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Abstract
Background Homocysteine (tHcy) has been known over the
last few decades for its putative impact on vascular diseases,
but has not been evaluated much in patients with subarachnoid
hemorrhage (SAH). This study was carried out to assess its
prognostic impact on the neurological outcome following
SAH.
Methods Admission plasma tHcy was evaluated in 90 SAH
patients and prospectively studied in relation to various factors
and the Glasgow Outcome Scale (GOS) at 3 months. Univar-
iate and multivariate analyses were performed using SPSS 21.
Results tHcy was significantly higher following SAH com-
pared to matched controls [median (IQR): 25.7 (17.3–35.9)
vs. 14.0 (9.8–17.6) μmol/l, p<0.001]. It was significantly
higher in younger patients. However, systemic disease,
WFNS and Fisher grades did not have a significant impact
on its levels. tHcy was significantly lower among patients who
died [median (IQR): 16.0 (14.4–20.6) vs. 29.7 (21.8–40.2)
μmol/l, p<0.001] and those with unfavorable outcome (GOS

1–3) [median (IQR): 21.6 (14.5–28.2) vs. 30.3 (20.4–40.7)
μmol/l, p=0.004] compared to others, with a significant con-
tinuous positive correlation between tHcy and GOS (p=
0.002). The beneficial association of tHcy with outcome was
homogeneous with no significant subgroup difference. Multi-
variate analysis using binary logistic regression adjusting for
the effects of age, systemic disease, WFNS grade, Fisher
grade, site of aneurysm, clipping or coiling revealed higher
tHcy to have a significant independent association with both
survival (p=0.01) and favorable outcome (p=0.04).
Conclusions Higher homocysteine levels following SAH ap-
pear to have a significant association with both survival and
favorable neurological outcome, independent of other known
prognostic factors, apparently exemplifying “reverse epidemi-
ology paradox” in which a conventional risk factor seems to
impart a survival advantage.
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Introduction

Subarachnoid hemorrhage (SAH), constituting 5% of strokes,
occurs predominantly in productive middle age. In spite of
immense changes in its management in the last decade, the
case fatality rate is around 30–50 %, with a third of survivors
having major neurological deficits and only a third of survi-
vors able to return to their profession [5, 6, 14]. The outcome
is even more dismal among the elderly and those with a poor
clinical-radiological grade and in the presence of serious sys-
temic diseases [5, 6, 14]. In spite of the considerable health-
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economic burden of disability following SAH on society,
outcome prediction overall has been enigmatic because of
the complex interplay of various pathophysiological mecha-
nisms beyond mere vascular spasm [21, 28]. Patients with
SAH can have poor neurological outcomes without vaso-
spasm, and those with good outcomes might have had vaso-
spasm [21]. This necessitates the identification of biochemical
prognostic markers for the cardinal components of ischemia,
inflammation, microthrombi, deranged microcirculation, oxi-
dative damage and apoptosis in addition to vasospasm, poten-
tially helpful in recognizing patients at high risk for unfavor-
able outcome even before their deterioration [4, 13, 21, 28].
Yet no biomarkers have been predictive of outcome after
SAH.

Total homocysteine (tHcy), a sulfhydryl non-protein α-
amino acid and branch-point intermediate of methionine me-
tabolism, has been implicated by several observational studies
in coronary artery disease, ischemic stroke, venous thrombo-
sis, retinal artery and vein occlusion, and anterior ischemic
op t i c neu ropa t hy becaus e o f i t s p r edom inan t
atherothrombogenic properties and its effect on a plethora of
mechanisms encompassing vascular remodeling, decreased
NO, platelet activation, endothelial dysfunction and apoptosis,
which invariably are also part of the pathophysiology of SAH
[11, 20, 24, 29, 31, 33]. However, its role in SAH has not been
studied much.

This is probably the first prospective study on the correla-
tion of admission plasma total homocysteine (tHcy) levels
with neurological outcome following SAH.

Methods

Study design and procedures

All patients with spontaneous SAH admitted within 5 days of
ictus at the Neurosurgery Department of the Post Graduate
Institute of Medical Education and Research (PGIMER),
Chandigarh, underwent plasma tHcy level assessment at ad-
mission and were taken up for the study, with ethics commit-
tee approval. Those with Glasgow Coma Scale (GCS) scores
of 3/15 were not considered for the study.

SAH patients with a good clinical grade or those with large
lobar bleeds underwent urgent computed tomography angiog-
raphy (CTA). Poor grade patients were stabilized and then
taken up for CTA. Ventriculoperitoneal shunt or external
ventricular drainage was performed in poor grade patients
with hydrocephalus, depending on the clinical status and
intraventricular bleed. Patients underwent surgical clipping
or endovascular coiling as per their choice and feasibility as
early as possible. Poor grade patients were preferentially
offered coiling. The management protocol included phenyto-
in, nimodipine, cardiovascular monitoring, fluid and

electrolyte homeostasis. Induced hypertension was employed
during symptomatic vasospasm after aneurysm occlusion.

The admission EDTA blood samples of patients were an-
alyzed post-centrifugation for plasma total homocysteine
(tHcy) levels by competitive immunoassay using direct,
chemiluminescent technology with the ADVIA Centaur Im-
munoassay System (Siemens AG, Munich, Germany). It was
primarily considered as a continuous variable, but also classi-
fied as low (<5 μmol/l), normal (5 to less than 15 μmol/l),
moderate (15–30 μmol/l) and intermediate (30–100 μmol/l)
elevation categories [20, 33]. The tests were also performed
on 20 (age- and gender-matched) normal volunteers from the
same community to arrive at a local control range. The clinical
team was blinded to the tHcy levels for at least 3 months
following ictus.

Basic demographic data of patients, associated serious
systemic disease (inadequately treated or severe hypertension
or diabetes mellitus), admission World Federation of Neuro-
surgical Societies (WFNS) grade [30], admission computed
tomography (CT) Fisher grade [9], site of aneurysm, treatment
details and adverse events were entered in a pre-planned
prospective database and were followed up. New onset neu-
rological impairment, not apparent immediately after aneu-
rysm occlusion, not due to other causes based on clinico-
radiological and laboratory findings, was noted as delayed
ischemic neurological deficit or delayed cerebral ischemia
[5, 21].

Outcomes

The Glasgow Outcome Scale (GOS) [16] was adopted be-
cause of its simplicity and more lucid categorization of out-
come and was assessed at 3 months after the bleed, either
directly or over the telephone. Good recovery (GOS 5) or
moderate disability (GOS 4) was considered a favorable out-
come, and severe disability (GOS 3), persistent vegetative
state (GOS 2) or death (GOS 1) was considered an unfavor-
able outcome. Patients who had died because of any cause
were considered as GOS 1 or mortality.

Statistical analyses

Continuous variables were assessed for normality with the
Shapiro-Wilk test. Normally distributed (parametric) data
were reported as a mean with standard deviation (SD). Non-
parametric data were reported as a median with interquartile
range (IQR). Categorical data were reported as counts and
proportions in each group. SPSS 21 software (IBM Corp.,
New York, USA) was used for the statistical analyses. Uni-
variate analyses of continuous variables across binary catego-
ries were compared using the independent samples T test
(parametric) or Mann–Whitney U test (nonparametric) and
across multiple categories using ANOVA (parametric) or the
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Kruskal-Wallis test (nonparametric). The bivariate relation-
ship between two continuous variables was assessed using
the Pearson (parametric) or Spearman (nonparametric) corre-
lation coefficient. Proportions were compared using chi-
square or Fisher’s exact test wherever appropriate, and sub-
group analyses were done using the Breslow-Day test of
homogeneity of odds ratios on parameters found significant
in univariate analysis. Two-sided significance tests were used
throughout, and the significance level was kept at p<0.05.
Multivariate analyses were conducted on both mortality and
unfavorable neurological outcome using binary logistic re-
gression with mandatory significance of the model coefficient
being less than 0.05 for validity of outcome prediction after
adjusting for known prognostic factors such as age, serious
systemic disease,WFNS grade, Fisher grade, site of aneurysm
and definitive treatment in relation to tHcy levels as continu-
ous variables.

Results

There were a total of 90 patients included in our study. Their
ages were normally distributed ranging from 20 to 76 years.
The mean age was 49 years, and there were 22 patients aged
60 years or more. There were 45 males and 45 females. There
were 20 (10 male and 10 female) matched controls with a
mean age of 50 years.

Out of the total 90 patients with SAH, 29 (32 %) had
clinical evidence of inadequately treated or severe systemic
disease (hypertension or diabetes). Fifty-six (62 %) patients
had presented in good clinical grade (WFNS grade 1-III),
while the rest had presented in poor grade. There were 45
(50%) and 43 (48%) patients in admission CT Fisher grades 3
and 4, respectively, and the remaining 2 (2 %) patient in grade
2. Out of 76 patients who were clinically stable enough to
undergo CT angiography, 65 (86 %) had aneurysms in the
anterior circulation (26 in the anterior communicating artery, 4
in the distal anterior cerebral artery, 19 in the internal carotid
segments, 16 in the middle cerebral artery), 5 (7 %) had
aneurysms in the posterior circulation, and 6 (8 %) had severe
vasospasm precluding identification of any aneurysm. Of the
total 90, 47 (52%) underwent surgical clipping, and 13 (14%)
underwent endovascular coiling, while the rest were in poor
clinical status on supportive medical management.

Admission plasma tHcy levels were significantly higher in
patients with SAH compared to matched controls [median
(IQR): 25.7 (17.3–35.9) vs. 14.0 (9.8–17.6) μmol/l, p value
<0.001] (Fig. 1). Of the 90, 2 had low (<5 μmol/l), 18 had
normal (5 to less than 15 μmol/l), 37 had moderate (15–
30 μmol/l) and 33 had intermediate (>30 μmol/l) hyperhomo-
cysteinemia. Younger patients had significantly higher tHcy
levels (median of 28.5 vs. 20.1 μmol/l, p value=0.03).

Patients with ruptured anterior cerebral artery aneurysms had
significantly greater and those with ruptured middle cerebral
artery aneurysms had significantly lower levels of tHcy (p
value=0.04) compared to others. WFNS grade had a signifi-
cant inverse correlation with tHcy as continuous data (p
value=0.01) and nonsignificant association with tHcy levels
as categorical data. Serious systemic disease, Fisher grade and
multiplicity of aneurysms did not have any significant impact
on tHcy levels. Patients who underwent clipping or coiling did
not differ significantly in tHcy levels and in comparison to
those who could not undergo definitive treatment because of
poor clinical status. Patients with delayed ischemic neurolog-
ical deficits had statistically nonsignificantly lower tHcy
levels compared to others (Table 1).

The outcome could only be assessed for 73 patients at
3 months. The admission tHcy levels were significantly lower
among patients who died [median (IQR): 16.0 (14.4–20.6) vs.
29.7 (21.8–40.2) μmol/l, p value<0.001] and those with un-
favorable neurological outcome (GOS 1–3) [median (IQR):
21.6 (14.5–28.2) vs. 30.3 (20.4–40.7) μmol/l, p value=0.004]
compared with those who were alive and with favorable
outcome, respectively (Table 1). As continuous data, there
was a significant positive correlation between admission plas-
ma tHcy levels and GOS at 3 months (Spearman ρ=0.36, p
value=0.002) (Fig. 2).

As categorical data, WFNS and Fisher grades had a signif-
icant univariate impact on neurological outcome (p value=
0.001). Patients with intermediate tHcy (>30 μmol/l) levels
had even significantly better outcome compared to those with
moderate tHcy (15–30 μmol/l) and normal levels (79 % vs.
53% vs. 40% favorable outcome, respectively, p value=0.03)
(Fig. 3). Only age, WFNS grade and tHcy had a significant
categorical univariate impact on mortality (p values 0.04,
<0.001 and 0.001 respectively). Sex, serious systemic disease,
site of aneurysm, multiplicity of aneurysms, and clipping or
coiling did not have any significant association with either
mortality or neurological outcome.

Significant association of tHcy with neurological outcome
both as a continuous variable as well as ordinal categories
prompted subgroup analyses of various factors across differ-
ent tHcy levels. Patients with tHcy elevation overall had
significantly less mortality (12 vs. 47 %) (p value=0.01)
compared with the rest. The inverse association of tHcy ele-
vation with mortality was uniform and homogeneous across
all subgroups with no significant subgroup difference. How-
ever, the association of tHcy elevation on neurological out-
come was less marked among younger patients compared
with the elderly (Table 2).

Multivariate analyses of mortality and neurological out-
come using binary logistic regression model were found to
be significant, adjusting for the effects of age, systemic dis-
ease, admission WFNS grade, Fisher grade, site of aneurysm,
clipping or coiling, and admission plasma tHcy levels. Higher
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Fig. 1 Median (IQR) levels of
tHcy in patients with SAH and
matched controls

Table 1 Median (IQR) levels of tHcy in different groups

Group Homocysteine level

Median (IQR) μmol/l p value

Age in years <60 (n=68) 28.5 (19.5–40.2) 0.03
≥60 (n=22) 20.1 (14.4–29.7)

Sex Males (n=45) 30.6 (17.5–40.4) 0.05
Females (n=45) 21.6 (17.3–29.7)

Serious systemic disease Absent (n=61) 27.3 (17.3–37.9) 0.55
Present (n=29) 23.2 (16.2–33.9)

WFNS grade I (n=37) 30.8 (20.6–43.0) 0.12
II (n=13) 29.7 (17.0–35.6)

III (n=6) 28.2 (20.2–28.4)

IV (n=15) 23.2 (16.1–34.2)

V (n=19) 17.4 (14.5–19.4)

Fisher grade 2 (n=2) 15.5 (2.6–28.5) 0.14
3 (n=45) 30.9 (17.7–40.4)

4 (n=43) 22.6 (18.1–31.2)

Site of aneurysm ACA (n=30) 31.3 (22.2–40.4) 0.04
ICA (n=19) 27.0 (19.9–39.1)

MCA (n=16) 20.2 (13.9–27.0)

Post. circulation (n=5) 28.6 (23.2–29.7)

Multiple aneurysms No (n=67) 29.2 (20.4–40.2) 0.15
Yes (n=9) 20.9 (19.7–28.6)

Treatment Coiling (n=13) 25.7 (20.6–29.3) 0.44
Clipping (n=47) 28.7 (19.8–40.2)

Delayed neurological deficits Absent (n=48) 29.0 (15.4–40.2) 0.70
Present (n=25) 24.5 (20.6–33.5)

Mortality Alive (n=59) 29.7 (21.8–40.2) < 0.001
Dead (n=14) 16.0 (14.4–20.6)

Neurological outcome Favorable (n=44) 30.3 (20.4–40.7) 0.004
Unfavorable (n=29) 21.6 (14.5–28.2)
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plasma tHcy levels were noted to have a significant associa-
tion with both survival (p value=0.01) and favorable neuro-
logical outcome (p value=0.04), while a higher Fisher grade
had a significant association with unfavorable outcome (p
value=0.01), independent of other known confounding fac-
tors (Fig. 4).

Discussion

Despite homocysteine (tHcy) emerging as a key prognostic
tool to assess metabolic imbalance in cardiovascular diseases
and ischemic stroke [11, 20, 24, 29, 31, 33], it has not been
studied much in patients with subarachnoid hemorrhage.

In our study, plasma tHcy levels were significantly higher at
admission in patients with SAH compared to matched controls.
In a smaller comparative study of tHcy in SAH and controls,
McEvoy et al. noted no significant difference between them
[25]. This might be because many patients in their study had
been assessed at a later stage following SAH. Higher levels of
tHcy in the acute setting in patients with SAH have not been
reported previously. These increased levels may be due to either
SAH occurring more in those with higher levels of tHcy or
elevation of tHcy in response to SAH. Though the former
explanation was considered probable for a while in cardiovas-
cular diseases and ischemic stroke at least, the results of many
studies of tHcy measurement before the onset of vascular
disease were inconsistent, leading to the coexistent latter pos-
sibility of “reverse causality,” in which the disease results in
increased tHcy levels as a result of metabolic stress response [1,
3, 12, 17, 23, 24]. The difference in tHcy levels at admission in
relation to the site of aneurysm rupture may be due to greater
metabolic response in ACA bleeds, probably because of the
proximity to the hypothalamic axis.

Regardless of the causality, there is abundant epidemiological
evidence implicating tHcy as an independent prognostic marker
in cardiovascular disease and ischemic stroke [20, 24, 29, 33].
Surprisingly, we noted higher admission tHcy levels to be sig-
nificantly associated with survival and favorable outcome, inde-
pendent of other confounding factors such as age, clinical-
radiological grade, presence of a significant systemic disease,
site of aneurysm, and clipping or coiling and of each other.

Plasma tHcy comprises protein-bound homocysteine, ho-
mocysteine dimer (homocystine), cysteine-homocysteine

Fig. 2 Correlation between admission plasma tHcy levels and GOS at
3 months

Fig. 3 Association of various
prognostic categories with
neurological outcome
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Table 2 Association of tHcy with mortality and neurological outcome in different subgroups

Subgroups Mortality Unfavorable outcome (GOS 1–3)

tHcy <15 μM/l tHcy ≥15 μM/l p tHcy <15 μM/l tHcy ≥15 μM/l p

Total 7/15 (47 %) 7/58 (12 %) 0.01 9/15 (60 %) 20/58 (35 %) 0.07

Age <60 3/10 (30 %) 4/44 (9 %) 0.42 4/10 (40 %) 15/44 (34 %) 0.05
≥60 4/5 (80 %) 3/14 (21 %) 5/5 (100 %) 5/14 (36 %)

Sex Male 3/8 (38 %) 2/30 (7 %) 0.82 4/8 (50 %) 8/30 (27 %) 0.88
Female 4/7 (57 %) 5/28 (18 %) 5/7 (71 %) 12/28 (43 %)

Systemic disease Absent 5/9 (56 %) 4/37 (11 %) 0.36 6/9 (67 %) 14/37 (38 %) 0.82
Present 2/6 (33 %) 3/21 (14 %) 3/6 (50 %) 6/21 (29 %)

WFNS Gr I-III 2/9 (22 %) 2/42 (5 %) 0.68 4/9 (44 %) 10/42 (24 %) 0.91
IV, V 5/6 (83 %) 5/16 (31 %) 5/6 (83 %) 10/16 (63 %)

Fisher grade 2, 3 3/9 (33 %) 2/30 (7 %) 0.85 5/9 (56 %) 4/30 (13 %) 0.18
4 4/6 (67 %) 5/28 (18 %) 4/6 (67 %) 16/28 (57 %)

Fig. 4 Independent association
of various factors with (a)
mortality and (b) unfavorable
neurological outcome using
binary logistic regression (also
adjusted for serious systemic
disease, site of aneurysm, and
clipping or coiling)
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disulfide, free homocysteine and homocysteine thiolactone
[20, 23, 33]. tHcy resulting solely from dietary methionine
predominantly undergoes transmethylation by methionine
synthase, capturing the methyl group to be transferred further
to various biomolecules including DNA and proteins [2, 23,
29]. There is an additional transsulfuration pathway by cysta-
thionine β-synthase (CBS), stimulated by oxidative stress,
which gives rise to hydrogen sulfide (H2S) and cysteine-
dependent metabolites such as glutathione (GSH), sulfate
and taurine, having antilipid peroxidative effects [10, 22, 33].

The traditional harmful effects of tHcy in cardiovascular
diseases and ischemic stroke were attributed to its oxidative
metabolism to homocystine (Hcy-Hcy) and homocysteine
thiolactone (HCTL), causing endothelial dysfunction, platelet
activation, increased proliferation of vascular smooth muscle
cells, decreased nitric oxide, homocysteinylation of proteins,
atherothrombogenesis, excitotoxicity and apoptosis [15, 20,
23, 29, 33]. However, Grobelny et al. found no correlation of
tHcy levels with cerebral vasospasm following SAH [10]. The
apparent contrarian and protective association of tHcy noted
by us has never been reported previously, except in patients of
end-stage renal disease on dialysis [19, 22]. This so-called
“malnutrition inflammation complex syndrome” (MICS) in
dialysis patients demonstrates a “reverse epidemiology” or

“survival paradox” in which the conventional risk factors such
as homocysteine seem to be protective, imparting a survival
advantage [18, 26]. MICS is considered to be due to other
superimposed dominant factors such as nutritional status
impacting survival to a greater degree in the short term in
these patients compared to the long-term harmful effects of
tHcy [7, 19, 26].

Though tHcy levels were much lower in patients with a
poorer admission WFNS grade in our study, suggesting the
baseline impact of SAH-induced early brain injury, its associ-
ation with outcome independent of WFNS grade and across
different WFNS grades indicates the role of tHcy on evolving
mechanisms following SAH [4, 21, 28]. The protective effect
of tHcy in SAHmay be due to a combination of microvascular
dilatation because of H2S, regulation of neuronal ion channels
and cellular signaling pathways, augmented detoxification-
scavenging attributes by metabolites of cysteine such as
GSH and methyl group transfers mediating cell repair as well
as its thrombogenic nature precluding massive bleed [10, 22,
29, 33].Watanabe et al. noted an increase in serum glutathione
peroxidase activity in SAH as a response to counter-oxidative
free-radical stress of vasopasm, implying enhanced Hcy
transulfuration [32]. Okomoto et al. used parenteral glutathi-
one, resulting in a significantly better outcome following

Fig. 5 Hypothesis of the reverse epidemiology paradox in SAH [Hcy
playing a pivotal intermediary role in methionine metabolism following
long-term accumulation results in vascular remodeling and decreased NO
and platelet activation, causing atherosclerosis, endothelial dysfunction
and apoptosis, thereby imparting risk in several vascular pathologies. Hcy
mainly undergoes transmethylation by methionine synthase (MS),

capturing the methyl group to be transferred further to various
biomolecules for cell repair. The supplementary transsulfuration
pathway by cystathionine β-synthase (CBS) gives rise to many acute
beneficial intermediates, such as H2S enhancing cerebral blood flow, and
various antioxidants, probably tilting the metabolic balance toward a
favorable outcome in SAH)
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SAH, indicating the beneficial effect of Hcy [27]. Grobelny
et al. noted that gain of function polymorphisms in the CBS
gene reduced the risk of delayed cerebral ischemia, but with
no effect on angiographic vasospasm [10]. The intricate met-
abolic balance between the long-term harmful effects and
acute protective effects of tHcy probably determines the out-
come being tilted to either side, exemplifying the viability of
the “reverse epidemiology paradox” in SAH (Fig. 5). During
acute stress following SAH, the beneficial intermediates of
tHcy, such as H2S and GSH, result in various protective
pathophysiological responses resulting in better outcome.
This probably masks the chronic ill effects of tHcy in this
setting. The similarity of this phenomenon to MICS indicates
the burden of hypercatabolism and inflammation in the path-
ophysiology of SAH [8, 19, 26, 27]. The variability of the
homocysteine increase following SAH due to endogenous as
well as dietary habits may also explain the racial and ethnic
differences in outcome following SAH [1, 5, 6, 14].

The limitations of our study are the greater proportion of
patients who were elderly, with a poor clinical-radiological
grade and with serious systemic disease in whom ischemia
might have played a role in influencing the homocysteine
levels. Also we had a relatively smaller sample size, loss to
follow-up and no longitudinal assessments of tHcy, which
may have precluded any definitive inference. However, con-
sidering the potential therapeutic importance of a protective
association between higher levels of tHcy and favorable neu-
rological outcome, this observation needs to be corroborated
further in a larger, more homogeneous patient group probably
of a different community. Studies with longitudinal assess-
ments of tHcy following SAH in comparison with pre-ictus
tHcy levels would be ideal to verify the causality or bystander
effect in relation to the acute pathophysiological insult.

In conclusion, plasma tHcy elevation following SAH ap-
pears to have a significant association with both survival and
favorable neurological outcome, independent of other con-
founding factors, exemplifying a “reverse epidemiology par-
adox” in SAH. The putative protective role of tHcy may be
due to acute beneficial intermediates of tHcy such as H2S and
GSH prevailing over the known long-term harmful effects of
tHcy, probably by causing enhanced microvascular blood
flow and a better response to oxidative stress.

Conflicts of interest None.
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