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Abstract

Experimental studies suggest that nitric oxide produced by endothelial nitric oxide synthase (NOS3) plays a role
in maintaining cerebral blood flow (CBF) after traumatic brain injury (TBI). The purpose of this study was to
determine if common variants of the NOS3 gene contribute to hypoperfusion after severe TBI. Fifty-one patients
with severe TBI were studied. Cerebral hemodynamics, including global CBF by the stable xenon computed
tomography (CT) technique, internal carotid artery flow volume (ICA-FVol), and flow velocity in intracranial
vessels, were measured within 12h of injury, and at 48h after injury. A blood sample was collected for DNA
analysis, and genotyping of the following variants of the NOS3 gene was performed: —786T>C, 894G>T, and
27bp VNTR. Cerebral hemodynamics were most closely related to the—786T>C genotype. CBF averaged
57.7+3.0mL/100g/min with the normal T/T genotype, 47.0+2.5mL/100g/min with the T/C, and
37.3+8.8mL/100 g/min with the C/C genotype (p=0.0146). Cerebrovascular resistance followed an inverse
pattern with the highest values occurring with the C/C genotype (p=0.0027). The lowest ICA-FVol of
124 £43 mL/min was found at 12h post-injury in the more injured hemisphere of the patients with the C/C
genotype (p=0.0085). The mortality rate was 20% in patients with the T/T genotype and 17% with the T/C
genotype. In contrast, both of the patients with the C/C genotype were dead at 6 months post-injury (p=0.022).
The findings in this study support the importance of NO produced by NOS3 activity in maintaining CBF after
TBI, since lower CBF values were found in patients having the —786C allele. The study suggests that a patient’s
individual genetic makeup may contribute to the brain’s response to injury and determine the patient’s chances
of surviving the injury. The results here will need to be studied in a larger number of patients, but could explain
some of the variability in outcome that occurs following severe TBL
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Introduction

NDOTHELIAL NITRIC OXIDE SYNTHASE (NOS3) plays a role

in the maintenance of basal cerebral blood flow (CBF),
and may have some activity in CO, reactivity and pressure
autoregulation (Buchanan and Phyllis, 1993; Kobari et al.,
1994; Reutens et al., 1997; White et al., 2000). Under pathologic
conditions, reduction in nitric oxide (NO) produced by NOS3
could result in hypoperfusion of the injured brain. Following
experimental traumatic brain injury (TBI), the concentration
of NO is reduced in injured brain after cortical impact injury
(Cherian et al., 2000), impact acceleration injury (Tuzgen et al.,

2003), and fluid percussion injury (Ahn et al., 2004). Con-
stitutive NOS activity is reduced between 1 and 7 days after
injury (Wada et al., 1998). Rats treated post-injury with L-
arginine, which is the substrate for NOS3, have partial re-
covery of cerebral blood flow (CBF) and reduced brain injury
(Cherian and Robertson, 2003b; Cherian et al.,, 2003a).
Transgenic mice that are deficient in NOS3 have lower CBF
post-injury, and their CBF does not increase with infusion of
L-arginine (Hlatky et al., 2003).

The human NOS3 gene is located at 7q35-36 and contains
26 exons that span 21 kb (Marsden et al., 1993). Several allelic
variations of the gene have been identified and evaluated for
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possible links to cardiovascular and cerebrovascular disease.
The following three variants are common in the general pop-
ulation: —786T>C in the 5-flanking region, a 27-bp dele-
tion(a)/insertion(b) in intron 4, and 894G >T in exon 7 (Fig. 1).

Variations in the NOS3 gene promoter region, such as
—786T>C, have the potential to affect transcription, and
therefore could alter enzyme levels directly. The —786C allele
has been associated with some functional changes in endo-
thelial cell responses. Decreased NOS3 mRNA in umbilical
vein endothelial cells and lower serum nitrate/nitrite levels
have been reported in normal subjects with the —786C allele
(Miyamoto et al., 2000). Subjects who are homozygous C/C
have been observed to have decreased maximal forearm
blood flow response to acetylcholine, a response that suggests
reduced capacity to produce NO (Rossi et al., 2003). In vitro
studies in cultured endothelial cells demonstrate differences
in protein expression response to shear stress, with homozy-
gous C/C cells exhibiting a reduced NOS3 expression
and a decreased NO synthesis capacity (Asif et al., 2009).
The —786T>C variant has been associated with coronary
artery vasospasm and cerebral vasospasm.

Variations in the NOS3 gene at the open reading frame at
exon 7 alter the primary structure of the protein and therefore
have the potential to alter one or more functional properties of
the enzyme directly. Substitution of thymine for guanine at
the 894 locus leads to an aspartate substitution for glutamate
at position 298 in the protein. An association between the 894T
allele and reduced NO synthesis and impaired endothelial
function have been described (Leeson et al., 2002; Persu et al.,
2002; Savvidou et al., 2001;Tesauro et al., 2000). However, a
difference in enzymatic activity in endothelial cells measured
in vitro has not been observed (McDonald et al., 2004). The
894G >T variant has been associated with coronary artery
disease, myocardial infarction, essential hypertension, and
carotid atherosclerosis.

Variations in NOS3 gene introns are the most common
variants, but variation at this location would be expected to
have minimal physiological effects. Although the RNA tran-
scripts derived from such a variant and from normal NOS3
alleles would differ, the intron sequences would be excised
during RNA processing. The NO produced by variant and
normal NOS3 would be identical; however, the rates of
transcription could be reduced. It is also possible that this
variant is in linkage disequilibrium with other variants that do
have functional consequences. The 27-bp VNTR variant has
been associated with brain and aortic aneurysms, coronary
artery disease, and acute myocardial infarction.

Limited work has been done relating NOS3 variants to
cerebrovascular physiology. One study in normal subjects
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showed an association between the —786T>C variant and a
reduced basal CBF in smokers, but not in nonsmokers (Nas-
reen et al., 2002). Field and associates (Field et al., 2001) ob-
served an association between the —786T >C variant and the
development of cerebral vasospasm after subarachnoid
hemorrhage in a pilot study of 21 patients. Six of these 21
patients developed severe vasospasm. Patients who were
homozygous C/C were significantly more likely to develop
severe cerebral vasospasm compared to those who were ho-
mozygous T/T (odds ratio=14; 95% confidence interval [CI[
1.05,2.00). Ko and colleagues (Ko et al., 2008) reported similar
findings in a cohort study of 347 patients with subarachnoid
hemorrhage. The C/C genotype compared with the T/C and
T/T genotypes was associated with an increased risk of an-
giographic cerebral vasospasm (odds ratio 2.97, 95% CI
1.32,6.67, p=0.008). The risk of cerebral aneurysm rupture has
also been associated with the 27-bp VNTR, —-786T>C, and
894G >T variants of the NOS3 gene (Khurana et al., 2005).
Subjects with the haplotype consisting of the variant allele for
each locus (4a/-786C/894T) had an odds ratio of 11.4 (95% CI
1.8,41.3), and an increased risk of aneurysm rupture over
subjects with normal alleles at each locus.

The role of NOS3 variants in acute stroke remains contro-
versial, and most studies have concentrated on the suscepti-
bility to developing a stroke rather than on the
cerebrovascular response to stroke. Relatively small studies
have shown variable associations between individual NOS3
variants and NOS3 haplotypes with the risk of stroke (Ho-
ward et al., 2005; Majumdar et al., 2010; Saidi et al., 2010; Song
et al., 2010; Yemisci et al., 2009). A meta-analysis of case-
controlled studies through 2008 examining the 894G >T and
27-bp VNTR variants of NOS3 in stroke suggested that the 4a
allele was not associated with an increased risk, but that the
894T allele may have a marginally increased risk of stroke
(odds ratio 1.14; 95% CI 0.99,1.31; Tao and Chen, 2009).

Since variants of NOS3 appear to have some association
with other cerebrovascular disorders, and because experi-
mental studies suggest a role for NOS3 in preserving CBF
after TBI, it is reasonable to hypothesize that NOS3 variants
might impair the ability of the injured brain to maintain an
adequate CBF after TBI. The purpose of this study was to
examine the effect of three common variants of the NOS3 gene
on cerebral hemodynamics in patients with severe TBL

Methods
Patient selection and clinical management

A total of 51 patients with severe TBI (motor component of
the Glasgow Coma Scale score [GCS] <5) admitted to Ben
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The nitric oxide synthase 3 (NOS3) gene consists of 26 exons (vertical lines) spanning 21 kb on the chromosome. The

three polymorphisms that were studied are indicated by the arrows. The —786T >C location is in the promoter region. The
27-bp VNTR location is in intron 4, and the 894G >T location is in exon 7.



NOS3 VARIANTS AND CEREBRAL HEMODYNAMICS AFTER TBI

Taub General Hospital in Houston, Texas were studied. Pa-
tients who arrived more than 12h after injury, who were
hypotensive after resuscitation, or who had unstable intra-
cranial pressure (ICP) were excluded from the study. The
study was approved by the Institutional Review Board of the
Baylor College of Medicine, and informed consent was ob-
tained from the patients” families.

Upon arrival in the emergency department, the patients
immediately underwent intubation, hemodynamic stabiliza-
tion, and resuscitation when necessary. Patients in whom an
intracranial mass lesion was demonstrated on the initial
computed tomography (CT) scan underwent a neurosurgical
procedure to evacuate the hematoma. ICP, mean arterial
blood pressure (MAP), end-tidal CO, (ETCO,), arterial and
jugular venous oxygen saturation (SaO, and SjvO,), and brain
tissue oxygen (PbtO,) were monitored during the acute post-
injury period. The PbtO, probe was positioned in peri-
contusional brain tissue when possible. Otherwise the PbtO,
probe was placed in the white matter of the right frontal lobe.
The goals of the early management were to keep ICP <20 mm
Hg and cerebral perfusion pressure (CPP)>60 mm Hg, unless
the SjvO, and/ or PbtO; values indicated that a higher level of
CPP was needed.

Study protocol

Baseline cerebral hemodynamic tests were performed at
two different time periods: first at approximately 12h post-
injury and again at 48 h post-injury. All measurements were
performed after resuscitation and surgical removal of mass
lesions if needed. The 12-h time period was chosen as a time
when the patient is usually well-resuscitated, but CBF is often
still low, and the 48-h time period was chosen because CBF
has usually recovered, but pressure autoregulation is typi-
cally at its nadir (Hlatky et al., 2002).

The following parameters were obtained at each time pe-
riod: ICP, MAP, ETCO,, SaO,, and several indices of cerebral
perfusion (S§jvO,, PbtO,, internal carotid artery flow volume
[ICA-FVol], flow velocity in the anterior cerebral artery [ACA-
FV], middle cerebral artery [MCA-FV], posterior cerebral ar-
tery [PCA-FV], and internal carotid artery [ICA-FV], carbon
dioxide reactivity [CO,R], and dynamic pressure auto-
regulation), as well as blood and cerebrospinal fluid (CSF)
samples for nitrate/nitrite levels. For the flow velocity and
flow volume measurements, CO,R, and dynamic pressure
autoregulation parameters, both left and right sides were
measured, and these were designated as the “better” or
“worse” side, depending on the appearance of the injury on
the admission CT scan in the individual patient. The hemi-
sphere with the most severe TBI on the initial CT scan was
designated the “worse” side.

ICA-FVol was measured using an angle-independent dual-
beam Doppler ultrasound device. ICA-FVol measured with
this device has good correlation with hemispheric cerebral
blood flow measured using the '**Xenon clearance technique
(Soustiel et al., 2003) The FV measurements were performed
on a DWL MultiDop transcranial Doppler (Compumedics
DWL, Singen, Germany). CO,R was calculated by the fol-
lowing formula: CO,R=(AMCA-FV * 100% / baseline MCA-
FV) / ApCO,). Dynamic pressure autoregulation was as-
sessed by two different methods: the cuff deflation technique
and the carotid compression technique.
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For the cuff deflation method, the autoregulation index
(ARI) was calculated by the method of Aaslid and associ-
ates (Aaslid et al., 1989). Three determinations of ARI were
averaged to give a single baseline value. Mean blood
pressure and bilateral middle cerebral artery flow velocity
were recorded continuously before and after a step drop in
blood pressure. The thigh cuff deflation technique was used
to induce the drop in blood pressure. Large bilateral thigh
cuffs were inflated to 20 mm Hg above the systolic arterial
pressure for a period of 2min. A transient blood pressure
drop was induced by rapid deflation of the thigh cuffs. A
drop in blood pressure of at least 12mm Hg was required
to be considered a valid cuff deflation test (Hlatky et al.,
2006).

An ARI ranging from 0 to 9 was calculated by the method
proposed by Tiecks and associates (Tiecks et al., 1995), and
implemented in the DWL MultiDop transcranial Doppler
software (Compumedics DWL). Briefly, the recorded flow
velocity response to the cuff deflation was compared with the
10 models constructed using the mean arterial pressure as the
input function. Each model was generated from the arterial
tracing by a specific combination of time constant, damping
factor, and autoregulatory dynamic gain. The closest match
was selected based on the highest correlation coefficient.
Normal ARI using this method was 5.0+1.1 (Tiecks et al.,
1995).

Dynamic pressure autoregulation was also assessed using
carotid compression technique. The transient hyperemic re-
sponse ratio (THRR) following release of unilateral carotid
compression for 5 sec was calculated by the method of Smie-
lewski and colleagues (Smielewski et al., 1996). Three deter-
minations of THRR were averaged to give a single value.
Normal values for THRR are mean 1.20 (95% CI 1.17,1.24;
Smielewski et al., 1996).

Blood and CSF samples were obtained for measurement of
nitrate and nitrite (NOXx) levels. These samples were analyzed
using a multiwell plate fluorometric assay in which nitrate
was converted to nitrite using nitrate reductase, yielding total
NOx, which converts 2,3-diaminonaphthalene to a measure-
able fluorescent product, 1(H)-naphthotriazide (Caymen
Chemical Company, Ann Arbor, MI).

Genotyping

Genomic DNA was extracted from peripheral whole blood
in each patient. Genotyping was performed using sense and
anti-sense polymerase chain reaction using target-appropriate
primers for the single nucleotide polymorphisms —786T>C
and 894G >T with sequencing of the products (Applied Bio-
systems, Prism, now Life Technologies Inc., Carlsbad, CA).
For the NOS3 —-786T >C variant, the primer sequences used
were 5-GGG-ATGTCACCGTGTCTTGA-3" (forward), and
5-ATG-ACTCAAGTGGGGGACAC-3" (reverse). For the
NOS3 894G >T variant, the primers used were 5-CTG-GA
GATGAAGGCAGGAGAC-3" (forward), and 5-CTC-C
ATCCCACCCAGTCAATC-3" (reverse). VNTRs were also
performed using sense and anti-sense primers positioned on
either side of the a 27-bp deletion(a)/insertion(b) in intron 4,
followed by sequencing. For the NOS3 27-bp sequence repeat
polymorphism, primers with the following sequences were
used: 5-CCT-GGTTATCAGGCCCTATG-3" (forward), and
5-GTTTCT-TAGGCTGCTCCTGCTACTGAC-3’ (reverse). If
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there was any ambiguity regarding the number of tandem
repeats, confirmatory gel electrophoresis was performed.

Statistical analysis

Physiological parameters at 12 and 48 h after injury were
analyzed using a general linear mixed model. The analysis
method was chosen because the data were from multiple as-
sessments over time. This model provides unbiased estimates of
the random effect, flexibility in the choice of the variance-co-
variance structures of the model, and maximum likelihood es-
timation. There were two observations per day across 2 days.
There was an effect of genotype and day, and for the TCD
variables there was an effect of side. In addition, there was an
interaction term that tested whether the variable varied signif-
icantly by genotype, by day, and by side (when appropriate). To
correct for type 1 error rate, the Benjamini-Hochberg method
was used after examining the results for normality using the
Cramer von Mises test (Benjamini and Hochberg, 1995). This
method orders the tests by significance, and tests against alpha/
order of the significance. The smallest significance is tested
against alpha, the second smallest is tested against alpha/2, etc.
Summary data are expressed as mean +standard error.

Results
Patient characteristics

The distribution of the genotypes for the three NOS3 gene
variants in the 51 TBI patients is summarized in Table 1. The
distributions of genotypes for the three variants showed no
deviation from the Hardy Weinberg equilibrium. The esti-
mated haplotype frequencies are shown in Table 2. There
were no differences in demographic characteristics, injury
severity measures (including initial GCS and pupil reactivity,
initial CT scan characteristics, presence of pre-hospital hyp-
oxia and hypotension, initial hemoglobin, and glucose level),
or predicted outcome among the different genotype groups
(Table 3).

For the —786T>C variant, the mortality rate was signifi-
cantly different among the genotypes (p=0.022). The two
patients who were homozygous C/C both died by 6 months
post-injury. In contrast, the mortality rate for patients who
were heterozygous T/C was 17%, and for patients who were
homozygous for the normal T/T was 20%. Mortality rates for
the 894G >T and the 27-bp VNTR genotype groups were not
significantly different.

ROBERTSON ET AL.

TABLE 2. HAPLOTYPE FREQUENCIES

Haplotype Frequency
T-G-4b 0.5215
T-G-4a 0.1140
T-T-4b 0.0755
T-T-4a 0.0144
C-G-4b 0.0909
C-G-4a 0.1069
C-T-4b 0.0768
C-T-4a 0.0000

Cerebral hemodynamics by —786T> C genotype

The cerebral hemodynamics are summarized in Table 4 for
the patients with the different genotypes of the —786T>C
variant. Patients who had the normal T/T genotype had the
highest CBF and ICA-FVol, and the lowest CVR.

For global CBF, which is shown by —786T>C genotype
and day in Figure 2, the values were highest in the patients
with T/T genotype, intermediate with T/C genotype, and
lowest with the C/C genotype at both 12 and 48 h after injury.
For each genotype, the 48-h global CBF tended to be higher
than the CBF at 12h, but the time effect was not significant
(p=0.4486). CVR, shown by the —786T >C genotype and day
in Figure 3, followed an inverse pattern to CBF, but was also
significantly higher at 12 h than at 48 h post-injury (time effect,
p=0.0149).

Although there was not a significant main effect of
—786T>C genotype or of time for ICA-FVol, there was a
significant genotype x day xside interaction (p=0.0085) that
is illustrated in Figure 4. This interaction indicated that the
change in ICA-FVol over time was different for the different
genotypes. The lowest ICA-FVol (124+43mL/min) was
found at 12h post-injury in the more injured hemisphere of
the patients with the C/C genotype at the —786T > C locus.

FV in all of the intracranial vessels studied were signifi-
cantly higher at 48 h than at 12 h post-injury (Table 4). In ad-
dition, MCA-FV and PCA-FV were significantly higher in the
heterozygous T/C patients than in the patients who had the
normal T/T genotype at —786T >C. Dynamic pressure auto-
regulation, assessed by ARI using the cuff deflation method,
was not significantly different among the —786T > C genotype
groups. With the carotid compression method for assessing
dynamic pressure autoregulation, the THRR was lowest in

TABLE 1. GENOTYPE DISTRIBUTIONS FOR THE THREE NOS3 VARIANTS

NOS3 variant

-786T>C

894G>T 27-bp VNTR

Allele distribution: T/T=25 (49.0%)
T/C=24 (47.1%)

C/C=2 (3.9%)

HWE: X* 0.98
p Value NS
Allele frequency

p 0.73
q 0.27

G/G=35 (68.6%)
G/T=15 (29.4%)
T/T=1 (2.0%)

4a/4a=4 (7.8%)
4a/4b=16 (31.4%)
4b/4b=31 (60.8%)

0.05 0.84
NS NS
0.84 0.76
0.16 0.24

HWE, Hardy Weinberg Equilibrium; NOS, nitric oxide synthase.
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TaBLE 4. CEREBRAL HEMODYNAMIC VARIABLES BY —786T >C GENOTYPES

-786T > C genotype p Values for main effects

/T T/C c/C Genotype  Side Day p Values for interactions
Flow variables
Ave CBF 57.7£3.0 47.0+2.5* 37.3+8.8 0.01467 0.4468
Ave CVR 142+0.09 1.80+0.11* 2.34+0.73* 0.0027F 0.0149+
ICA-FVol 189.7+89  167.4+9.7 167.0+30.2 0.2294 0.8666 0.5182 genotype x day x side; p=0.0085F
Flow velocity and reactivity variables
ICA-FV 62.2+2.8 66.6+2.9 71.6+102 04275  0.2406 0.0002+
ACA-FV 52.3%1.0 57.0+1.0 58.6+1.1 0.3597  0.3309 0.0001+
MCA-FV 71.8+1.0 80.9+1.0* 71.7+1.1 0.0456  0.3466  <0.0001t
PCA-FV 56.8+1.0 65.1£1.0* 61.2+1.1 0.2582  0.4295  <0.0001F
ARI 229+1.09 1.61+0.10 2224132 01722 0.3909 0.2584
THRR 1.18£0.03  1.17+0.02 0.99+£0.08* 0.01001  0.02831  0.7139
COsR 2.65+0.25 2.09+0.23 1.01+£0.79  0.0758  0.7649 0.2131
Nitric oxide end-products
CSF NOx 2.03+0.11 1.95+0.10 2.15+£0.32 0.7428 <0.0001F
Plasma NOx  1.83+0.11  1.87+0.09 1.99+031  0.8821 <0.0001+

tp value remained significant after correcting for type 1 error using the Benjamini-Hochberg method.

*Significantly different from the normal T/T genotype.

Ave CBF, average cortical cerebral blood flow; Ave CVR, average cerebral vascular resistance; ICA-FVol, internal carotid artery flow
volume; ICA-FV, internal carotid artery flow velocity; ACA-FV, anterior cerebral artery flow velocity; MCA-FV, middle cerebral artery flow
velocity; PCA-FV, posterior cerebral artery flow velocity; ARI, autoregulatory index; THRR, transient hyperemic response ratio; CO,R, CO,

reactivity; CSF, cerebrospinal fluid; NOx, nitrate and nitrite.

patients with the C/C genotype (p=0.01), and CO;R was
lowest in the C/C patients (p=0.0758).

Cerebral hemodynamics by 894G> T genotype

The cerebral hemodynamics for the patients with different
894G >T genotypes is summarized in Table 5. The flow vari-
ables were not significantly related to the 894G >T genotype.
However, ICA-FV, ACA-FV, MCA-FV, and CO,R were all
significantly higher in the patients with the homozygous T/T
genotype.

For the MCA-FV, there was also a significant geno-
typexday xside effect (p=0.0005), which is illustrated in
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FIG. 2. Average cortical cerebral blood flow (CBF) by
—-786T>C genotype and by day (-786T>C genotype effect,
p=0.0146).

Figure 5. The highest MCA-FV (197.0+21.6 cm/sec) occurred
on the better side on day 1 in the patient with the variant
homozygous T/T genotype. The lowest MCA-FV (59.9+
2.6cm/sec) occurred on the worse side on day 2 in the
patients with the normal homozygous G/G genotype.

Only one patient had the variant homozygous T/T geno-
type. This one patient had favorable injury severity measures
with a motor GCS score of 5, bilaterally reactive pupils, and a
diffuse injury without any signs of brain swelling for a pre-
dicted risk of death of only 10% by the IMPACT prediction
model. Although these injury severity factors were not sig-
nificantly different among the 894G > T genotype groups, the
findings for the cerebral hemodynamics of this gene variant
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FIG. 3. Average cortical cerebral vascular resistance (CVR)
by —786T>C genotype and by day (-786T>C genotype ef-
fect, p=0.0027; day effect, p=0.0149).
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interaction, p=0.0085).

may reflect the less severe injury of this one patient rather than
the effects of the genotype.

Cerebral hemodynamics by 27bp VNTR genotype

None of the cerebral hemodynamic parameters were sig-
nificantly related to the different 27-bp VNTR genotypes.

Discussion
TBI and genetic variability

Although severe TBI is not a disease with “susceptibility
genes” in the usual sense, the response to TBI is a complex
interaction among the injury, the individual patient’s geno-
type, and the treatment that is provided. Increasingly in crit-
ical care medicine, emphasis is being placed on understanding

Internal carotid artery flow volume by —786T>C genotype and side of brain and day (genotypexsidexday

the role that an individual’s genetic makeup plays in the re-
sponse to critical illness and injury, and also in response to
therapies that we use to treat these disorders.

Apolipoprotein E (APOE) is the most thoroughly studied
gene that has been observed to be associated with the re-
sponse to TBIL. The gene for apoE is located on chromosome
19, and is highly polymorphic. The three most common alleles
are €2, 3, and e4, which encode the main three isoforms of
apoE, E2, E3, and E4. In several studies, patients with the E4
genotype have significantly worse outcomes than patients
without the E4 genotype (Friedman et al., 1999; Graham et al.,
1999; Liaquat et al., 2002; Liberman et al., 2002; Sabo et al.,
2000). This relationship of E4 to poor outcome has not, how-
ever, been consistently replicated in later studies.

Other genes are also beginning to be examined for impor-
tance after TBI. Brain edema is a common pathophysiological

TaABLE 5. CEREBRAL HEMODYNAMIC VARIABLES BY 894G >T GENOTYPES

894G >T Genotype

p Values for main effects

G/G G/T /T Genotype  Side Day p Values for interactions
Flow variables
Ave CBF 50.2+2.2 58.3+5.2 40.7+.05 0.3612 0.1586
Ave CVR 1.66+.10 1.51+.12 2.14+.13 0.5614 0.0970
ICA-FVol 179.5£1.03 179.5+1.0 0.9976  0.8042  0.5812
Flow velocity and reactivity variables
ICA-FV 61.1+£1.0 70.4+1.0* 99.3£1.1*  0.00321 0.2472  <0.0001f
ACA-FV 53.6+1.8 545+2.8*  119.6£9.2*  <0.0001t+ 0.0687  0.0003%
MCA-FV 72.7+24 784+4.0* 168.3+132* <0.0001f 0.0464 02416  Genotype xside x day; p=0.0005F
PCA-FV 59.8+2.4 66.6+3.9 50.6£12.6  0.2281  0.6472  <.0001%
ARI 1.83+021 1.94£0.32 3.03+1.01 05007  0.3813  0.2843
THRR 1.17+£0.02  1.18£0.03 1.04+0.11 04842  0.03031 0.6170
CO.R 2.39+0.18 1.64+0.30*™ 4.56+0.86* 0.0053f 0.7644  0.3596
Nitric oxide end-products
CSF NOx 2.01+£0.08 1.86+0.14 2.52+£0.32  0.1652 <0.0001+
Plasma NOx 1.86+0.08 1.76%0.14 236+£0.29  0.1919 <0.0001+

tp value remained significant after correcting for type 1 error using the Benjamini-Hochberg method.

*Significantly different from the normal G/G genotype.
**Significantly differently from both G/G and T/T.

Ave CBF, average cortical cerebral blood flow; Ave CVR, average cerebral vascular resistance; ICA-FVol, internal carotid artery flow
volume; ICA-FV internal carotid artery flow velocity; ACA-FV, anterior cerebral artery flow velocity; MCA-FV, middle cerebral artery flow
velocity; PCA-FV, posterior cerebral artery flow velocity; ARI, autoregulatory index; THRR, transient hyperemic response ratio; CO,R, CO,
reactivity; CSF, cerebrospinal fluid; NOx, nitrate and nitrite.
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feature of TBI. A mutation in the CACNAT1A calcium channel
subunit gene on chromosome 19 has been associated with
delayed brain swelling and coma following minor TBI (Kors
etal., 2001). Variants of the aquaporin 4 gene have been found
to reduce cellular water permeability, which could have im-
plications for cerebral edema formation after injury (Sorani
etal., 2008). In a stroke population, severe cerebral edema was
associated with one variant of aquaporin 4 (Kleffner et al.,
2008).

A GT repeat variant of the neprilysin gene was examined in
81 fatal cases of TBI using available autopsy data. The TBI
patients with longer GT repeats had an increased risk of Af
plaques, suggesting that neprilysin polymorphism may cause
TBI patients to be more vulnerable to plaque formation
(Johnson et al., 2009).

A functional polymorphism of the p53 gene in codon 72,
which alters the properties of the produced protein (Dumont
et al., 2003), was studied in a group of 90 severely head-in-
jured patients who were admitted to an intensive care unit
(Martinez-Lucas et al., 2005). Patients with the Arg/Arg ge-
notype were associated with unfavorable outcome at the time
of discharge. However, 6 months later, no significant differ-
ence was found between the groups of patients with and
without the Arg/Arg genotype.

The NOS3 gene was chosen as a candidate gene for these
studies because experimental data in TBI models implicated
the importance of NO produced by the endothelial isoform of
NOS in determining the CBF in contused brain after cortical
impact injury.

786T> C variant and cerebral hemodynamics

The promoter —786T > C variant genotype had a significant
relationship to global CBF and CVR. These results are similar
to the CBF findings in normal subjects who smoke (Nasreen
et al.,, 2002), and are consistent with findings of an increased
risk of cerebral vasospasm following subarachnoid hemor-
rhage with the C/C genotype (Field et al., 2001; Ko et al,,
2008).

A reduced CBF in the patients with the —786C variant
could have been due to the presence of a more severe
neurological injury. However, a detailed examination of

factors that predict a more severe injury, including older
age, lower initial motor GCS and unreactive pupils, pres-
ence of pre-hospital hypoxia or hypotension, mass lesion or
diffuse injury with basal cistern compression and/or mid-
line shift, traumatic subarachnoid hemorrhage, lower ad-
mission hemoglobin, and higher admission blood glucose,
did not reveal any significant differences in the frequency of
these adverse features among the -786T>C genotype
groups. In addition, the predicted outcome based on the
IMPACT database algorithms (Steyerberg et al., 2008) was
not significantly different among the —786T>C genotype
groups.

Although there were no adverse clinical features in the 2
patients with the C/C genotype, one patient died prior to
hospital discharge, and both of these patients were dead by 6
months post-injury. It is possible that a more severe injury
could explain the lower CBF and also the worse outcome in
these 2 patients. Regardless, there was still a significant dif-
ference in CBF between the patients with the normal T/T
genotype and those who had the heterozygous T/C genotype.
A more severe neurological injury could not explain this ce-
rebrovascular difference.

Although global CBF was highest in patients with the
normal T/T genotype, FV in the middle cerebral and posterior
cerebral arteries was highest in the patients who were het-
erozygous T/C. This finding may seem to be contradictory;
however, FV is not always directly related to CBF, and can be
increased by either an increase in flow or a decrease in the
diameter of the vessel. The increased FV in these vessels may
represent a greater degree of vasoconstriction in the hetero-
zygous T/C patients.

The population studied was racially diverse, and some
racial differences in the distribution of NOS3 variants has
been described (Casas et al., 2004; Tanus-Santos et al., 2001).
In these previous studies, the 894T and the —786C alleles were
significantly more common in Caucasians than in African-
Americans or Asians. In contrast, the 4a allele for the 27-bp
VNTR variant was more common in African-Americans than
in Caucasians or Asians. Although no significant race/eth-
nicity differences in the distribution of the three NOS3 vari-
ants was seen in this study, the numbers were too small to
adequately assess this issue.
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Nitrate/nitrite levels in plasma and CSF were not reduced
in patients with the —786C variant, even though CBF was
lower. Since NO measured in plasma and CSF is not exclu-
sively from the activity of NOS3, the lack of a difference in
nitrate/nitrite concentrations could be due to contributions
from other isoforms of NOS. In normal subjects, some studies
have observed reduced plasma NO levels with the 4a variant
of the 27-bp VNTR (Tsukada et al.,, 1998), and the —786C
variant (Miyamoto et al., 2000). Other studies have not re-
ported significant differences in plasma nitrate/nitrite levels
by NOS3 variant groups.

Conclusions

The findings in this study support the importance of NO
produced by NOS3 activity in maintaining CBF after a severe
TBI, since lower CBF values were found in patients having the
variant —786C allele. The study also suggests that a patient’s
individual genetic makeup may contribute to the brain’s re-
sponse to injury and may determine the patient’s ability to
survive the injury. These results will need to be studied in a
larger number of patients. Future studies are also needed to
genotype additional eNOS gene variants to have more con-
fidence that the relationships identified are truly related to the
—786C variant and are not simply due to linkage dysequili-
brium to another variant. Nevertheless, the findings could
explain some of the variability in outcome that occurs fol-
lowing severe TBI.
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