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Our group recently identified 16 genes whose peripheral blood expression levels are differentially
regulated in acute ischemic stroke. The purpose of this study was to determine whether the early
expression levels of any of these 16 genes are predictive for post-stroke blood brain barrier (BBB)
disruption. Transcriptional expression levels of candidate genes were measured in peripheral blood

. sampled from ischemic stroke patients at emergency department admission, and BBB permeability

. was assessed at 24 hour follow up via perfusion-weighted imaging. Early heightened expression

. levels of AKAP7, a gene encoding a protein kinase A-binding scaffolding molecule, were significantly
associated with BBB disruption 24 hours post-hospital admission. We then determined that AKAP7 is
predominantly expressed by lymphocytes in peripheral blood, and strongly co-expressed with ITGA3, a
gene encoding the adhesion molecule integrin alpha 3. Subsequent in vitro experiments revealed that
heightened expression of AKAP7 and ITGA3 in primary human lymphocytes is associated with a highly
adherent phenotype. Collectively, our results suggest that AKAP7 expression levels may have clinical
utility as a prognostic biomarker for post-stroke BBB complications, and are likely elevated early in
patients who later develop post-stroke BBB disruption due to the presence of an invasive lymphocyte
population in the peripheral blood.

The inflammatory state which persists at the level of the neurovascular unit following ischemic stroke can drive
delayed disruption of the blood brain barrier (BBB) within and around the infarcted region. Heightened activ-
ity of proteinases disrupt the pericellular junctions of the endothelium and allow for migration of peripheral
immune cells into the damaged brain parenchyma; this process inherently compromises the integrity of the BBB
and increases the risk of edema and hemorrhagic transformation®2. By nature, administration of thrombolytic
therapies can exacerbate the risk of such adverse events and worsen outcome in patients who develop compli-
cations®. Early identification of patients who are at risk for the development of BBB complications can inform
acute clinical decisions regarding thrombolytic intervention, and ultimately improve clinical management and
: patient outcome®. Unfortunately, the diagnostic tools presently available to clinicians to identify patients at risk
for post-stroke BBB complications are limited.
: Currently, perfusion-weighted magnetic resonance imaging (MRI) using gadolinium-diethylene triamine
. penta-acetic acid (Gd-DTPA) contrast is one of the most sensitive methods to detect early changes in BBB perme-
. ability in the clinical setting. The intact BBB is largely impermeable to Gd-DTPA, thus, hyperintense post-contrast
enhancement of the cerebrospinal fluid (CSF) space on fluid-attenuated inversion recovery (FLAIR) is indicative
of BBB disruption’. Such post-contrast enhancement has been labeled as hyperintense acute reperfusion injury
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Figure 1. Assessment of post-stroke BBB disruption via HARM on perfusion-weighted imaging. (A) Pre-
contrast and (B) post-contrast FLAIR images from a patient presenting with HARM at 24 hour follow up.
HARM was positively identified when the CSF space in the sulci or ventricles appeared hyperintense post-
contrast. Level of HARM was systematically categorized as none, mild, moderate, or severe based on the
number of serial slices exhibiting evidence of HARM.

marker (HARM)?, and has been shown to be predictive of post-stroke edema formation and hemorrhagic trans-
formation®°. While perfusion-weighted imaging can yield valuable diagnostic information which can be used to
guide clinical care decisions®1*!!, a large number of healthcare facilities lack the capacity to perform MRI during
acute triage'. As a result, there has been a push for the identification of peripheral blood biomarkers which can
provide similar insight regarding the status of the BBB during the acute phase of care.

It is well known that the transcriptome of the peripheral immune system responds rapidly to ischemic brain
injury'*-1¢. Because the peripheral immune system plays a critical role in the pathogenesis of BBB disruption*,
it is possible that there are early transcriptional changes in the peripheral immune system which could be used to
identify patients at high risk of developing post-stroke BBB complications!®. Ideally, to be clinically useful, such
transcriptional biomarkers would be specific to stroke pathology. Our group recently identified a panel of 16
genes (ACSL1, AKAP7, APOBEC3A, ARGI1, CA4, CCR7, CRISPLD2, CSPG2, FCGR3B, FOLR3, IQGAP1, LYY,
MMP9, ORM1, PADI4, S100A12) which exhibit stroke-specific differential regulation in peripheral whole blood'*.
The purpose of this study was determine whether the early expression levels of any of these 16 genes are predictive
for post-stroke BBB disruption, and if so, to determine their role in the pathogenesis of BBB breakdown.

Results

Early peripheral blood expression of AKAP7 is associated with the development of post-stroke
BBB disruption. In order to determine the relationships between the expression levels of the 16 stroke-as-
sociated candidate genes and post-stroke BBB disruption, we first recruited a modestly sized discovery cohort
consisting of 27 acute ischemic stroke (AIS) patients. Peripheral whole blood samples were obtained at emer-
gency department admission and transcriptional profiling was performed via microarray. BBB permeability was
assessed via level of HARM (none, mild, moderate, or severe) on perfusion-weighted imaging at 24 hour follow
up (Fig. 1). We then employed bias-reduced logistic regression using forward stepwise variable selection to deter-
mine whether early expression levels of any the 16 candidate genes were predictive for the development of post-
stroke severe HARM.

The median time from symptom onset to blood draw across all discovery cohort subjects was 7.4 hours. In
terms of clinical and demographics characteristics, patients presenting with severe HARM at 24 follow up were
significantly older and displayed a higher prevalence of dyslipidemia relative to patients presenting with lower
levels of HARM (Table 1). Furthermore, a higher proportion of patients presenting with severe HARM received
thrombolytic intervention via recombinant tissue plasminogen activator (rtPA) than those presenting with lower
levels of HARM, however this difference was not statistically significant.

Of the 16 candidate genes, only the total expression levels of AKAP7, a gene encoding a protein kinase A
(PKA)-binding scaffolding molecule known as A kinase anchoring protein 7 (AKAP7), were significantly asso-
ciated with the development of post-stroke severe HARM after controlling for age, dyslipidemia, and rtPA
(p=0.025%, Odds ratio = 4.0, 95% confidence interval = 1.1-56.8, Fig. 2A). Specifically, elevated whole blood
expression levels of total AKAP7 at emergency department admission were associated with increased degree of
HARM at 24 hour follow up (Fig. 2B). Furthermore, early total expression levels of AKAP7 showed a modest abil-
ity to predict post-stroke BBB disruption, demonstrating 100% sensitivity (95% confidence interval =63.1-100%)
and 68.1% specificity (95% confidence interval =43.5-87.0%) for the development of severe HARM (Fig. 2C).

AKAP7 exhibits strong co-expression with ITGA3 in peripheral blood following stroke. Inorder
to gain insight into the possible role of AKAP7 in the context of post stroke BBB disruption, we next performed a
genome-wide correlational analysis in which the correlation coefficients between the expression levels of AKAP7
and each of the other 18,000 genes detected via microarray were calculated. Genes were then ranked based on the
absolute strength of relationship between their expression levels and those of AKAP7. We theorized that genes
which were strongly co-expressed with AKAP7 would likely be mechanistically related. ITGA3, which encodes
a cellular adhesion molecule known as integrin alpha 3 (ITGA3), was the only gene in the dataset whose expres-
sion levels were significantly correlated with those of AKAP7 (Fig. 3A), exhibiting a robust positive association
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Table 1. Discovery cohort clinical and demographic characteristics. Inter-group statistical comparisons were
made via *one-way ANOVA or b4 %2 chi-squared test; SD, standard deviation; df, degrees of freedom; *p < 0.05;
NIHSS, National Institutes of Health stroke scale; rtPA, recombinant tissue plasminogen activator.

(Fig. 3B). Furthermore, like AKAP?7, early expression levels of ITAG3 at were positively associated with the devel-
opment of post-stroke severe HARM in a post-hoc logistic regression analysis controlling for age, dyslipidemia,
and rtPA (p=0.045%, Odds ratio =3.5, 95% confidence interval = 1.0-28.4). Due to the established role of ITGA3
in mediating leukocyte extravasation'®, we hypothesized that AKAP7 may be functionally involved in ITGA3
mediated leukocyte trafficking post-stroke.

Established and bioinformatically predicted AKAP7 splice variants are expressed in the periph-
eral immune system and appear to be inversely regulated. It is well established that AKAP7 is sub-
ject to alternative splicing, however, little is known about the expression of these splice variants in the peripheral
immune system. AKAP7 codes for three splice variants which are known to generate functional scaffolding pro-
teins (AKAP7«, AKAP73, AKAP7~) with varying biological activity within the context of PKA signaling®. In
addition to these established splice variants, AKAP7 may also code for as many as six bioinformatically predicated
alternatively spliced transcripts (AKAP7x1, AKAP7x2, AKAP7x3, AKAP7x4, AKAP7x5, AKAP7x6)*!. In order
to determine which AKAP7 splice variants were responsible for the coregulatory relationship we observed with
ITGA3, we first aimed to identify which AKAP7 splice variants are expressed in the peripheral immune sys-
tem. Primers specific to each established and predicated splice variant were designed based on variant-specific
priming sites (Fig. 4A) and RT-PCR was used to probe for the presence of expression in peripheral whole blood
samples obtained from two stroke patients and two healthy subjects. PCR products were detected for all tested
AKAP7 splice variants in all samples (Fig. 4B), providing direct evidence that all established and previously
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Figure 2. Relationships between the early expression levels of candidate genes and post-stroke BBB disruption.
(A) Relationships between peripheral blood total transcriptional expression levels of each of the 16 candidate
genes at hospital admission and level of HARM on perfusion-weighted imaging at 24 hour follow up. Expression
levels are presented as standardized values generated from mean normalized microarray florescence intensities.
Significance of relationships between gene expression levels and severe HARM was assessed via bias-reduced
logistic regression. (B) Relationship between peripheral blood total transcriptional expression levels of AKAP7
at hospital admission and level of HARM on perfusion weighted imaging at 24 hour follow up. Expression

levels are presented as mean normalized microarray florescence intensity and were compared between HARM
categories using one-way ANOVA. (C) Receiver operator curve depicting the sensitivity and specificity of
admission peripheral blood total AKAP7 levels as an identifier of patients who later developed severe HARM.

bioinformatically predicted AKAP7 splice variants are expressed in the peripheral immune system. Where possi-
ble, a second set of primers was used to validate the expression of previously predicted variants (Supplementary
Figure 1A).

Once we identified that all established and previously predicted AKAP7 splice variants are expressed in the
peripheral immune system, the expression levels of each splice variant were measured in parallel with those of
ITGA3 in the peripheral blood of an identically recruited independent validation cohort of AIS patients using
qRT-PCR (Table 2). In this second cohort of patients, early expression levels of AKAP7a, AKAP73, and AKAP7~
exhibited significant positive correlations with expression levels of ITGA3 (Fig. 5A-C). Interestingly, all pre-
viously predicted AKAP7 splice variants displayed inversely related expression levels with regards to ITGA3
(Fig. 5D-H) as well as the established AKAP7 splice variants (Supplementary Figure 2). These data suggest that
the strong positive relationship between AKAP7 and ITGA3 expression observed in the first cohort of patients
was primarily driven by AKAP7a, AKAP73, and AKAP7~. This is feasible due to the fact that the previously pre-
dicted AKAP7 splice variants appeared to be expressed at much lower levels than those of the established splice
variants, as indicated by higher CT values in qRT-PCR (data not shown) and the production of significantly less
PCR product in standard RT-PCR when using primers designed for co-amplification (Supplementary Figure 1B).
Interestingly, AKAP7a, AKAP70, and AKAP7~ all encode for scaffolding proteins with the ability to bind PKAZ,
while the remaining splice variants are predicted to undergo non-sense mediated decay or generate scaffolding
proteins which lack a PKA binding domain (Supplementary Figure 3). Collectively, the data validate the relation-
ship between ITGA3 and AKAP7 observed in the discovery cohort, and suggest dynamic regulation between the
PKA-binding and non-PKA-binding AKAP7 variants. Thus, the ratio between the expression levels of these splice
variants may be more diagnostically robust than the expression levels of total AKAP7 alone.
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Figure 3. Results of genome-wide correlational analysis. (A) Volcano plot depicting the direction, strength,
and statistical significance of all 18,000 correlations examined in the analysis. Correlations were assed via
Spearman’s rho and p-values were corrected via the Bonferroni method to account for multiple comparisons.
(B) Relationship between total transcriptional expression levels of AKAP7 and total transcriptional expression
levels of ITGA3 in the peripheral blood of AIS patients at emergency department admission. Expression levels
are presented as mean normalized microarray florescence.

PKA-binding AKAP7 isoforms are highly expressed on lymphocytes in peripheral blood. To
gain further insight into the possible functional role of AKAP7 in the context of post-stroke BBB disruption, we
next looked to determine the cellular source of AKAP7 in the peripheral immune system. qRT-PCR was used to
measure the expression levels of the AKAP7 splice variants in RNA extracted from isolated leukocyte subpopu-
lations obtained from the peripheral blood of three healthy donors using immuno-magnetic negative selection.
Expression levels of the PKA-binding AKAP7 isoforms appeared to be significantly higher on cells of lymphoid
origin (Fig. 6), leading us to hypothesize that AKAP7 levels may serve as a marker of post-stroke lymphocyte
trafficking specifically.

AKAP7 expression is associated with a highly-adherent lymphocyte phenotype in vitro. In
order to test that hypothesis that AKAP7 may be a marker of lymphocyte extravasation, specifically by way of
ITGA3-mediated adhesion, QRT-PCR was used to measure the transcriptional levels of AKAP7 splice variants
and ITGA3 in primary human lymphocytes which exhibited a strong ability to adhere to culture surfaces coated
in a matrix abundant in ITGA3 ligands. Lymphocytes were isolated from the peripheral blood of three healthy
donors and expanded for 72 hours yielding healthy, actively proliferating lymphocytes (Fig. 7A). Lymphocytes
were then plated in culture dishes coated in a matrix composed of collagen, laminin, and fibronectin under
serum-free conditions and allowed 20 minutes for adherence. Non-adherent lymphocytes were collected from the
culture supernatant (Fig. 7B), and the adherent lymphocytes were then separately harvested (Fig. 7C). Viability
of cells in both fractions was assessed via trypan blue and RNA was extracted for gene expression analysis. Cell
viabilities were greater than 95% in both populations in the case of every donor. Expression levels of ITGA3 and
the PKA-binding AKAP7 variants were significantly higher on lymphocytes in adherent fractions than those
in the non-adherent fractions (Fig. 7D). Collectively these data suggest that AKAP7 expression is a marker of
ITGA3-mediated lymphocyte adhesiveness and is likely elevated in patients who later develop post-stroke BBB
disruption as a result of the presence of an invasive lymphocyte population in peripheral blood.

Discussion
The objective of this study was to determine whether the early expression levels of any of 16 candidate genes
which we previously established as differentially regulated in AIS could be used to identify patients at high risk
for post-stroke BBB disruption. Our results suggest that elevated expression levels of AKAP7 during the early
acute phase of care may be predicative for the development of BBB-disruption in the days following injury.
Furthermore, we show evidence that AKAP7 expression may be elevated in patients who later develop post-stroke
BBB disruption as a result of the presence of an invasive lymphocyte population in peripheral circulation.
AKAP?7 is a widely expressed scaffolding protein whose primary cellular function is spatial regulation of cyclic
adenosine monophosphate (cCAMP) signaling via cytoskeletal anchoring of PKA?2-%*, Alternative splicing results
in multiple AKAP7 isoforms which are functionally diverse within the context of A-kinase signaling. The AKAP7
gene codes for three splice variants (AKAP7a, AKAP73, AKAP7~) which are known to be expressed and pro-
duce functional protein isoforms (Supplementary Figure 3)%°. These AKAP7 isoforms all contain a conserved
PKA-binding domain, but distinctive tethering domains and targeting motifs which are associated with differing
intracellular localization®> >. AKAP7~ is unique with regards to AKAP7a and AKAP78 in that it contains a
phosphodiesterase (PDE) domain®. The function of this domain is currently unclear; structural similarity to
bacterial 2’5" RNA ligases has led to the hypothesis that it may have RNA ligase activity”’, while studies which
have shown AMP binding ability have led to the suggestion that it serves as an AMP sensor®. In addition to the
splice variants which are known to code for proteins, the National Center for Biotechnology Information (NCBI)
eukaryotic genome pipeline had previously predicted that the AKAP7 gene may also code for as many as six
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Figure 4. Detection of AKAP?7 splice variants in peripheral blood. (A) Exon maps of previously validated
(blue) and bioinformatically predicted (grey) AKAP7 splice variants with the location of microarray probes
and variant-specific priming sites. PEX denotes a bioinformatically predicted exon. (B) AKAP7 splice variant-
specific RT-PCR products amplified from peripheral blood-derived cDNA obtained from two non-stroke
donors and two stroke patients.

n=26

Age (mean =+ SD) 70.3+14.1
Female n (%) 16 (61.5)
Baseline NIHSS (mean & SD) 8.0+7.1
Partial anterior cerebral infarction n (%) 11 (42.3)
Total anterior cerebral infarction n (%) 4(15.4)
Lacunar cerebral infarction 1 (%) 5(19.2)
Posterior cerebral infarction n (%) 6(23.1)
Hypertension n (%) 24 (92.3)
Diabetes n (%) 4(15.4)
Atrial Fibrillation n (%) 10 (38.5)
Myocardial infarction # (%) 6(23.1)
Dyslipidemia n (%) 12 (46.2)
Hypertension medication 7 (%) 22 (84.6)
Diabetes medication # (%) 4(15.4)
Cholesterol medication 7 (%) 10 (38.5)
Anticoagulant/antiplatelet 1 (%) 8(30.8)
rtPA 1 (%) 10 (38.5)
Current Smoker 7 (%) 6(23.1)
Family History of stroke n (%) 11 (42.3)
Previous Stroke 1 (%) 6(23.1)

Table 2. Validation cohort clinical and demographic characteristics. SD, standard deviation; NIHSS, National
Institutes of Health stroke scale; rtPA, recombinant tissue plasminogen activator.

additional splice variants®!. The sequences of these previously predicated splice variants suggest some would be
targeted for non-sense mediated decay while others would generate protein isoforms containing the PDE domain
but lacking the PKA binding domain (Supplementary Figure 3). While AKAP7 has been most widely studied
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Figure 5. Relationship between peripheral blood expression levels of AKAP7 splice variants and ITGA3.

(A-H) Relationship between transcriptional expression levels of AKAP7 splice variants and total transcriptional
expression levels of ITGA3 in the peripheral whole blood of validation cohort AIS patients at emergency
department admission as measured using qRT-PCR. Splice variants which are translated to produce PKA-
binding AKAP7 isoforms are highlighted. Expression levels are presented as log, fold differences relative to the
sample of lowest expression.

in the skeletal muscle, cardiac tissue, and the brain, little is known about the physiological role of AKAP7 in the
peripheral immune system.

In order to gain insight into the possible function of leukocyte AKAP7 in the context of post-stroke BBB
disruption, we aimed to establish which AKAP?7 splice variants are expressed in the peripheral immune system
following stroke, determine what cell populations they are expressed on, as well as identify molecules which
exhibit a pattern of co-regulation. Our results provided evidence that all previously established protein coding
AKAP?7 splice variants, as well as all previously predicted AKAP7 splice variants, are expressed in the periph-
eral immune system. Our results further suggest that the PKA-binding isoforms of AKAP7 are predominantly
expressed on cells of lymphoid origin, and that their expression levels are highly correlated with those of ITGA3,
a cell adhesion molecule known to interact with various extracellular matrix proteins including with laminin,
collagen, and fibronectin®®. ITGA3 has recently been shown to signal via cAMP and PKA upon ligand bind-
ing®; thus, it is highly plausible that the strong relationship we observed between the expression levels of the
PKA-binding AKAP7 splice variants and the expression levels of ITGA3 exists because these AKAP7 isoforms
mediate the interaction between ITGA3 and PKA. Interestingly, elevated expression of ITGA3 is associated with
lymphocyte invasiveness®®?!, and inhibition of ITGA3 has been to shown to limit leukocyte extravasation in
inflammatory conditions such as sepsis®. In light of our observations, this information led us to hypothesize that
the PKA-binding isoforms of AKAP7 are markers of ITGA3-mediated lymphocyte adhesiveness, and are likely
elevated in patients who later develop post-stroke BBB disruption as a result of the presence of an invasive lym-
phocyte population in the peripheral blood.

The results of our in vitro experiments supported this hypothesis, as the expression levels of the PKA-binding
isoforms of AKAP7, along with the expression levels of ITGA3, were elevated on primary lymphocytes which
exhibited a strongly adherent phenotype indicative of invasiveness. The presence of a lymphocyte population
with such properties in the peripheral immune system following stroke could contribute to disruption of the
BBB by both direct and indirect mechanisms. The process of cerebrovascular lymphocyte extravasation alone
inherently reduces the integrity of the BBB*, and heightened accumulation of lymphocytes in the brain paren-
chyma increases the risk of further BBB disruption via the development an adaptive immune response directed
at central nervous system antigens®. The development of such a response leads to lymphocyte-mediated pro-
duction of pro-inflammatory chemokines which drive increased influx of innate immune cell populations such
as neutrophils and monocytes from the periphery into the central nervious system®*; during this process, these
myeloid immune populations produce proteolytic molecules such as matrix metalloproteinases which further
act to compromise the integrity of the BBB% Expectedly, it has been shown in multiple studies that increased
lymphocyte activity post-stoke leads to poor prognosis®> . Thus, our results suggest that AKAP7 and ITGA3 are
molecules which could potentially be targeted therapeutically to limit lymphocyte-mediated post-stroke injury
exacerbation.

Additionally, our findings suggest that AKAP7 may be a clinically useful biomarker. Early identification of
patients at heightened risk for post-stroke BBB disruption allows for clinicians to make more informed decisions
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Figure 6. Expression of AKAP7 splice variants in primary leukocyte populations isolated from peripheral
blood. (A-H) Transcriptional expression levels of AKAP7 splice variants in primary leukocyte populations
isolated from the peripheral blood of two male and one female heathy donors as measured by qRT-PCR. Splice
variants which are translated to produce PKA-binding AKAP7 isoforms are highlighted. Expression levels are
presented as fold difference relative to the population of lowest expression and were statistically compared using
one-way ANOVA.

regarding the administration of thrombolytic therapies, and can ultimately improve clinical management®. As a
result, several prior studies have looked to identify blood biomarkers which are predicative for the development
of post-stroke BBB disruption. The most widely investigated and once considered the most promising of these
potential biomarkers is S100 calcium binding protein B (S100B). Multiple studies have observed early elevated
plasma levels of S100B in AIS patients who later develop BBB disruption®”*, however S100B has only exhibited
modest levels of diagnostic robustness; in the largest clinical study performed to date evaluating the ability of
S100B to identify patients at risk for post-stroke BBB disruption, S100B was only able to do so with 93% sensitiv-
ity and 48% specificity®®. In the study reported here, albeit in a limited sample size, early transcriptional levels of
AKAP?7 exhibited an ability to predict post-stroke BBB disruption with levels of diagnostic performance exceed-
ing those reported with regards to a majority of previously proposed biomarkers; these findings make AKAP7 a
candidate for further clinical evaluation with regards to biomarker use.

In addition to providing insight into the role of leukocyte AKAP?7 in the context of stroke, this study generated
novel data regarding the genomic regulation of AKAP?7. This study was the first to provide substantial evidence
that all six AKAP7 splice variants which were bioinformatically predicted by the NCBI eukaryotic genome pipe-
line are expressed in nature. Of these variants, AKAP7x3 and AKAP7x6 are predicted to undergo non-sense
mediated decay based on the presence of stop codons more than 50 nucleotides upstream of the first 3’ exon-exon
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Figure 7. Expression of AKAP7 splice variants and ITGA3 on differentially adherent lymphocyte populations.
(A) Actively proliferating primary human lymphocytes following 72 hours of in vitro stimulation with PHA. (B)
Adherent fraction of lymphocytes bound to extracellular matrix rich in ITGA3 ligands following 20 minutes

of serum starvation. (C) Non-adherent fraction of lymphocytes collected following 20 minutes of serum
starvation. (D) Transcriptional expression levels of total ITGA3 and AKAP?7 splice variants in adherent and
non-adherent lymphocyte fractions as measured by qRT-PCR. Splice variants which are translated to produce
PKA-binding AKAP7 isoforms are highlighted. Expression levels are presented as fold difference relative to the
adherent fraction and were statistically compared using two-sample two-way paired t-test.

junction®. The sequences of remaining previously predicated splice variants (AKAP7x1, AKAP7x2, AKAP7x4,
AKAP7x5) suggest they have the capacity to code for proteins. The protein isoforms which would be generated
by these splice variants would be highly homologous to AKAP7~, however lack the presence of the PKA binding
domain. This suggests it is likely that AKAP7 protein isoforms exist in nature which lack A-kinase binding ability.
It is possible that these isoforms could act as decoy proteins which occupy AKAP7 anchoring sites to inhibit the
scaffolding of A-kinases. Alternatively, because three of these four potential protein isoforms are predicted to
contain an untruncated PDE domain as their predominant feature, it is also plausible that they have some other
biological function directly inferred by the PDE domain. As future studies provide more insight regarding the
role of the PDE domain, the function of these previously predicated splice variants may become more clear. Our
results imply that these previously predicted splice variants are expressed at much lower levels in the peripheral
immune system than the established splice variants which code for PKA-binding protein isoforms, however, the
dynamic intra-variant regulation we observed suggests they are of biological significance. Expectedly, due to their
seemingly opposing biological function within the context of A-kinase signaling, we observed inversely regulated
expression levels between the previously predicted splices variants and the established splice variants which code
for PKA-binding protein isoforms. Thus, AKAP?7 alternative splicing may play a much larger role in regulation of
cAMP signaling than previously anticipated.

Due to the preliminary nature of this study, it is important to note that it is not without limitations. The sample
size in this study was not large enough to draw definitive conclusions regarding the potential use of AKAP7 as a
clinical biomarker for prediction of post-stroke BBB complications. However, we feel the results of this this pre-
liminary analysis are promising and investigation into the prognostic value of AKAP7 in a larger clinical cohort
is warranted. In terms of understanding the mechanistic role of AKAP7 in the peripheral immune system with
regards to stroke pathophysiology, much of the analysis in this study was associative in nature and performed only
at the level of transcription. The biological mechanisms proposed based on the associative observations of this
study should be validated in future pre-clinical work which takes a more direct experimental approach, poten-
tially via genetic manipulation of AKAP7 in-vivo. Furthermore, our assumption that the association between
whole blood AKAP7 levels and post-stroke BBB disruption is driven by a lymphocyte-dependent mechanism was
based on the observation of lymphocyte-specific AKAP7 expression on isolated leukocyte subpopulations; how-
ever, this analysis was restricted to a limited number of healthy individuals and only surveyed the three most pre-
dominant subpopulations of leukocytes. Thus, future work may want to address the possibility that non-lymphoid
sources of AKAP7 may contribute to the whole blood elevation in expression levels observed with post-stroke
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BBB disruption. Despite the aforementioned limitations, we feel that this work provides compelling evidence that
AKAP?7 in the peripheral immune system plays a role in post-stroke BBB pathology. We feel these results provide
valuable foundational knowledge which will allow for more in-depth exploration into AKAP7 as both a clinical
biomarker and therapeutic target with regards to post-stroke BBB disruption.

Collectively, our results suggest that early expression levels of AKAP7 in the peripheral immune system are
predictive of the development of BBB disruption in the days following ischemic stroke. Furthermore, our findings
suggest that AKAP7 is a marker for a highly adherent lymphocyte phenotype, and may be elevated in patients
who later develop post-stroke BBB disruption as a result of the presence of an invasive lymphocyte phenotype in
peripheral blood. Thus, AKAP7 may a clinically useful biomarker for the identification of patients at heightened
risk for the development of post-stroke BBB disruption. This work yields novel insight regarding the biology of
AKAP?7 in the context of the peripheral immune system, and provides a foundation for further study regarding
the role of AKAP?7 in stroke pathology.

Methods

Discovery Cohort Patients. Discovery cohort AIS patients were recruited at Suburban Hospital (Bethesda,
MD). All AIS patients displayed definitive radiographic evidence of vascular ischemic pathology on MRI accord-
ing to the established criteria for diagnosis of acute ischemic cerebrovascular syndrome (AICS)*, and diagnoses
were confirmed by an experienced neurologist. Prospective subjects were excluded if they displayed radiographic
evidence of BBB disruption at emergency department admission, reported a prior hospitalization within 90 days,
were under 18 years of age, or were admitted more than 24 hours post-symptom onset. Type of cerebral infarction
was classified via the four categories described by Bamford et al.*! based solely on radiographic evidence of the
following®*®: anterior circulation infarct with restricted cortical involvement (partial anterior cerebral infarction),
large anterior circulation infarct with both cortical and subcortical involvement (total anterior cerebral infarc-
tion), small perforating artery infarction (lacunar cerebral infarction), vertebrobasilar territory infarction (poste-
rior cerebral infarction). Time from symptom onset was determined by the time the patient was last known to be
free of AIS symptoms. Injury severity was determined according to the National Institutes of Health stroke scale
(NTHSS) at the time of blood draw. Demographic information was collected from either the subject or significant
other by a trained clinician. All procedures were approved by the institutional review boards of the National
Institute of Neurological Disorders/National Institute on Aging at the National institutes of Health and Suburban
Hospital. All experiments were performed in accordance with relevant guidelines and regulations. Informed con-
sent was obtained from all subjects or their authorized representatives prior to any study procedures.

Validation cohort patients. Validation cohort AIS patients were recruited at Ruby Memorial Hospital
(Morgantown, West Virginia). All AIS patients displayed definitive radiographic evidence of vascular ischemic
pathology on either computed tomography (CT) or MRI according to the same AICS diagnostic criteria*® utilized
for discovery cohort recruitment. Patient exclusion, stroke sub-type classification, assessment of injury severity,
and collection of demographic information was performed in an identical manner as it was with regards to the
discovery cohort. All procedures were approved by the institutional review boards of West Virginia University
and Ruby Memorial Hospital. All experiments were performed in accordance with relevant guidelines and regu-
lations and informed consent was obtained from all subjects or their authorized representatives prior to any study
procedures.

Magnetic resonance imaging for assessment of HARM. MRI was performed on discovery
cohort patients using a 1.5-Tesla clinical magnetic resonance system both at emergency department admis-
sion and at 24 hour follow-up. The standardized protocol included: diffusion-weighted imaging, T2-weighted
gradient-recalled echo, FLAIR, and perfusion-weighted imaging. Perfusion-weighted imaging was obtained
using a bolus passage of Gd-DTPA (0.1 mmol/kg). FLAIR images were assessed for location and level of HARM
as previously described®. HARM was positivity identified by the post-contrast appearance of CSF hyperintensity
in the sulci or ventricles (Fig. 1). Level of HARM was classified based on the following criteria: no hyperinten-
sity (none), punctate regions of hyperintensity (mild), continuous regions of hyperintensity on 1-10 consecu-
tive images (moderate), continuous regions of hyperintensity on >10 consecutive images (severe). Images were
reviewed sequentially by expert readers, blinded to clinical information.

Blood collection and RNA extraction. Peripheral blood samples were collected via PAXgene RNA tubes
(Qiagen, Valencia, CA) and stored at —80 °C until RNA extraction. RNA was extracted via PreAnalytiX PAXgene
blood RNA kit (Qiagen) and automated using the QIAcube system (Qiagen). Quantity and purity of isolated
RNA was determined via spectrophotometry (NanoDrop, Thermo Scientific, Waltham, MA). Quality of RNA was
confirmed by chip capillary electrophoresis (Agilent 2100 Bioanalyzer, Agilent Technologies, Santa Clara, CA).

Microarray. RNA was amplified and biotinylated using the TotalPrep RNA amplification kit (Applied
Biosystems, Grand Island, NY). Samples were hybridized to HumanRef-8 expression bead chips (Illumina,
San Diego, CA) and scanned using the Illumina BeadStation. Raw probe intensities were background sub-
tracted, quantile normalized, and then summarized at the gene level (total gene expression) using Illumina
GenomeStudio. Sample labeling, hybridization, and scanning were performed per standard Illumina protocols.
mRNA expression values are presented as normalized mean probe intensity. Raw data are available via NCBI
Gene Expression Omnibus (GEO) accession GSE16561.

For genome-wide correlational analysis, correlation coeflicients between the expression levels of genes identi-
fied as being predictive of severe HARM and each of the remaining genes detected via microarray were calculated.
Genes were then ranked based on the absolute strength of relationship between their expression levels and those
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of HARM-associated genes. Statistical significance of relationships was evaluated via two-tailed critical testing
with Bonferroni correction to account for multiple comparisons.

RT-PCR. ¢DNA was synthesized using the Applied Biosystems High Capacity Reverse Transcription Kit.
For quantitative PCR, target sequences were amplified from 10 ng of cDNA input using custom probe sets
designed using the NCBI primer design tool and detected via SYBR green (PowerSYBR, Thermo-Fisher) on the
RotorGeneQ (Qiagen). Raw amplification plots were background corrected and CT values were generated via
the RotorGeneQ software package. All reactions were performed in triplicate. Transcripts of B2M, PPIB, and
ACTB were amplified as low variability references and normalization was performed using the NORMAgene
data-driven normalization algorithm*®. Expression values are presented as fold difference relative to control in the
case of groupwise comparisions, or as fold value relative to lowest expression for correlational analysis.

For non-quantitative PCR applications, 100 ng of template was amplified using ReddyMix Complete master
mix (Thermo Scientific) and products were visualized via ethidium bromide following agarose gel electrophore-
sis. Primer sequences and thermocycling conditions are listed in Supplementary Table 1.

Isolation of Leukocyte Sub-populations. Blood was collected from healthy donors via K, EDTA
vacutainer and leukocytes were isolated via immuno-magnetic negative selection (EasySep Direct, StemCell
Technologies, Vancouver, CA). Neutrophils, total lymphocytes, and monocytes were isolated from 4 mLs each
of EDTA-treated blood per manufacture instructions. Isolated cells were rinsed once in PBS and lysed in Qiagen
buffer RLT containing beta-mercaptoethanol, flash frozen in liquid nitrogen, and stored at —80 until RNA
extraction.

Primary lymphocyte culture and adhesion assay.  All cell culture was performed using aseptic tech-
nique under standard mammalian culture conditions. For isolation of primary lymphocytes, 10 mLs of whole
peripheral blood was collected via EDTA vacutainer and peripheral blood mononuclear cells were isolated
via density gradient centrifugation. Two rounds of differential plating were performed to separate monocytes
from lymphocytes. Lymphocytes were expanded for 72 hours in a growth media comprised of RPMI-1640 (Life
Technologies, Grand Island, NY) containing 10% autologous human serum, beta-mercaptoethanol (Gibco,
Grand Island, NY), phytohaemagglutinin (PHA, Gibco), and HEPES (Gibco). For adhesion assays, expanded
lymphocytes were suspended in serum-free media and plated in 6-well culture vessels coated in a matrix com-
prised of recombinant human collagen, fibronectin, and laminin (Gibco). After 20 minutes, non-adherent cells
were collected from the culture supernatant via centrifugation and the remaining adherent cells were separately
harvested via scraping. Cell fractions were lysed in Qiagen buffer RLT and stored at —80 for later RNA extraction.
Adherent and non-adherent fractions from identical cultures were used for viability testing via trypan blue. Data
represent lymphocyte populations obtained from three healthy donors, all assayed in triplicate.

Statistics. Statistical analysis was performed using SPSS (IBM, Chicago, Ill) in combination with R 2.14 (R
project for statistical computing) via the SPSS R integration plug-in. Chi-squared test was used for comparison
of dichotomous variables. Student t-test or one-way ANOVA was used for comparison of continuous variables
where appropriate. Spearman’s rho was used to assess the strength of correlational relationships. Bias-reduced
logistic regression was performed using the logistf R package*; regression was performed using standardized
gene expression levels, and model inclusion of independent variables was determined via forward stepwise
selection. Receiver operator characteristic (ROC) analysis was used to test the performance of binary classifiers;
optimal cutoff value was determined by the cutoff which yielded the greatest level of combined sensitivity and
specificity. The level of significance was established at 0.05 for all statistical testing. P-values were corrected via the
Bonferroni method in the case of multiple comparisons.

References

1. Montaner, J. et al. Matrix metalloproteinase expression after human cardioembolic stroke: temporal profile and relation to
neurological impairment. Stroke 32, 1759-66, doi:10.1161/01.STR.32.8.1759 (2001).

2. Rosell, A. et al. MMP-9-positive neutrophil infiltration is associated to blood-brain barrier breakdown and basal lamina type IV
collagen degradation during hemorrhagic transformation after human ischemic stroke. Stroke 39, 1121-1126, doi:10.1161/
STROKEAHA.107.500868 (2008).

3. The National Institute of Neurological Disorders and Stroke rt-PA Stroke Study Group (NINDS). Tissue plasminogen activator for
acute ischemic stroke. The National Institute of Neurological Disorders and Stroke rt-PA Stroke Study Group. N. Engl. J. Med. 333,
1581-7, doi:10.1056/NEJM199512143332401 (1995).

4. Mohr, J. P. Thrombolytic therapy for ischemic stroke: from clinical trials to clinical practice. JAMA 283, 1189-91, doi:10.1001/
jama.283.9.1189 (2000).

5. Hacke, W. et al. Intravenous thrombolysis with recombinant tissue plasminogen activator for acute hemispheric stroke. The
European Cooperative Acute Stroke Study (ECASS). JAMA 274, 1017-25, doi:10.1001/jama.1995.03530130023023 (1995).

6. Thomalla, G. et al. Outcome and symptomatic bleeding complications of intravenous thrombolysis within 6 hours in MRI-selected
stroke patients: Comparison of a German multicenter study with the pooled data of ATLANTIS, ECASS, and NINDS tPA trials.
Stroke 37, 852-858, d0i:10.1161/01.STR.0000204120.79399.72 (2006).

7. Henning, E. C,, Latour, L. L. & Warach, S. Verification of enhancement of the CSF space, not parenchyma, in acute stroke patients
with early blood-brain barrier disruption. J. Cereb. Blood Flow Metab. 28, 882-886, d0i:10.1038/sj.jcbfm.9600598 (2008).

8. Warach, S. & Latour, L. L. Evidence of reperfusion injury, exacerbated by thrombolytic therapy, in human focal brain ischemia using
a novel imaging marker of early blood-brain barrier disruption. Stroke 35, 2659-2661, doi:10.1161/01.STR.0000144051.32131.09
(2004).

9. Latour, L. L., Kang, D.-W,, Ezzeddine, M. A., Chalela, J. A. & Warach, S. Early blood-brain barrier disruption in human focal brain
ischemia. Ann. Neurol. 56, 468-77, doi:10.1002/ana.20199 (2004).

10. Schellinger, P. D. et al. Evidence-based guideline: The role of diffusion and perfusion MRI for the diagnosis of acute ischemic stroke:
report of the Therapeutics and Technology Assessment Subcommittee of the American Academy of Neurology. Neurology 75,
177-85, doi:10.1212/WNL.0b013e3181e7c9dd (2010).

SCIENTIFICREPORTS|7: 1172 | DOI:10.1038/s41598-017-01178-5 11


http://1
http://dx.doi.org/10.1161/01.STR.32.8.1759
http://dx.doi.org/10.1161/STROKEAHA.107.500868
http://dx.doi.org/10.1161/STROKEAHA.107.500868
http://dx.doi.org/10.1056/NEJM199512143332401
http://dx.doi.org/10.1001/jama.283.9.1189
http://dx.doi.org/10.1001/jama.283.9.1189
http://dx.doi.org/10.1001/jama.1995.03530130023023
http://dx.doi.org/10.1161/01.STR.0000204120.79399.72
http://dx.doi.org/10.1038/sj.jcbfm.9600598
http://dx.doi.org/10.1161/01.STR.0000144051.32131.09
http://dx.doi.org/10.1002/ana.20199
http://dx.doi.org/10.1212/WNL.0b013e3181e7c9dd

www.nature.com/scientificreports/

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

. Kéhrmann, M. & Schellinger, P. D. Acute Stroke Triage to Intravenous Thrombolysis and Other Therapies with Advanced CT or MR

Imaging: Pro MR Imaging. Radiology 251, 627-633, doi:10.1148/radiol.2513081074 (2009).

. Handschu, R. et al. Acute stroke management in the local general hospital. Stroke. 32, 866-870, doi:10.1161/01.STR.32.4.866 (2001).
. Tang, Y. et al. Gene expression in blood changes rapidly in neutrophils and monocytes after ischemic stroke in humans: a microarray

study. J. Cereb. Blood Flow Metab. 26, 1089-1102, doi:10.1038/sj.jcbfm.9600264 (2006).

Barr, T. L. et al. Genomic biomarkers and cellular pathways of ischemic stroke by RNA gene expression profiling. Neurology 75,
1009-14, doi:10.1212/WNL.0b013e3181f2b37f (2010).

Moore, D. E. et al. Using peripheral blood mononuclear cells to determine a gene expression profile of acute ischemic stroke: a pilot
investigation. Circulation 111, 212-21, doi:10.1161/01.CIR.0000152105.79665.C6 (2005).

O’Connell, G. C. et al. Machine-learning approach identifies a pattern of gene expression in peripheral blood that can accurately
detect ischaemic stroke. npj Genomic Med. 1, 16038, doi:10.1038/npjgenmed.2016.38 (2016).

Veldhuis, W. B. et al. Interferon-beta prevents cytokine-induced neutrophil infiltration and attenuates blood-brain barrier
disruption. Interferon-Beta Prevents Cytokine-Induced Neutrophil Infiltration and Attenuates Blood-Brain Barrier Disruption 8,
1060-1069, doi:10.1097/01.WCB.0000080701.47016.24 (2003).

Jickling, G. C. et al. RNA in blood is altered prior to hemorrhagic transformation in ischemic stroke. Ann. Neurol. 74, 232-240,
doi:10.1002/ana.23883 (2013).

Lerman, Y. V. et al. Sepsis lethality via exacerbated tissue infiltration and TLR-induced cytokine production by neutrophils is
integrin a331-dependent. Blood 124, 3515-23, doi:10.1182/blood-2014-01-552943 (2014).

Trotter, K. W. et al. Alternative splicing regulates the subcellular localization of A-kinase anchoring protein 18 isoforms. J. Cell Biol.
147, 1481-92, doi:10.1083/jcb.147.7.1481 (1999).

Pruitt, K. D., Tatusova, T., Brown, G. R. & Maglott, D. R. NCBI Reference Sequences (RefSeq): Current status, new features and
genome annotation policy. Nucleic Acids Res. 40, 130-135, doi:10.1093/nar/gkr1079 (2012).

Gray, P. C,, Tibbs, V. C,, Catterall, W. A. & Murphy, B. J. Identification of a 15-kDa cAMP-dependent protein kinase-anchoring
protein associated with skeletal muscle L-type calcium channels. J. Biol. Chem. 272, 6297-6302, doi:10.1074/jbc.272.10.6297 (1997).
Gray, P. C. et al. Primary structure and function of an A kinase anchoring protein associated with calcium channels. Neuron 20,
1017-1026, doi:10.1016/S0896-6273(00)80482-1 (1998).

Johnson, K. R., Nicodemus-Johnson, J., Carnegie, G. K. & Danziger, R. S. Molecular evolution of A-kinase anchoring protein
(AKAP)-7: implications in comparative PKA compartmentalization. BMC Evol. Biol. 12,125, doi:10.1186/1471-2148-12-125 (2012).
Redden, J. M. et al. Spatiotemporal regulation of PKC via interactions with AKAP7 isoforms. Biochem. J. 446, 301-309, doi:10.1042/
BJ20120366 (2012).

Gold, M. G., Smith, E. D., Scott, J. D. & Barford, D. AKAP18 Contains a Phosphoesterase Domain that Binds AMP. J. Mol. Biol. 375,
1329-1343, d0i:10.1016/j.jmb.2007.11.037 (2008).

Gusho, E. et al. Murine AKAP7 has a 2/,5’-phosphodiesterase domain that can complement an inactive murine coronavirus ns2
gene. MBio 5, e01312-14, doi:10.1128/mBio.01312-14 (2014).

Takada, Y. et al. Molecular cloning and expression of the cDNA for alpha 3 subunit of human alpha 3 beta 1 (VLA-3), an integrin
receptor for fibronectin, laminin, and collagen. J Cell Biol 115, 257-266, d0i:10.1083/jcb.115.1.257 (1991).

Kim, S. H. et al. Antagonism of VEGF-A-induced increase in vascular permeability by an integrin a331-Shp-1-cAMP/PKA pathway.
Blood 120, 4892-902, doi:10.1182/blood-2012-05-428243 (2012).

Kryczek, 1. et al. Phenotype, distribution, generation, and functional and clinical relevance of Th17 cells in the human tumor
environments. Blood 114, 1141-9, doi:10.1182/blood-2009-03-208249 (2009).

Baldini, L. et al. Differential expression of very late activation antigen-3 (VLA-3)/VLA-4 in B-cell non-Hodgkin lymphoma and
B-cell chronic lymphocytic leukemia. Blood 79, 2688-2693 (1992).

Kebir, H. et al. Human TH17 lymphocytes promote blood-brain barrier disruption and central nervous system inflammation. Nat.
Med. 13, 1173-5, d0i:10.1038/nm1651 (2007).

Gee, J. M, Kalil, A, Shea, C. & Becker, K. J. Lymphocytes: Potential mediators of postischemic injury and neuroprotection. Stroke
38, 783-788, d0i:10.1161/01.STR.0000248425.59176.7b (2007).

Gelderblom, M. et al. Neutralization of the IL-17 axis diminishes neutrophil invasion and protects from ischemic stroke. Blood 120,
3793-3802, doi:10.1182/blood-2012-02-412726 (2012).

Doyle, K. P. et al. B-Lymphocyte-Mediated Delayed Cognitive Impairment following Stroke. J. Neurosci. 35, 2133-2145, doi:10.1523/
JNEUROSCI.4098-14.2015 (2015).

Hurn, P. D. et al. T- and B-cell-deficient mice with experimental stroke have reduced lesion size and inflammation. J. Cereb. Blood
Flow Metab. 27, 1798-805, doi:10.1038/sj.jcbfm.9600482 (2007).

Foerch, C. et al. Elevated serum S100B levels indicate a higher risk of hemorrhagic transformation after thrombolytic therapy in
acute stroke. Stroke 38, 2491-2495, doi:10.1161/STROKEAHA.106.480111 (2007).

Kazmierski, R., Michalak, S., Wencel-Warot, A. & Nowinski, W. L. Serum tight-junction proteins predict hemorrhagic
transformation in ischemic stroke patients. Neurology 79, 1677-1685, doi:10.1212/WNL.0b013e31826e9a83 (2012).

Le Hir, H., Izaurralde, E., Maquat, L. E. & Moore, M. J. The spliceosome deposits multiple proteins 20-24 nucleotides upstream of
mRNA exon-exon junctions. EMBO J. 19, 6860-6869, doi:10.1093/emboj/19.24.6860 (2000).

Kidwell, C. S. & Warach, S. Acute Ischemic Cerebrovascular Syndrome: Diagnostic Criteria. Stroke 34, 2995-2998, doi:10.1161/01.
STR.0000098902.69855.A9 (2003).

Bamford, J., Sandercock, P., Dennis, M., Burn, J. & Warlow, C. Classification and natural history of clinically identifiable subtypes of
cerebral infarction. Lancet (London, England) 337, 1521-6, d0i:10.1016/0140-6736(91)93206-O (1991).

Lee, L. J., Kidwell, C. S, Alger, J., Starkman, S. & Saver, J. L. Impact on stroke subtype diagnosis of early diffusion-weighted magnetic
resonance imaging and magnetic resonance angiography. Stroke 31, 1081-1089, d0i:10.1161/01.STR.31.5.1081 (2000).
Heckmann, L.-H., Serensen, P. B., Krogh, P. H. & Serensen, J. G. NORMA-Gene: a simple and robust method for qPCR
normalization based on target gene data. BMC Bioinformatics 12, 250, doi:10.1186/1471-2105-12-250 (2011).

Heinze, G. & Schemper, M. A solution to the problem of separation in logistic regression. Stat. Med. 21, 2409-2419, doi:10.1002/
sim.1047 (2002).

Acknowledgements

The authors would foremost like to thank the subjects and their families, as this work was truly made possible
by their selfless contribution. We also would like to thank the stroke team at Ruby Memorial Hospital and the
National Institutes of Health stroke team at Suburban Hospital for supporting this research effort. Work was
funded via a pre-doctoral Intramural Research Training Award to TLB via the Graduate Partnerships Program
through the National Institutes of Health-National Institute of Nursing Research, a Robert Wood Johnson
Foundation Nurse Faculty Scholar award to TLB (70319), and a National Institutes of Health CoBRE sub-award
to TLB (P20 GM109098).

SCIENTIFICREPORTS|7: 1172 | DOI:10.1038/s41598-017-01178-5 12


http://dx.doi.org/10.1148/radiol.2513081074
http://dx.doi.org/10.1161/01.STR.32.4.866
http://dx.doi.org/10.1038/sj.jcbfm.9600264
http://dx.doi.org/10.1212/WNL.0b013e3181f2b37f
http://dx.doi.org/10.1161/01.CIR.0000152105.79665.C6
http://dx.doi.org/10.1038/npjgenmed.2016.38
http://dx.doi.org/10.1097/01.WCB.0000080701.47016.24
http://dx.doi.org/10.1002/ana.23883
http://dx.doi.org/10.1182/blood-2014-01-552943
http://dx.doi.org/10.1083/jcb.147.7.1481
http://dx.doi.org/10.1093/nar/gkr1079
http://dx.doi.org/10.1074/jbc.272.10.6297
http://dx.doi.org/10.1016/S0896-6273(00)80482-1
http://dx.doi.org/10.1186/1471-2148-12-125
http://dx.doi.org/10.1042/BJ20120366
http://dx.doi.org/10.1042/BJ20120366
http://dx.doi.org/10.1016/j.jmb.2007.11.037
http://dx.doi.org/10.1128/mBio.01312-14
http://dx.doi.org/10.1083/jcb.115.1.257
http://dx.doi.org/10.1182/blood-2012-05-428243
http://dx.doi.org/10.1182/blood-2009-03-208249
http://dx.doi.org/10.1038/nm1651
http://dx.doi.org/10.1161/01.STR.0000248425.59176.7b
http://dx.doi.org/10.1182/blood-2012-02-412726
http://dx.doi.org/10.1523/JNEUROSCI.4098-14.2015
http://dx.doi.org/10.1523/JNEUROSCI.4098-14.2015
http://dx.doi.org/10.1038/sj.jcbfm.9600482
http://dx.doi.org/10.1161/STROKEAHA.106.480111
http://dx.doi.org/10.1212/WNL.0b013e31826e9a83
http://dx.doi.org/10.1093/emboj/19.24.6860
http://dx.doi.org/10.1161/01.STR.0000098902.69855.A9
http://dx.doi.org/10.1161/01.STR.0000098902.69855.A9
http://dx.doi.org/10.1016/0140-6736(91)93206-O
http://dx.doi.org/10.1161/01.STR.31.5.1081
http://dx.doi.org/10.1186/1471-2105-12-250
http://dx.doi.org/10.1002/sim.1047
http://dx.doi.org/10.1002/sim.1047

www.nature.com/scientificreports/

Author Contributions

Work was conceptualized by T.L.B. and G.C.O. Experiments were designed by G.C.O. and performed by G.C.O.
and M.B.T. Data were analyzed by G.C.O. Patient recruitment and collection of samples was performed by A.B.P,
N.L., C.S.T. Manuscript was written by G.C.O. with contributions from T.L.B., A.B.P,, N.L., C.S.T. and P.D.C.

Additional Information
Supplementary information accompanies this paper at doi:10.1038/s41598-017-01178-5

Competing Interests: G.C.O. and T.L.B. have a patent pending re: genomic patterns of expression for stroke
diagnosis. T.L.B. serves as chief scientific officer for Valtari Bio Incorporated. Work by G.C.0. is included in
a licensing agreement with Valtari Bio Incorporated. The remaining authors report no potential conflicts of
interest.

Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International

License, which permits use, sharing, adaptation, distribution and reproduction in any medium or
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2017

SCIENTIFICREPORTS|7: 1172 | DOI:10.1038/s41598-017-01178-5 13


http://dx.doi.org/10.1038/s41598-017-01178-5
http://creativecommons.org/licenses/by/4.0/

	Peripheral blood AKAP7 expression as an early marker for lymphocyte-mediated post-stroke blood brain barrier disruption

	Results

	Early peripheral blood expression of AKAP7 is associated with the development of post-stroke BBB disruption. 
	AKAP7 exhibits strong co-expression with ITGA3 in peripheral blood following stroke. 
	Established and bioinformatically predicted AKAP7 splice variants are expressed in the peripheral immune system and appear  ...
	PKA-binding AKAP7 isoforms are highly expressed on lymphocytes in peripheral blood. 
	AKAP7 expression is associated with a highly-adherent lymphocyte phenotype in vitro. 

	Discussion

	Methods

	Discovery Cohort Patients. 
	Validation cohort patients. 
	Magnetic resonance imaging for assessment of HARM. 
	Blood collection and RNA extraction. 
	Microarray. 
	RT-PCR. 
	Isolation of Leukocyte Sub-populations. 
	Primary lymphocyte culture and adhesion assay. 
	Statistics. 

	Acknowledgements

	Figure 1 Assessment of post-stroke BBB disruption via HARM on perfusion-weighted imaging.
	Figure 2 Relationships between the early expression levels of candidate genes and post-stroke BBB disruption.
	Figure 3 Results of genome-wide correlational analysis.
	Figure 4 Detection of AKAP7 splice variants in peripheral blood.
	Figure 5 Relationship between peripheral blood expression levels of AKAP7 splice variants and ITGA3.
	Figure 6 Expression of AKAP7 splice variants in primary leukocyte populations isolated from peripheral blood.
	Figure 7 Expression of AKAP7 splice variants and ITGA3 on differentially adherent lymphocyte populations.
	Table 1 Discovery cohort clinical and demographic characteristics.
	Table 2 Validation cohort clinical and demographic characteristics.




