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Abstract: 

Stroke and cerebral palsy are common ischaemic brain problems in adult and neonate over the world. Both constitute 

one of the most devastating neurological disorders and are the third leading cause of death in developing countries. The 

non-availability of data about stroke and cerebral palsy has limited research output and both are underestimated by 

government and health ministry in developing countries. In  this study, the albino rat`s brain was subjected to ischaemic 

injury (oxygen & glucose deprivation (OGD) using optic nerves. The brain of both adult and neonatal rats was subjected 

to ischaemia for a period of time (2 hrs.). The function of the brain was monitored before, during and after ischaemic 

insult where the drugs are administered by using electronmicroscopy (recording the compound action potential (CAP)). 

Optic nerves lost their function significantly following OGD in-compare to control in both adult and neonate. 

Administration of 1µM LT-12 and 100 µM TM-03 each of them alone has very high protection against ischaemic injury 

in both adult and neonatal rats. Combination of 1µM LT-12 and 100 µM TM-03 lead to highly significant and nearly 

complete protection against brain ischaemia in both adult and neonate. The last result was confirmed by using electron 

microscopy for structural changes before and after administration of 1µM LT-12 and 100 µM TM-03 together in albino 

rats. The brain structures of albino rats were reversed to normal after administration of both drugs together. The result 

indicating that the combination of 1µM LT-12 and 100 µM TM-03 has a complete protection against brain ischaemia in 

both adult and neonates. 

Keywords: Brain (RONs), ischaemia, adult and neonatal rats (albino species), LT-12 & TM-03. 

 

Introduction:   

Stroke is the third leading cause of death and long term disability worldwide (1). The universal burden of stroke is large, 

yet there are still gaps in our knowledge (2). Stroke is characterized by fast appearance of clinical symptoms and signs 

from local to total loss of cerebral function lasting more than 24 hours or leading to death, with apparent cause of vascular 

origin (2). Stroke can occur at any age, but commonly occur in older people (3). There is two types of stroke, ischaemic 

stroke (most common) and haemorrhagic stroke. Mortality rate from haemorrhagic stroke declined consistently over the 

20th century in many countries, but ischaemic stroke showed a fluctuation, reflecting vascular insufficiency (4). These 

differences indicate that the risk factors for the two subtypes of stroke might differ. Ischaemic stroke is a disease of 

multifactorial, but most commonly due to loss of oxygen and glucose in the brain that cause over production of different 

neurotransmitters such as glutamate and other neurotransmitters than glutamate that lead to over activation of their 

receptors and initiation of excitotoxicity (5). Two main neurotransmitters in the brain, excitatory and inhibitory (glutamate 

and gammaaminobutyric acid (GABA), respectively) are involved in the pathogenesis of ischaemic injury. Several 

experimental studies have revealed that the GABA concentration increases during ischaemic conditions in correlation with 

an increase in the concentration of glutamate; this indicates that brain ischaemia is associated with an increase in both 

excitatory and inhibitory amino acids (6). The increase in GABA concentration might be due to an increase in glutamate 

that leads to neuronal damage and consequently to an elevation in GABA, which plays a role in the pathogenesis of 

ischaemic injury. The receptors of these neurotransmitters have recently been demonstrated experimentally in both adult 

and neonatal brain (7). Activation of glutamate and GABA receptors during ischaemia aggravate excitotoxic injury in the 

brain of both adult and neonate. On the other hand, blocking of glutamate and GABA receptors significantly produces 
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neuroprotection against ischaemic injury in the brain (7). Recent advances in the treatment of acute ischaemic stroke have 

focused largely on drug treatments, and yet the number of effective and widely practicable treatments remains restricted. 

Cerebral palsy 

Cerebral palsy is a form of brain damage that involves the neonatal brain and is the leading cause of permanent 

neurological disability and death in neonates (8). The pathogenesis of cerebral palsy involves several interacting factors 

that can include maternal infection with the overproduction of cytokines, and inflammation (9), (10). Perinatal ischaemia 

is thought to be the primary cause of neurological disability and death in most cases (11). During ischaemia, different 

neurotransmitters level is increased in the neonatal brain, which leads to over activation of their receptors. The over-

activation of these receptors causes excitotoxicity inside the cells, leading to the damage of brain structures and even 

death (10). However, the most efficacious neuroprotective strategies in treating cerebral palsy remain a matter of debate, 

while understanding the pathophysiology in neonatal brain will progressively lead scientists toward the further 

development of effective therapeutic interventions in the future (12). 

Aim of the study 

 

Stroke is increasingly becoming a challenging public health issue in developing countries, and it becoming one of the 

major causes of death and disability-adjusted life years. The higher number of death and disabilities due to stroke in 

developing countries suggests that the burden of stroke in those countries is still increasing and the treatment strategies 

are declining dramatically. As the prevention of stroke is a duty facing scientists and researchers, we reached to a good 

result concerning protection against stroke and cerebral palsy in experimental animals. In view of that, we are keen and 

enthusiastic in translating our results under clinical trials in Libya. 

Methodology: 

 

The study was done at research centre-faculty of medicine, Benghazi University. Albino rats (adult & neonate) were 

used in this study. Electrophysiology technique was used for measuring the function of optic nerves by recording the 

action potential during nourishment with normal condition [normal artificial cerebrospinal fluid (aCSF) and 95% O2/ 5% 

CO2], during ischaemia (95% N2 / 5% CO2 mixture from which glucose was absent) for (2hrs) in adult neonatal rats, 

and during administration of 1µM LT-12 and 100 µM TM-03 to solution for (2hrs) either alone or in combination. Ultra 

structural changes of the brain were monitored by using electronemicroscopy during 

 

administration of 1µM LT-12 and 100 µM TM-03 together. Data are expressed as mean 

± SEM, significance determined by t- Test or ANOVA as appropriate. 

Result 

Axonal function was measured in both adult and neonatal albino rats by recording the action potentials that remain 

stable for more than 2 hrs (116.79 ± 2.5%, n= 10 and 122.9 
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± 1.5%, n= 10) respectively. During the period of OGD, the axonal function lost in both adult and neonatal albino rats 

and reached to (12 ± 5.7%, n= 10 & 38 ± 7.8%, n= 10, respectively). Administration of LT-12 (1μM) during OGD time 

significantly protects the axonal function of both adult and neonate (108 ± 4.6%, n= 8 ((P<0.001 vs OGD)) & 

56.02 ± 5.5%, n= 8 ((P<0.01 vs OGD)), respectively). Administration of TM-03 (100Μm) during the time of OGD has a 

significant protection against axonal injury in both adult and neonate (40.5 ± 5%, n= 8 ((P<0.01 vs OGD)) & 82.2 ± 

11.3%, n= 8 ((P<0.001 vs OGD)), respectively). Combined administration of LT-12 (1μM) & TM-03 (100Μm) during 

the time of OGD has highly significant protection of axonal function in adult and neonatal albino rats ((P<0.0001 vs 

OGD)); (100 ± 5.6%, n= 8 & 120.1 ± 4.5%, n= 8, respectively); as shown in (figure 1). Under electronmicroscopy, the 

axons were identified by the presence of neurofilaments and microtubules. Glial cells contain observable mitochondria, 

Golgi apparatus, endoplasmic reticulum and glycogen granules. The viability score” 3’’ correlates to no pathology in 

both axons and glial cells. Axonal viability scores that measured blindly were significantly low during OGD (mean= 

1.5 ± 0.4; P<0.0001 vs control) and glial cells viability scoring were low during OGD (mean= 1.0 ± .010; P<0.001 vs. 

control). Combination of both LT-12 (1μM) & TM-03 (100Μm) during the time of OGD significantly preserves the 

normal structures of axons and glial cells (mean = 2.8 ± 0.06; P<0.0001 vs. OGD) and (mean= 3 ± 0.02 P<0.0001 vs. 

OGD) respectively; as illustrated in (figure 2). 
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Figure-1- Illustrated the mean% compound action potentials in both adult and neonatal albino rats during control, OGD & 

treatment with TL-12& TM-03 during time of OGD. Error bars are SEM. 

 
 

 

Figure 2- Illustrated ultra-structural changes of the brain. A1, B1 &C1: Normal axons; axonal swelling, degeneration 

with loss of axons during OGD; & axons were significant protected by co- administration of TL-12& TM-03 during OGD, 

respectively. A2, B2 &C2: Normal glial cells; glial cells swelling with damage of membrane integrity; & glial cells were 

significantly protected by co-administration of TL-12& TM-03 during OGD, respectively. 

Discussion 

The pathogenesis of brain damage by ischaemia in both adult and neonate has become a challenge to scientists and 

researchers nowadays. Axonal and glial cells damage that induced by withdrawal of oxygen and glucose indicating that 

brain structures are more vulnerable to ischaemia. This is consistent with the findings of previous studies that hypoxia-

ischaemia causes injury to axons as well as glia in-vivo and in-vitro (13), (14). Axonal and glial injury during energy 

deprivation is not solely mediated by glutamate and its receptors; it is clear therefore that other neurotransmitters and 
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their receptors participate in brain injury during ischaemia. The pathophysiology of brain ischaemia was investigated 

electrophysiologically in this study using albino rats. Correspondingly; the same result has been confirmed by using 

electronmicroscopy. It was found that administration of both TL-12 and TM-03 has a protective effect, while 

combination of TL-12 and TM-03 significantly restoring the brain function and structures. Both produced a large 

protection against ischaemic injury which is exhibited by significant recovery in the CAP. They also reversed the lower 

of axons and glial cells viability scoring during ischaemia. The results of both electrophysiology and microscopy are 

consistent with a potential role of different neurotransmitters mediated injury in the brain. Constantinou and Fern, 2009, 

stimulated some types of neurotransmitter receptors initially and then exposed these receptors to the neurotransmitter 

blockade in neonates and they found that different types of neurotransmitters other than glutamate are participating in 

brain ischaemia. The current study was investigating the role of neurotransmitters and their receptors in brain injury in 

adult and neonates by administration of TL-12 and TM-03 during the time of ischaemia. In conclusion, brain structures 

are vulnerable to ischaemic insult in both adult and neonate. Brain injury and excitotoxicity during ischaemia is 

mediated by different types of neurotransmitters. In addition a specific antagonist of each receptor is highly protective. 

Therefore, a deeper knowledge of the mechanisms leading to brain injury and excitotoxicity will facilitate new 

pharmacological strategies in the treatment of brain disorders in adult and neonate. Likewise, these findings are 

consisting with various studies in experimental animals. Future experiments: we are in the process of using these drugs 

in controlled clinical trials at Benghazi Medical Centre, in Benghazi-Libya. 

Volunteers from adult and old stroke patients already signed their consent to enrol in the study. Also, parents of children 

with cerebral palsy are interested in such clinical trial to test TL-12 and TM-03. 

 

References  

Pountain S J, Roffe C. 2012. Does routine  oxygen  supplementation  in  patients  with  acute stroke improve outcome? 

BMJ-345:e6976 doi: 10.1136/bmj.e6976. 

 

Jorgensen HS, Nakayama H, Reith J, Raaschou HO, Olsen TS. 1996. Acute stroke with atrial fibrillation. The 

Copenhagen stroke study. Stroke; 27:1765-9. 

 

Shah Ebrahim, Joohon Sung, Yun-Mi Song, Robert Ferrer, Debbie A Lawlor, George Davey Smith.2006. Serum 

cholesterol, haemorrhagic stroke, ischaemic stroke, and myocardial infarction: Korean national health system prospective 

cohort study. BMJ, doi:10.1136/bmj.38855.610324.80 

 

Lawlor DA, Davey Smith G, Leon DA, Sterne J, Ebrahim S. 2002. Secular trends in mortality by stroke subtype in the 

20th century: a retrospective analysis. Lancet; 360:1818-23. 

 

http://www.ajsp.net/


   
   

     
 العدد الرابع عشر

  2019 – 12 – 2: تاريخ الإصدار

www.ajsp.net                                                                                                                         5798  -2663 ISSN:  
 

 

539 
Arab Journal for Scientific Publishing (AJSP)                                                                           ISSN: 2663-5798 

 
 

Constantinou, S. & Fern, R. 2009. Conduction block and glial injury induced in developing central white matter by 

glycine, GABA, noradrenalin, or nicotine, studied in isolated neonatal rat optic nerve. Glia, 57, 1168-77. 

 

 

Hutchinson, P. J., O'connell, M. T., Al-Rawi, P. G., Kett-White, C. R., Gupta, A. K., Maskell, 

L. B., Pickard, J. D. & Kirkpatrick, P. J. 2002. Increases in GABA concentrations during cerebral ischaemia: a 

microdialysis study of extracellular amino acids. Journal of Neurology Neurosurgery and Psychiatry, 72, 99-105. 

Christiane S. Hampe, Hiroshi Mitoma and Mario Manto. 2017. GABA and Glutamate: Their Transmitter Role in the CNS 

and Pancreatic Islets. DOI: 10.5772/intechopen.70958 

 

Petersen, J. R., Rosenberg, T. & Ibsen, K. K. 1990. [Optic nerve atrophy with particular attention to perinatal damage]. 

UgeskrLaeger, 152, 3865-7. 

 

Degos, V., Loron, G., Mantz, J. &Gressens, P. 2008. Neuroprotective strategies for the neonatal brain. AnesthAnalg, 106, 

1670-80. 

 

Zammit, C., Muscat, R., Di Giovanni, G., Pierucci, M. and Valentino M. 2011. Vulnerability of white matter to ischaemia 

varies during development. Malta Medical Journal. Vol. 23. Review Article. 

 

Follett, P. L., Deng, W., Dai, W., Talos, D. M., Massillon, L. J., Rosenberg, P. A., Volpe, J. J. & Jensen, F. E. 2004. 

Glutamate receptor-mediated oligodendrocyte toxicity in periventricular leukomalacia: a protective role for topiramate. 

Journal of Neuroscience, 24, 4412-20. 

 

Hagberg, H., Peebles, D. & Mallard, C. 2002. Models of white matter injury: comparison of infectious, hypoxic-ischemic, 

and excitotoxic insults. Ment Retard DevDisabil Res Rev, 8, 30-8. 

 

Yoshioka, A., Hardy, M., Younkin, D. P., Grinspan, J. B., Stern, J. L. & Pleasure, D. 1995. Alpha-Amino-3-Hydroxy-5-

Methyl-4-Isoxazolepropionate (Ampa) Receptors Mediate Excitotoxicity in the Oligodendroglial Lineage. J Neurochem, 

64, 2442-2448. 

 

Fern, R. & Moller, T. 2000. Rapid ischemic cell death in immature oligodendrocytes: a fatal glutamate release feedback 

loop. Journal of Neuroscience, 20, 34-42. 

 

http://www.ajsp.net/

