 neurotoxicity	 its	 potential	mechanism	
might	in	part	include	boosting	antioxidant	status	of	the	neuronal	tissue	leading	to	mitigation	of	oxidative	stress	[70],	
inhibition	of	VPA‐induced	lysosomal	membrane	mediated	leakiness	and	cellular	proteolysis	[71].	

Haematoxylin	 and	 eosin	 used	 to	 demonstrate	 tissue	 morphology	 revealed	 that	 high	 concentration	 of	 NLS	 extract	
exhibited	neuroprotective	potentials	 compared	with	 the	 reference	drug	 in	 the	present	animal	model	by	preventing	
further	loss	of	neuron.	Immunohistochemistry	using	neuron	specific	enolase	(NSE)	equally	demonstrated	the	effect	of	
valproic	acid	on	 the	brain	and	 the	neuroprotective	effect	of	 the	extracts.	 Isgro	et	al.	[84]	 reported	NSE	as	a	specific	
biomarker	 for	neurons	and	NSE	provides	quantitative	measures	 for	brain	damage	and	 it	can	 improve	the	diagnosis	
and	 prognosis	 of	 intracranial	 hemorrhage,	 ischemic	 stroke	 and	 seizures.	 The	 present	 study	 revealed	 positive	
expression	of	NSE	in	the	group	treated	with	valproic	compared	with	treatment	group	demonstrating	neuronal	damage	
and	 negative	 expression.	 	 This	 is	 in	 line	 with	 previous	 studies,	 Sahu	 et	 al.	 [85]	 who	 reported	 that	 destruction	 of	
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neurons	leads	to	the	release	of	NSE	from	the	cytoplasm	and	dendrites	of	neuron	into	the	cytosol	leading	to	increased	
NSE	estimation	in	neurodegeneration.		

Additionally,	Wijnberger	et	al.	[86]	reported	the	significant	use	of	NSE	in	amniotic	fluid,	cerebrospinal	fluid,	umbilical	
cord	and	neonatal	blood	as	neuronal	marker	and	predictor	of	brain	damage	in	the	newborn	especially	after	preterm	
labor.	Also,	according	to	Haque	et	al.	[87]	upon	stimulation,	NSE	can	move	to	cell	surface	and	contribute	to	different	
pathologies	such	as	injury,	inflammation,	autoimmunity	and	cancer.	Cell‐surface	expression	of	enolase	can	be	detected	
on	activated	macrophages,	 causing	extracellular	matrix	degradation,	production	of	pro‐inflammatory	 cytokines	and	
invasion	of	 inflammatory	cells	 in	the	sites	of	 inflammation.	NSE	is	 found	in	the	cytoplasm	and	dendrites	of	neurons	
and	 neuroendocrine	 cells	 [88].	 It	 is	 a	 sensitive	 marker	 of	 neuronal	 damage	 in	 the	 central	 nervous	 system	 (CNS).	
Changes	in	membrane	integrity	as	a	result	of	neuronal	injury	can	cause	leakage	of	protein	such	as	NSE	from	cytosol	
into	extracellular	space.	Higher	concentrations	of	NSE	have	been	detected	 in	 the	gray	matter	of	 adult	brains,	while	
lower	levels	of	NSE	are	reported	in	the	white	matter.	Thus,	NSE	could	be	a	biochemical	marker	to	estimate	neuronal	
damage	 in	brain	 lesions.	The	effect	of	NLS	extract	downregulating	NSE	protein	expression	 indicate	potential	role	 in	
modulating	brain	damage.		

Bcl‐2	 is	 expressed	 in	 the	 nervous	 system	 and	 its	 targeted	 gene	 disruption	 leads	 to	 a	 profound	 loss	 of	 peripheral	
neurons,	 including	motor	neurons,	sensory	neurons	and	sympathetic	neurons	as	reported	 in	the	present	study.	The	
disruption	of	the	bcl‐2gene	leads	to	a	reduced	expression	and	therefore	a	loss	of	its	proapoptotic	function,	leading	to	
an	increase	loss	of	neurons.	This	may	be	due	to	the	low	basal	level	of	bcl‐2	in	the	adult	brain	in	comparison	to	its	high	
expression	 in	 mature	 peripheral	 neurons.	 However,	 the	 expression	 of	 bcl‐2	 is	 altered	 in	 many	 acute	 and	 chronic	
models	of	neuronal	cell	death	and	neurodegeneration	and	remains	a	focus	of	treatment	strategies.	The	expression	of	
bcl‐2	 has	 been	 shown	 to	 be	 up‐regulated	 via	 activation	 of	 the	 phosphoinositol	 3‐kinase	 (PI3‐K)/Akt	 pathway	 [89].	
This	 is	also	 in	 line	with	 the	negative	expression	of	bcl‐2	observed	across	 all	 groups	 in	 the	present	 studies.	Histone	
deacetylases	 (HDAC),	 along	 with	 histone	 acetyl‐transferases	 (HAT),	 modulate	 gene	 expression	 by	 decreasing	 or	
increasing	gene	expression,	respectively.	HDACs	and	HATs	act	in	concert	with	one	another,	maintaining	homeostasis	
during	 normal	 cellular	 functions	 [90].	 During	 abnormal	 states,	 however,	 this	 imbalance	 is	 tilted	 in	 favor	 of	 HDAC	
activity,	 resulting	 in	 increased	 oxidative	 stress	 and	 inflammation	 [91,	 92,	 93].	 The	 NLS	 extract	 has	 putative	
biomolecules	 elucidated	 from	 phytochemical	 screening	 which	 might	 in	 part	 interact	 at	 various	 pharmacological	
targets	to	modulate	VPA‐	induced	protein	expression.	

5. Conclusion	

This	 study	 demonstrates	 that	 NLS	 extract	 exhibit	 significant	 anti‐oxidative	 effects	 against	 valproic	 acid	 induced	
neurotoxicity.	The	result	 confers	 to	an	extent	a	neuroprotective	role	on	NLS	extract	as	 it	demonstrate	potentials	 to	
reverse	 the	 neurotoxicity	 induced	 by	 sodium	 valproate.	 	 Recent	 studies	 confirmed	 the	 potential	 source	 of	 natural	
antioxidants	 in	 the	extract.	The	 investigation	 indicate	a	potential	 therapeutic	 effect	of	NLS	extract	with	prospect	of	
development	into	new	drug	for	management	neurodegenerative	diseases.	

Compliance	with	ethical	standards	

Acknowledgments	

The	authors	 are	graciously	 thankful	 for	 the	 contributions	of	my	 final	 year	project	 students:	Ukor	Nelson	Achinedu,	
Gogo	Bariborve	and	Oguama	Uchechukwu	Nwabueze	for	technical	assistance;	and	all	the	laboratory	staff	including	Mr.	
Wanosike	Ahamefuram,	Mrs.	Makkoye	 Ighirigi,	Mr.	 Stanley	Oyegham,	Animal	House	 technical	 staff	Mr.	Madighiode	
Oghaaphemugh,	 and	 Mr.	 Njoku	 Ebere,	 and	 administrative	 staff	 Ruth	 Dickson	 for	 technical	 and	 administrative	
assistance.	

Disclosure	of	conflict	of	interest	

No	conflict	of	interest	declared.	

Statement	of	ethical	approval	

The	animal	study	was	approved	by	the	Institutional	Animal	Care	and	Use	Committee	with	approval	code	(No.	UPHAEC	
/	2018	/	092)	in	April	2018.	The	procedures	adopted	for	animal	studies	were	in	accordance	with	the	“Guide	and	Care	
and	Use	of	Laboratory	Animals”	National	Research	Council,	2011)	and	study	was	executed	with	stringent	compliance	
with	Food	and	Drug	Administration	Good	Laboratory	Practice	Regulation,	1987).	



Nwidu	and	Oboma	/	GSC	Biological	and	Pharmaceutical	Sciences	2019,	07(01),	044–061	

57	
	

References	

[1] Miller	 EK	 and	 Cohen	 JD.	 (2001).	 An	 integrative	 theory	 of	 prefrontal	 cortex	 function.	 Annual	 Review	 of	
Neuroscience,	24,	167–202.	

[2] Arnsten	 AF.	 (2009).	 Stress	 signaling	 pathways	 that	 impair	 prefrontal	 cortex	 structure	 and	 function.	 Nature	
Review	Neuroscience,	10,	410	‐	422.	

[3] Chang	 YT,	 Chang	WN,	 Tsai	 NW,	Huang	 CC,	 Kung	 CT,	 SuYJ,	 Lin	WC,	 Cheng	 BC,	 Su	 CM,	 Chiang	 YF	 and	 Lu	 CH.	
(2014).	 The	 roles	 of	 biomarkers	 of	 oxidative	 stress	 and	 antioxidant	 in	 Alzheimer’s	 disease:	 A	 Systematic	
Review.	Bio	Med	Research	International,	2014,	1–14.		

[4] Li	 S,	 Tan	 HY,	 Wang	 N,	 Zhang	 ZJ,	 Lao	 L,	 Wong	 CW	 and	 Feng	 Y.	 (2015).	 The	 role	 of	 oxidative	 stress	 and	
antioxidants	in	liver	diseases.	International	Journal	of	Molecular	Sciences,	16(11),	26087–26124.		

[5] Uttara	 B,	 Singh	 A,	 Zamboni	 P	 and	 Mahajan	 R.	 (2009).	 Oxidative	 stress	 and	 neurodegenerative	 diseases:	 A	
review	of	upstream	and	downstream	antioxidant	therapeutic	options.	Current	Neuropharmacology,	7(1),	65–
74.		

[6] Adly	AA.	(2010).	Oxidative	stress	and	disease:	An	updated	review.	Research	Journal	of	Immunology,	3(2),	129–
145.		

[7] Gueetens	G,	Boeck	GD,	Highley	M,	Oosterom	ATV	and	Bruijn	EAD.	 (2002).	Oxidative	DNA	damage:	Biological	
significance	and	methods	of	analysis.	Critical	Reviews	in	Clinical	Laboratory	Sciences,	39(4‐5),	331–457.		

[8] Shim	 SY	 and	 Kim	HS.	 (2013).	 Oxidative	 stress	 and	 the	 antioxidant	 enzyme	 system	 in	 the	 developing	 brain.		
Korean	Journal	of	Pediatrics,	56(3),	107		

[9] Villegas	L.	 (2014).	Oxidative	 stress	 and	 therapeutic	development	 in	 lung	diseases.	 Journal	 of	Pulmonary	and	
Respiratory	Medicine,	04(04).		

[10] Jain	KK.	(2011).	Neuroprotective	Agents.	The	Handbook	of	Neuroprotection.		New	York:	Humana/Springer,	25–
139	

[11] Cheung	F,	Wang	X,	Wang	N,	Yuen	MF,	Ziea	TC,	Tong	Y,	Wong	V	T	and	Feng	Y.	(2013).	Chinese	medicines	as	an	
adjuvant	therapy	for	unresectable	hepatocellular	carcinoma	during	trans‐arterial	chemoembolization:	A	meta‐
analysis	of	randomized	controlled	trials.	Evidence‐Based	Complementary	and	Alternative	Medicine,	1–25.		

[12] Wang	N	and	Feng	Y.	(2015).	Elaborating	the	role	of	natural	products‐induced	autophagy	in	cancer	treatment:	
achievements	and	artifacts	in	the	state	of	the	art.	BioMedicine	Research	International,	2015,	1–14.	

[13] Vašková	 J.,	 Vaško,	 L.	 and	 M.,	 Kron,	 I.	 (2012).	 Oxidative	 processes	 and	 antioxidative	 metaloenzymes.	 In:	
Mohammed	Amr	El‐Missiry,	ed.,	Antioxidant	Enzyme.	1st	ed.	Rijeka,	Croatia:	IntechOpen,	19‐58.		

[14] Gilgun‐Sherki	 Y,	 Melamed	 E	 and	 Offen	 D.	 (2001).	 Oxidative	 stress	 induced‐neurodegenerative	 diseases:	 the	
need	for	antioxidants	that	penetrate	the	blood	brain	barrier.	Neuropharmacology,	40(8),	959–975.		

[15] Krishnamurthy	P	and	Wadhwani	A.	(2012).	Antioxidant	Enzymes	and	Human	Health.	 In:	Mohammed	Amr	El‐
Missiry,	ed.,	Antioxidant	Enzyme.	1st	ed.	Rijeka,	Croatia:	IntechOpen,		3‐18.		

[16] Pejić	 S,	 Stojiljković	 V,	 Todorović	 A,	 Gavrilović	 L,	 Pavlović	 I,	 Popović	 N	 and	 Pajović	 SB.	 (2016).	 Antioxidant	
enzymes	in	brain	cortex	of	rats	exposed	to	acute,	chronic	and	combined	stress.	Folia	Biologica,	64(3),	189–195.		

[17] Fang	YZ,	Yang	S	and	Wu	G.	(2002).	Free	radicals,	antioxidants,	and	nutrition.	Nutrition,	18(10),	872–879.		

[18] Shamseer	L,	Adams	D,	Brown	N,	Johnson	J	A	and	Vohra	S.	(2010).	Antioxidant	micronutrients	for	lung	disease	in	
cystic	fibrosis.	Cochrane	Database	of	Systematic	Reviews.	

[19] Konrath	EL,	Neves	BM,	Lunardi	PS,	Passos	CDS,	Simões‐Pires	A,	Ortega	MG,	Gonçalves	CA,	Cabrera	JL,	Moreira	
JCF	 and	Henriques	 AT.	 (2012).	 Investigation	 of	 the	 in	vitro	 and	 ex	vivo	 acetylcholinesterase	 and	 antioxidant	
activities	 of	 traditionally	 used	 Lycopodium	 species	 from	 South	 America	 on	 alkaloid	 extracts.	 Journal	 of	
Ethnopharmacology,	139(1),	58–67.		

[20] Chateauvieux	 S,	 Morceau	 F,	 Dicato	 M.	 and	 Diederich,	 M.	 (2010).	 Molecular	 and	 therapeutic	 potential	 and	
toxicity	of	valproic	acid.	Journal	Biomedicine	and	Biotechnolog,	(2010).	

[21] Rosenberg	 G.	 (2007).	 The	mechanisms	 of	 action	 of	 valproate	 in	 neuropsychiatric	 disorders:	 can	we	 see	 the	
forest	for	the	trees?	Cellular	and	Molecular	Life	Sciences,	64(16),	2090–2103.		



Nwidu	and	Oboma	/	GSC	Biological	and	Pharmaceutical	Sciences	2019,	07(01),	044–061	

58	
	

[22] Ximenes	JCM,	Verde	ECL,	Naffah‐Mazzacoratti	MDG	and	Viana	GSDB.	(2012).	Valproic	acid,	a	drug	with	multiple	
molecular	targets	related	to	its	potential	neuroprotective	action.		Neuroscience	and	Medicine,	03(01),	107–123.		

[23] Mark	 RJ,	 Ashford	 JW,	 Goodman	 Y	 and	Mattson	MP.	 (1995).	 Anticonvulsants	 attenuate	 amyloid	 beta‐peptide	
neurotoxicity,	Ca2+	deregulation,	and	cytoskeletal	pathology.	Neurobiology	Aging,	16	(1995),	187–198.	

[24] Hashimoto	 R,	 Hough	 C,	 Nakazawa	 T,	 Yamamoto	 T	 and	 Chuang	 DM.	 (2002).	 Lithium	 protection	 against	
glutamate	excitotoxicity	in	rat	cerebral	cortical	neurons:	involvement	of	NMDA	receptor	inhibition	possibly	by	
decreasing	NR2B	tyrosine	phosphorylation.	Journal	Neurochemistry,	80	(2002),	589	–597.	

[25] Jeong	MR,	Hashimoto	 R,	 Senatorov	VV,	 Fujimaki	 K,	 Ren	M,	 Lee	MS	 and	 Chuang	DM.	 (2003).	 Valproic	 acid,	 a	
mood	stabilizer	and	anticonvulsant,	protects	rat	cerebral	cortical	neurons	from	spontaneous	cell	death:	a	role	
of	histone	deacetylase	inhibition.	FEBS	Letters.	542	(2003):	74–78.	

[26] Lahneche	AM,	Boucheham	R,	Boubekri	N,	Bensaci	S,	Bicha	S,	Bentamenne	A,	Bentamenne	FB,	Benayache	S	and	
Zama	 D.	 (2017).	 Sodium	 Valproate‐Induced	 Hepatic	 Dysfunction	 in	 Albino	 Rats	 and	 Protective	 Role	 of	 n‐
Butanol	 Extract	 of	 Centaurea	sphaerocephala	 L.	 International	 Journal	 of	 Pharmacognosy	 and	 Phytochemical	
Research,	9(10),	1335‐1343.	

[27] Ben‐Cherif	 W,	 Dridi	 I,	 Hassine	 M,	 Ben‐Attia	 M,	 Aouam	 K,	 Reinberg	 A	 and	 Boughattas	 N.	 (2014).	 Circadian	
haematotoxicity	of	the	antiepileptic	valproic	acid	in	mice.	Journal	of	Applied	Biomedicine,	12(1),	31–38.		

[28] Ikechukwu	 UR,	 Nwadiogbu	 OV,	 Ikechukwu	 ES	 and	 Obiora	 A.	 (2017).	 Hepatoprotective	 and	 Healthy	 Kidney	
Promoting	Potentials	of	Methanol	Extract	of	Nauclea	latifolia	 in	Alloxan	 Induced	Diabetic	Male	Wistar	Albino	
Rats.	Asian	Journal	of	Biochemistry,	12(3),	71–78.		

[29] Morsy	 BM,	 Safwat	 GM,	 Hussein	 DA	 and	 Samy	 RM.	 (2017).	 The	 protective	 effect	 of	Nigella	sativa	 oil	 extract	
against	neurotoxicity	induced	by	Valproic	acid.	International	Journal	of	Bioassays,	6(9),	5474.	

[30] Lloyd	KA.	(2013).	A	scientific	review:	mechanisms	of	valproate‐mediated	teratogenesis.	Bioscience	Horizons,	6.	

[31] Mageid	 AD,	 Al‐Komi	 AA	 and	 Wadoud	 IMA.	 (2015).	 Biochemical	 effect	 of	 l‐Carnitine	 in	 Valporate	 induced	
hyperammonemia	in	rabbits.		Benha	Veterinary	Medicine,	27(2),	97‐208.	

[32] Segurna‐Bruna	N,	Rodriguez‐Campello	A,	Puente	V	and	Roquer	J.	(2006).	Valproate‐induced	hyperammonemic	
encephalopathy.	Acta	Neurologica	Scandinavica,	114(1),	1–7.		

[33] Mock	 CM	 and	 Schwetschenau	 KH.	 (2011).	 Levocarnitine	 for	 valproic‐acid‐induced	 hyperammonemic	
encephalopathy.	American	Journal	of	Health‐System	Pharmacy,	69(1),	35–39.	

[34] Wadzinski	J,	Franks	R,	Roane	D	and	Bayard	M.	(2007).	Valproate‐associated	hyperammonemic	encephalopathy.	
The	Journal	of	the	American	Board	of	Family	Medicine,	20(5),	499–502.		

[35] Jha	 MK,	 Rahman	 MH	 and	 Sheikh	 H.	 (2012).	 Vinpocetine:	 a	 smart	 drug	 and	 smart	 nutrient:	 a	 review.	
International	Journal	of	Pharmaceutical	Sciences	and	Research,	3(2),	346‐352.	

[36] Shang	Y,	Wang	L,	Li	Y	and	Gu	PF.	 (2016).	Vinpocetine	 Improves	Scopolamine	 Induced	Learning	and	Memory	
Dysfunction	 in	 C57	BL/6J	Mice.	 Biological	&	 Pharmaceutical	 Bulletin	Biological	 and	 Pharmaceutical	 Bulletin,	
39(9),	1412–1418.		

[37] Gupta,	S.,	Singh,	P.,	Sharma,	B.	and	Sharma,	B.	(2015).	Neuroprotective	effects	of	agomelatine	and	vinpocetine	
against	 chronic	 cerebral	 hypoperfusion	 induced	 vascular	 dementia.	 Current	 Neurovascular	 Research,	12(3),	
240–252.		

[38] Patyar	 S,	 Prakash	 A,	 Modi	 M	 and	 Medhi	 B.	 (2011).	 Role	 of	 vinpocetine	 in	 cerebrovascular	 diseases.			
Pharmacological	Reports,	63(3),	618–628.		

[39] Schlicker	 E,	 Betz	 R	 and	 Göthert	M.	 (1988).	 Vinpocetine	 facilitates	 noradrenaline	 release	 in	 rat	 brain	 cortex	
slices.	Drug	Development	Research,	14(3‐4),	285–291.		

[40] Jeon	KI,	Xu	X,	Aizawa	T,	Lim	JH,	Jono	H,	Kwon	DS,	Abe	JI,	Berk	BC,	Li	JD	and	Yan	C.	(2010).	Vinpocetine	inhibits	
NF‐	B‐dependent	 inflammation	 via	 an	 IKK‐dependent	 but	 PDE‐independent	mechanism.	 	 Proceedings	 of	 the	
National	Academy	of	Sciences,	107(21),	9795–9800.		

[41] Molnár	P	and	Erdő	SL.	(1995).	Vinpocetine	is	as	potent	as	phenytoin	to	block	voltage‐gated	Na+	channels	in	rat	
cortical	neurons.	European	Journal	of	Pharmacology,	273(3),	303–306.	



Nwidu	and	Oboma	/	GSC	Biological	and	Pharmaceutical	Sciences	2019,	07(01),	044–061	

59	
	

[42] Traore‐Keita	F,	Gasquet	M,	Giorgio	CD,	Ollivier	E,	Delmas	F,	Keita	A,	DoumboO.,	Balansard	G	and	Timon‐David	P.	
(2000).	Antimalarial	activity	of	four	plants	used	in	traditional	medicine	in	Mali.		Phytotherapy	Research,	14(1),	
45–47.		

[43] Udobi	 C	 and	 Umoh	 B.	 (2017).	 Effects	 of	 the	 ethanol	 extract	 of	 the	 stem	 bark	 of	 Nauclea	 latifolia	 Smith	
[Rubiaceae]	on	certain	biochemical	and	haematological	indices	of	Swiss	Albino	Mice.	Asian	Journal	of	Medicine	
and	Health,	6(1),	1–9.		

[44] Balogun	ME,	Besong	EE,	Obu	DC,	Obu	MSU	and	Djobissie	SFA.	(2016).	Nauclea	latifolia:	A	medicinal,	economic	
and	pharmacological	review,	International	Journal	of	Plant	Research,	6(2),	34‐52.		

[45] Deeni	Y	and	Hussain	H.	(1991).	Screening	for	antimicrobial	activity	and	for	alkaloids	of	Nauclea	latifolia.	Journal	
of	Ethnopharmacology,	35(1),	91–96.	

[46] Udobre	 AS,	 Etim	 EI,	 Udobang	 JA,	 Udoh	 AE,	 Akpan	 AE	 and	 Ekpo	 NA.	 (2013).	 Antiplasmodial	 effect	 of	 the	
methanol	 extract	 of	 the	 stem	bark	of	Nauclea	latifolia.	Indo	American	 Journal	 of	Pharmaceutical	Research,	3,	
6484–6489.	

[47] Iyamah	P	 and	 Idu	M.	 (2015).	 Ethnomedicinal	 survey	 of	 plants	 used	 in	 the	 treatment	 of	malaria	 in	 Southern	
Nigeria.		Journal	of	Ethnopharmacology,	173,	287–302.		

[48] Abbah	 J,	 Amos	 S,	 Chindo	 B,	 Ngazal	 I,	 Vongtau	H,	 Adzu	 B,	 Farida	 T,	 Odutola	 A,	Wambebe	 C	 and	 Gamaniel	 K.	
(2010).	 Pharmacological	 evidence	 favouring	 the	 use	 of	 Nauclea	 latifolia	 in	 malaria	 ethnopharmacy:	 Effects	
against	nociception,	inflammation,	and	pyrexia	in	rats	and	mice.	Journal	of	Ethnopharmacology,	127(1),	85–90.	

[49] Taïwe	GS,	Ngo	Bum	E,	Talla	E,	Dimo	T,	Dawe	A,	Sinniger	V,	Bonaz,	B,	Boumendjel	A	and	De	Waard	M.	(2014).	
Nauclea	 latifolia	 Smith	 (Rubiaceae)	 exerts	 antinociceptive	 effects	 in	 neuropathic	 pain	 induced	 by	 chronic	
constriction	injury	of	the	sciatic	nerve.	Journal	of	Ethnopharmacolology,	151	(2014),	445–451	

[50] Agyare	C,	Spiegler	V,	Sarkodie	H,	Asase	A,	Liebau	E	and	Hensel	A.	(2014).	An	ethnopharmacological	survey	and	
in	vitro	 confirmation	 of	 the	 ethnopharmacological	 use	 of	 medicinal	 plants	 as	 anthelmintic	 remedies	 in	 the	
Ashanti	region,	in	the	central	part	of	Ghana.	Journal	of	Ethnopharmacology,	158,	255–263.		

[51] Tittikpina	N,	Ejike	C,	Estevam	E,	Nasim	M,	Griffin	S,	Chaimbault	P,	Kirsch	G,	Atakpama,	W,	Batawila	K	and	Jacob	
C.	(2016).	Togo	to	go:	Products	and	compounds	derived	from	local	plants	for	the	treatment	of	diseases	endemic	
in	Sub‐Saharan	Africa.	African	Journal	of	Traditional,	Complementary	and	Alternative	Medicines,	13(1),	85‐94.	

[52] Bum	EN,	Taïwe	G,	Moto		F,	Ngoupaye	G	Nkantchoua		G,	Pelanken	M,	Rakotonirina	S	and	Rakotonirina	A.	(2009).	
Anticonvulsant,	anxiolytic,	and	sedative	properties	of	the	roots	of	Nauclea	latifolia	Smith	in	mice.	Epilepsy	and	
Behavior,	15(4),	434–440.		

[53] Gidado	A,	Ameh	D,	Atawodi	S	and	Ibrahim	S.	(2008).	Hypoglycaemic	activity	of	Nauclea	latifolia	sm.	(Rubiaceae)	
in	experimental	animals.	African	Journal	of	Traditional	Complementary	and	Alternative	Medicines,	5(2).	

[54] Odey	MO,	 Johnson	 JT,	 Iwara	 IA,	 Gauje	 B,	 Akpan	 	NS,	 Luke	 UO,	 Robert	 AE	 and	 Ukpong	KM.	 (2012).	 Effect	 of	
antihypertensive	treatment	with	root	and	stem	bark	extracts	of	Nauclea	latifolia	on	serum	lipid	profile.	Global	
Journal	of	Pure	and	Applied	Science	and	Technology,	2(4),	78‐84.	

[55] Egwari	 L.	 (2010).	 Antibacterial	 activity	 of	 crude	 extracts	 of	 Nauclea	 latifolia	 and	 Eugenia	aromatica.	West	
African	Journal	of	Pharmacology	and	Drug	Research,	15(1).	

[56] Ugwu	 C,	 Ezeh	 I,	 Obitte	 N,	 Chime	 S	 and	 Agubata	 C.	 (2016).	 In	 vivo	 Anti‐trypanosomal	 Evaluation	 and	
Phytochemical	 Analysis	 of	Methanol	 Extract	 of	Nauclea	 latifolia.	 British	 Journal	 of	 Pharmaceutical	 Research,	
13(2),	1–9.		

[57] Owolabi	O,	Nworgu	Z	and	Odushu	K.	(2010).	Antidiarrheal	evaluation	of	the	ethanol	extract	of	Nauclea	latifolia	
root	bark.	Methods	and	Findings	in	Experimental	and	Clinical	Pharmacology,	32(8),	551.	

[58] Evans	 WC,	 Evans	 D	 and	 Trease	 GE.	 (2009).	 Trease	 and	 Evans’	 Pharmacognosy.16th	 ed.	 Edinburgh,	 NY:	
Saunders/Elsevier.	

[59] Sofowora	A.	(2008).	Medicinal	Plants	and	Traditional	Medicine	in	Africa.3rd	ed.	Ibadan:	Spectrum	Books.	

[60] Niaraki	MS,	Nabavizadeh	F,	Vaezi	GH,	Alizadeh	AM,	Nahrevanian	H,	Moslehi	A	and	Azizian	S.	(2013).	Protective	
effect	of	ghrelin	on	sodium	valproate‐induced	liver	injury	in	rat.	Journal	Stress	Physiology	and	Biochemistry,	9,		
97	‐105.	



Nwidu	and	Oboma	/	GSC	Biological	and	Pharmaceutical	Sciences	2019,	07(01),	044–061	

60	
	

[61] Singh	 B,	 Saxena	 AK,	 Chandan	 BK	 and	 Anand	 KK.	 (1998).	 Hepatoprotective	 activity	 of	 verbenalin	 on	
experimental	liver	damage	in	rodents.	Fitoterapia,	69(1998),	135‐140.	

[62] Sedlak	 J	 and	 Lindsay	 RH.	 (1968).	 Estimation	 of	 total,	 protein‐bound,	 and	 non‐protein	 sulfhydryl	 groups	 in	
tissue	with	Ellman's	reagent.	Anal	of	Biochemistry,	25	(1968),	192	

[63] Rotruck	JT,	Pope	AL,	Ganther	HE,	Swanson	AB,	Hafeman	DG	and	Hoekstra	WG.	(1975).	Selenium:	biochemical	
role	as	a	component	of	glutathione	peroxidase.	Science.	179(1975),	588–590.	

[64] Todorova	I,	Simeonova	G,	Kyuchukova	D,	Dinev	D	and	Gadjeva	V.	(2005).	Reference	values	of	oxidative	stress	
parameters	(MDA,	SOD,	CAT)	in	dogs	and	cats.	Comprehensive	Clinical	Pathology,	13(2005),	190	–	194.		

[65] Claiborne	 A	 (1995).	 Catalase	 activity.	 In:	 Greenwald	 RA,	 editor.	 Handbook	 of	 methods	 for	 oxygen	 radical	
research.	Florida:	CRC	Press,	237–42.	

[66] Habig	WH,	Pabst	MJ	and	Jakoby	WB.	(1974).	Glutathione	S‐transferases.	The	first	enzymatic	step	in	mercapturic	
acid	formation.	J.	Biological	Chemistry.	249	(1974),	7130	–	7139.	

[67] Ohkawa	 H,	 Ohishi	 N	 and	 Yagi	 K.	 (1979).	 Assay	 for	 lipid	 peroxides	 in	 animal	 tissues	 by	 thiobarbituric	 acid	
reaction.	Anal	of	Biochemistry,	95	(1979),	351–358.	

[68] Oyinbo	 CA,	 Igbigbi	 PS	 and	Avwioro	 GO.	 (2016).	Landolphia	owariensis	 attenuates	 alcohol‐induced	 cerebellar	
neurodegeneration:	significance	of	neurofilament	protein	alteration	in	the	purkinje	cells.	Folia	Med	(Plovdiv).	
58	(2016),	241‐249.	

[69] Oboma	 YI,	 Susan	 BE,	 Elesha	 SO	 and	 Jonathan	M.	 (2017).Breast	 cancer	 biomarkers	 at	 Niger	 delta	 university	
hospital:	 Comparisons	 with	 national	 and	 international	 trends	 and	 clinical	 significance.	 Pathophysiology,	 24	
(2017),	191‐196.	

[70] Chaudhary	 S	 and	 Parvez	 S.	 (2012)	 An	 in	vitro	 approach	 to	 assess	 the	 neurotoxicity	 of	 valproic	 acid‐induced	
oxidative	stress	in	cerebellum	and	cerebral	cortex	of	young	rats.	Neuroscience,	6,	225,	258	‐	268	

[71] Pourahmad	J,	Eskandari	MR,	Kaghazi	A,	Shaki	F,	Shahraki	 J	and	Fard	 JK.	 (2012).	A	new	approach	on	valproic	
acid	induced	hepatotoxicity:	involvement	of	lysosomal	membrane	leakiness	and	cellular	proteolysis.	Toxicology	
in	Vitro,	26,	545–551	

[72] Thomaz	DV,	Peixoto	LF,	de	Oliveira	TS,	Fajemiroye	JO,	da	Silva	Neri	HF,	XavierCH,	Costa	EA,	Dos	Santos	FCA,	de	
Souza	Gil	E	and	Ghedini	PC.	(2018).	Antioxidant	and	Neuroprotective	Properties	of	Eugenia	dysenterica	Leaves.	
Oxidative	medicine	and	cellular	longevity,	19(2018),	3250908	

[73] Tampellini	D.	 (2015).	 Synaptic	 activity	 and	Alzheimer's	 disease:	 a	 critical	 update.	 Frontiers	 in	Neuroscience,	
4(9),	423.	

[74] Azarnia	 Tehran	 D,	 Kuijpers	 M	 and	 Haucke	 V.	 (2018).	 Presynaptic	 endocytic	 factors	 in	 autophagy	 and	
neurodegeneration.	Current	Opinion	in	Neurobiology,	48,	153‐159		

[75] Gabbianelli	 R	 and	 Damiani	 E.	 (2018).	 Epigenetics	 and	 neurodegeneration:	 role	 of	 early‐life	 nutrition.	 J	
NutrBiochem,	57,	1‐13.		

[76] Hung	CH,	 Cheng	 SS,	 Cheung	YT,	Wuwongse	 S,	 Zhang	NQ,	Ho	YS,	 Lee	 SM	and	Chang	RC.	 (2018).	 A	 reciprocal	
relationship	 between	 reactive	 oxygen	 species	 and	 mitochondrial	 dynamics	 in	 neurodegeneration.	 Redox	
Biology,	14,	7‐19.			

[77] Grimmig	 B,	 Kim	 SH,	 Nash	 K,	 Bickford	 PC	 and	 Douglas	 Shytle	 R.	 (2017).	 Neuroprotective	 mechanisms	 of	
astaxanthin:	 a	 potential	 therapeutic	 role	 in	 preserving	 cognitive	 function	 in	 age	 and	 neurodegeneration.	
Geroscience,	39(1),	19‐32.		

[78] Ferreira	 GC	 and	 McKenna	 MC.(2017).	 L‐Carnitine	 and	 Acetyl‐L‐carnitine	 Roles	 and	 Neuroprotection	 in	
Developing	Brain.	Neurochemical	Research	42(6),	1661‐1675.		

[79] Nabavi	SM,	Nabavi	SF,	Habtemariam	S,	Moghaddam	AH	and	Latifi	AM.(2012).	Ameliorative	effects	of	quercetin	
on	sodium	fluoride‐induced	oxidative	stress	in	rat’s	kidney.	Renal	Failure,	34,	901–906	

[80] Zafeer	MF,	Waseem	M,	Chaudhary	S	and	Parvez	S.	(2012)	Cadmium‐induced	hepatotoxicity	and	its	abrogation	
by	thymoquinone.	Journal	of	biochemical	and	molecular	toxicology,	26,		199–205	

[81] Waseem	M,	Kaushik	P	and	Parvez	S.	 (2013).	Mitochondria‐mediated	mitigatory	role	of	curcumin	in	cisplatin‐
induced	nephrotoxicity.	Cell	Biochemistry	and	Function,	31(8),	678–684.	



Nwidu	and	Oboma	/	GSC	Biological	and	Pharmaceutical	Sciences	2019,	07(01),	044–061	

61	
	

[82] Milton	 Prabu	 S,	 Shagirtha	 K	 and	 Renugadevi	 J.	 (2010)	 Quercetin	 in	 combination	 with	 vitamins	 (C	 and	 E)	
improves	 oxidative	 stress	 and	 renal	 injury	 in	 cadmium	 intoxicated	 rats.	 European	 review	 for	 medical	 and	
pharmacological	sciences,	14,	903–914	

[83] Abdel‐Raheem	IT,	Abdel‐Ghany	AA	and	Mohamed	GA.	(2009).Protective	effect	of	quercetin	against	gentamicin‐
induced	nephrotoxicity	in	rats.	Biological	and		Pharmaceutical	Bulletin,	32,	61–67	

[84] Isgrò	MA,	Bottoni	P	and	Scatena	R.	 (2015).	Neuron‐specific	enolase	as	a	biomarker:	Biochemical	and	clinical	
aspects.	Advance	in	Experimental	Medicine	and	Biology,	867,	125‐143		

[85] Sahu	S,	Nag	DS,	Swain	A	and	Samaddar	DP.(2017).	Biochemical	changes	in	the	injured	brain.	World	Journal	of	
Biological	Chemistry,	2017(8),	21–31.		

[86] Wijnberger	LD,	Nikkels	PG,	Van	Dongen	AJ,	Noorlander	CW	and	Mulder	EJ.(2002).	Expression	In	the	placenta	of	
neuronal	markers	for	perinatal	brain	damage.	Pediatrics	Research,	51,	492‐	449	

[87] Haque	A,	Ray	SK,	Cox	A	and	Banik	NL.	(2016).	Neuron	specific	enolase:	A	promising	therapeutic	target	in	acute	
spinal	cord	injury.	Metabolic	Brain	Disorders	31,	487‐495.	

[88] Wunderlich	MT,	Lins	H,	Skalej	M,	Wallesch	CW	and	Goertler	M.	(2006).	Neuron‐specific	enolase	and	tau	protein	
as	neurobiochemical	markers	of	neuronal	damage	are	related	to	early	clinical	course	and	long‐term	outcome	in	
acute	ischemic	stroke.	Clinical	Neurology	and	Neurosurgery,	108(6),	558	‐	63.	

[89] John	JS	and	Kevin	AR.	(2005).Regulation	of	Neuronal	Cell	Death	and	Neurodegeneration	by	Members	of	the	Bcl‐
2	Family:	Therapeutic	Implications.	Current	Drug	Targets	‐	CNS	and	Neurological	Disorders,	4,	25‐39	

[90] De	Ruijter	AJ,	van	Gennip	AH,	Caron	HN,	Kemp	S	and	van	Kuilenburg	AB.(2003).	Histone	deacetylases	(HDACs):	
characterization	of	the	classical	HDAC	family.	Biochemistry	Journal,	370(Pt	3),	737–749.		

[91] Halili	 MA,	 Andrews	 MR,	 Sweet	 MJ	 and	 Fairlie	 DP.	 (2009).	 Histone	 deacetylase	 inhibitors	 ininflammatory	
disease.	Current	Topics	in	Medicinal	Chemistry,	9(3),	309–319.	

[92] Kim	HJ,	Rowe	M,	Ren	M,	Hong	JS,	Chen	PS	and	Chuang	DM.	(2007).	Histone	deacetylase	inhibitors	exhibit	anti‐
inflammatory	and	neuroprotective	effects	in	a	rat	permanent	ischemic	model	of	stroke:	multiple	mechanisms	of	
action.	Journal	of	Pharmacology	and	Experimental	Therapeutics,	321(3),	892–901.	

[93] Aung	HT,	Schroder	K,	Himes	SR,	Brion	K,	van	Zuylen	W,	Trieu	A,	Suzuki	H,	Hayashizaki	Y,	Hume	DA,	Sweet	MJ	
and	 Ravasi	 T.	 (2006).	 LPS	 regulates	 pro‐inflammatory	 gene	 expression	 in	 macrophages	 by	 altering	 histone	
deacetylase	expression.	FASEB	Journal,	20(9),	1315–27.	

	

How	to	cite	this	article	

Nwidu	LL	and	Oboma	YI.	(2019).	Nauclea	latifolia	stem‐bark	extract	protects	the	prefrontal	cortex	from	valproic	acid	‐	
induced	 oxidative	 stress	 in	 rats:	 Effect	 on	 B‐cell	 lymphoma	 and	 neuron	 specific	 enolase	 protein	 expression.	 GSC	
Biological	and	Pharmaceutical	Sciences,	7(1),	44‐61.	


