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RESEARCH ARTICLE
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Abstract
Sickle cell anemia (SCA) is an inherited hemolytic anemia with compensatory reticulocyto-

sis. Recent studies have shown that increased levels of reticulocytosis during infancy are

associated with increased hospitalizations for SCA sequelae as well as cerebrovascular

pathologies. In this study, absolute reticulocyte counts (ARC) measured prior to transfusion

were analysed among a cohort of 29 pediatric SCA patients receiving chronic transfusion

therapy (CTT) for primary and secondary stroke prevention. A cross-sectional flow cyto-

metric analysis of the reticulocyte phenotype was also performed. Mean duration of CTT

was 3.1 ± 2.6 years. Fifteen subjects with magnetic resonance angiography (MRA) -vascu-

lopathy had significantly higher mean ARC prior to initiating CTT compared to 14 subjects

without MRA-vasculopathy (427.6 ± 109.0 K/μl vs. 324.8 ± 109.2 K/μl, p<0.05). No signifi-

cant differences in hemoglobin or percentage sickle hemoglobin (HbS) were noted between

the two groups at baseline. Reticulocyte phenotyping further demonstrated that the percent-

ages of circulating immature [CD36(+), CD71(+)] reticulocytes positively correlated with

ARC in both groups. During the first year of CTT, neither group had significant reductions in

ARC. Among this group of children with SCA, cerebrovasculopathy on MRA at initiation of

CTT was associated with increased reticulocytosis, which was not reduced after 12 months

of transfusions.
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Introduction
Sickle cell anemia (HbSS, SCA) is a chronic hemolytic anemia that is characterized by ongoing
vaso-occlusion and endothelial damage, which results in progressive organ damage. Neurologic
injury is one of the earliest SCA sequelae and a characteristic feature found in pediatric SCA
patients[1]. Prior to the onset of routine transcranial Doppler (TCD) screening, overt stroke
occurred in approximately 11% of SCA patients before 20 years of age[2]. Natural history stud-
ies reveal that nearly 70% of SCA patients will suffer a recurrent stroke if left untreated. Addi-
tionally, almost 40% of SCA patients who have an overt stroke also have evidence of
vasculopathy on magnetic resonance angiography [3], placing this group of patients at the
highest risk for recurrent stroke [4]. Moreover, 45% of SCA patients who have had an overt
stroke will suffer progressive neurologic damage due to both overt and silent cerebral infarc-
tions, despite chronic transfusion therapy (CTT) [5].

CTT is the current standard of care for SCA patients who have had a stroke or abnormal
TCD [6,7]. CTT regimens are designed to: 1) target reduction of HbS to 30% or less [8–10],
and 2) increase hemoglobin levels in order to improve the blood’s oxygen carrying capacity
[11]. Therefore, with appropriate TCD screening and early implementation of CTT in high-
risk patients, the incidence of stroke has decreased substantially [12,13].

SCA erythropoiesis is manifested by lifelong reticulocytosis, which begins during early
infancy. In SCA, increased numbers of immature reticulocytes are released into the circulation
to help maintain adequate tissue oxygenation. Immature cells are referred to as “stress” or
"shift" reticulocytes, classically identified by their lobulated surfaces and aggregation of cyto-
plasmic reticulin granules [14–17]. More recently, flow cytometry has been used to identify
stress reticulocytes according to the expression of surface proteins, including CD71 (transferrin
receptor) and CD36 (thrombospondin receptor) [18,19]. Although the clinical significance of
the large absolute number of peripheral blood immature reticulocytes in SCA patients is not
fully understood, increased reticulocytosis during infancy has been associated with an
increased risk of SCA-related hospitalizations [20]. Similarly, high levels of reticulocytosis were
associated with an increased risk for cerebrovasculopathy in SCA patients[21]. While CTT in
SCA patients generally increases the total hemoglobin[8], the effects upon the compensatory
reticulocytosis have not been fully determined. To better understand the link between ongoing
reticulocytosis and cerebrovascular disease in chronically transfused SCA patients, we con-
ducted a single center, retrospective study to determine the level of reticulocytosis during the
first year of CTT, along with a cross-sectional analysis of the peripheral blood reticulocyte phe-
notype in CTT patients.

Materials and Methods

Subject enrollment
Pediatric SCA patients were recruited from the comprehensive Sickle Cell Program at Chil-
dren’s National Health System. Approval for the research protocol and consent documents
pertaining to this study was granted by the Children’s National Health System and National
Institute of Diabetes and Digestive and Kidney Diseases Institutional Review Boards. Written
consent was obtained from patients over 18 years of age and written permission was obtained
from the parent or legal guardian of patients younger than 18 years of age prior to enrollment.
Written assent was obtained from patients ages 7–17 years prior to enrollment. Each patient
received a unique alpha-numeric code upon enrollment which was used to anonymize the data
collected. Patients between the ages of 2–21 years who had been receiving CTT for at least one
year for stroke or abnormal TCD were eligible for this study. CTT patients had no prior
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treatment with hydroxyurea, nor was it administered concurrently in the transfused subjects. A
non-transfused control group (n = 6) of pediatric SCA patients not receiving hydroxyurea was
also studied for comparison. Samples were obtained from control patients at steady state (no
acute events in the 30 days, no transfusions in the past 60 days). We intentionally selected this
control SCA sample to include older patients who did not have a history of an abnormal TCD,
overt stroke, and who were not on chronic transfusion therapy, since these patients theoreti-
cally have a lower risk of having cerebral vasculopathy. This control sample was included to
differentiate the hematologic parameters with our cohort of those patients on chronic transfu-
sions with and without vasculopathy.

This study incorporated a retrospective chart review to determine the hematological effects
of transfusion during the first year of CTT. The CTT program at Children’s National requires
that peripheral blood samples be drawn 4–72 hours prior to scheduled RBC transfusion to plan
for the amount of blood to be transfused. Hematologic data, including absolute reticulocyte
count (ARC), were collected and recorded from 3 time points: prior to the start of CTT (base-
line T0), and later at 6- and 12-months post initiation of CTT (T6 and T12, respectively). Auto-
mated complete blood counts and ARC were measured using a Sysmex XE hematology
analyser (Sysmex America, Mundelein, IL). Hemoglobin S levels were quantitated using capil-
lary zone electrophoresis (Sebia, Norcross, GA).

The CTT patients were divided into two groups according to the presence of vasculopathy
on magnetic resonance angiography (MRA) at the time of CTT initiation; MRA- group:
Abnormal TCD or overt stroke in the absence of MRA detected vasculopathy at the time of ini-
tiation of CTT. MRA+ group: Abnormal TCD or overt stroke and vasculopathy detected by
MRA at the time of CTT initiation. For each subject, amount of vasculopathy was retrospec-
tively graded by a pediatric neuroradiologist. As shown in Table 1, abnormal cerebral vascula-
ture was graded as mild stenosis (25–50% narrowing), moderate stenosis (50–75% narrowing),
or severe stenosis (75–100% narrowing). MRA+ vasculopathy was characterized as the pres-
ence of stenosis in the internal carotid artery or the first segments of the anterior, middle, and
posterior cerebral arteries. Patients were included in the MRA+ group if vasculopathy was
noted at the initiation of CTT. Overt stroke was defined as neurologic findings (lasting more
than 24 hours) with new findings of acute cerebral ischemia on head CT or brain MRI. Silent
cerebral infarctions were not included in the group stratification.

Table 1.

MRA Negative MRA Positive Control

N 14 15 6

Mean Age (years, ± SD) ^ 4.1 ± 3.5 6.5 ± 4.3 11.0 ± 3.9

Male (%) 5 (36) 12 (80) 3 (50)

Indication for Transfusion TCD*: 10 TCD*: 9 NA

Stroke†: 4 Stroke†: 6

Vasculopathy‡ NA ICA: mild (2) mod(4) severe (4) NA

ACA: mild (3)# mod (3)# severe (2)#

MCA: none

*TCD: abnormal Transcranial Doppler
†Stroke: overt stroke; NA: Not applicable; ICA: internal carotid artery; ACA: anterior cerebral artery; MCA: middle cerebral artery.
‡Please see text for vasculopathy grading system.
#denotes bilateral vasculopathy in 1/3 mild, 2/3 mod, and 1/2 severe.
^ denotes mean age at the time of CTT initiation

doi:10.1371/journal.pone.0153244.t001
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Transfusion regimens
CTT patients were prescribed transfusions every 3–4 weeks with the goal of maintaining HbS
levels of�30%, according to the standard clinical care guidelines of the Children’s National
Chronic Transfusion Program. Transfusion modalities included either: 1) simple transfusion
(ST) of 10–15 mL/kg RBCs with the post-transfusion Hb goal of 11.5–12.0 g/dL; 2) partial
manual exchange transfusion (PME): removal of 5–8 mL/kg of whole blood prior to transfu-
sion of 10–15 mL/kg RBCs with the post-transfusion Hb goal of 11.5–12.0 g/dL; or 3) auto-
mated RBC exchange (1) with the post-transfusion goal of 25–30% fraction of cells remaining
and Hb approximately 0–2 g/dL above the pre-transfusion Hb. All RBC units were pre-storage
leukoreduced, sickle-negative, ABO/Rh compatible, C/c, E/e, and Kell matched with additional
antigenic matching dependent on alloantibody identification. The decision of which transfu-
sion modality employed was made by the patient’s primary hematologist based on the patient’s
degree of iron overload and baseline hemoglobin.

Reticulocyte flow cytometry
In addition to data gathered during retrospective chart review, discarded blood was collected
immediately prior to a scheduled transfusion from each CTT subject for a cross-sectional flow
cytometric analysis of the reticulocyte phenotype after a minimum of 6 months on CTT,
referred to as Tx. One Tx sample was drawn 2 months after the subject had started CTT for sec-
ondary stroke prevention, but the HbS% was<30% as this subject had an exchange transfusion
at the time of the acute stroke. For control patients, blood was collected at steady state as
defined by the absence of pRBC transfusion within 60 days, and the absence of SCA-related
acute clinical events at least 30 days prior to sample collection. Reticulocyte phenotyping
included RNA detection with thiazole orange, as well as the quantitation of immature reticulo-
cytes by detection of transferrin receptor (CD71) and the thrombospondin receptor (CD36) on
the reticulocyte membrane. For flow cytometry analysis, blood samples were stored at 4° Cel-
sius and analysed within 72 hours of collection. Cells were stained for CD71 (transferrin,
Leinco, St. Louis, MO), glycophorin A (GPA, CD235a, Invitrogen, Carlsbad, CA), CD45 (BD
Biosciences, San Jose, CA), CD36 (thrombospondin, Beckman Coulter, La Brea, CA) and thia-
zole orange (Sigma Aldrich, St. Louis, MO) and quantitated using a BD FACS Aria I flow
cytometer (Becton Dickinson, San Jose, CA). The reticulocyte population was defined as the
GPA positive, CD45 negative cells with positive thiazole orange fluorescence. At least 5,000
cells were recorded after doublet discriminator gating. Cells with fluorescence of more than
two standard deviations above the unstained controls were defined as positive.

Statistical analyses
Data analyses were performed using Microsoft Excel 2013 and IBM SPSS Statistics 23.0 (IBM,
Armonk, NY). Means were calculated with standard deviation. Two-tailed Student’s t-tests
were performed to compare means. Medians were calculated with interquartile ranges. Two-
tailed Mann-Whitney U-tests were used to compare medians. Correlations were evaluated
using two-tailed Pearson product-moment correlation coefficients. A p-value of<0.05 was
considered statistically significant.

Results

Clinical and hematologic phenotype of the cohort
Thirty-five SCA patients were enrolled in this study. Of these, 29 were receiving CTT and 6
were in the non-transfused control group of children with SCA not receiving hydroxyurea. The
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CTT group had 17 males and 12 females. The CTT group was significantly younger than the
control group (5.3 ± 4.1 years vs. 11.0 ± 3.9 years, respectively, p<0.05). The mean duration of
CTT was 3.1 ± 2.6 years (range: 0.2 to 10.5 years). Fourteen patients were MRA- and 15
patients had vasculopathy on MRA (MRA+) at CTT initiation. The mean age for MRA- and
MRA+ was 4.1 ± 3.5 years and 6.5 ± 4.3 years (p = 0.10), respectively, at baseline. For those sub-
jects in the MRA+ group, 7 subjects had ICA vasculopathy, 6 subjects had ACA vasculopathy,
and 2 had both ICA and ACA vasculopathy (Table 1).

There was no significant difference in the ARC values measured at the start of CTT (T0)
compared to T6 or T12 months post-CTT initiation within either the MRA- or MRA+ group
(MRA-: T0: 324.8 ± 109.2 K/μl; T6: 375.4 ± 75.8 K/μl; T12: 355.8 ± 90.8 K/μl; p = 0.17, p = 0.43,
respectively; MRA+:T0: 427.6 ± 109.0 K/μl; T6: 417.3 ± 105.1 K/μl; T12: 429.3 ± 168.3 K/μl;
p = 0.80, p = 0.97, respectively). However, the T0 ARC differed significantly between the two
groups [MRA-: 324.8 ± 109.2 K/μl vs. MRA+: 427.6 ± 109.0 K/μl; p<0.05] (Fig 1). The hemo-
globin within the MRA- group and MRA+ group increased after initiation of CTT as expected.
The percent of HbS within the MRA- group was significantly lower at 6 and 12 months post-
CTT compared to initiation (T0: 82.0 ± 5.7% vs. T6: 38.5 ± 7.9%, p<0.001; vs. T12:
34.3 ± 11.1%, p<0.001). The HbS% within the MRA+ group was similarly decreased (T0:
87.4 ± 7.1% vs. T6: 36.8 ± 10.1%, p<0.001; vs. T12: 36.7 ± 13.4%, p<0.001). No significant dif-
ferences in hemoglobin or HbS levels were present between the two groups when the same
time points were compared. Twenty-seven of 29 CTT patients (93.1%) received ST and 2
patients (6.9%) received PME at the initiation of transfusion (T0). There was no significant dif-
ference in ARC between the two CTT modalities at T0, T6, or T12 (ST Mean ARC T0:

382.8 ± 119.9 K/μl; T6: 402.3 ± 94.1 K/μl; T12: 401.5.8 ± 145.4 K/μl; PMEMean ARC T0:

290.7 ± 91.0 K/μl; T6: 326.7 ± 35.0 K/μl; T12: 342.1 ± 90.2 K/μl; p values: T0: p = 0.30; T6:

Fig 1. Pre-transfusion ARC during initial year of CTT.Mean pre-transfusion values for absolute
reticulocyte counts [ARC (K cells/μL)] are shown at T0, T6, or T12 for MRA- and MRA+ groups by the asterisk
(*) in the box and whisker plot. Median [Interquartile Range] for both groups are illustrated by the horizontal
lines within the box (MRA-: T0: 316.2 K/μl [271.4, 373.5]; T6: 361.2 K/μl [341.4, 412.2]; T12: 349.4K/μl [280.3,
417.2]; MRA+: T0: 387.6 K/μl [354.2, 486.5]; T6: 394.3 K/μl [332.6, 480.3]; T12: 400.8 K/μl [340.6, 478.0]). #
denotes a statistically significant difference between mean (and median) T0 values for MRA+ and MRA-
groups. There was no statistical significance between the means or medians of MRA+/MRA- T6 and T12 ARC
values.

doi:10.1371/journal.pone.0153244.g001
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p = 0.27; T12: p = 0.50).One patient who was changed from simple to PME at T12 did not have a
significant difference in ARC.

Cross-sectional reticulocyte analysis
Equivalent percentages of circulating reticulocytes (TO+) were measured in the CTT and non-
transfused control groups (Fig 2A). The mean TO+ erythroid fraction for the CTT group was
9.2 ± 3.5% compared to 10.0 ± 3.3% from the non-transfused controls. The proportion of
CD71+ cells did not decrease with CTT (2.6 ± 1.5% vs. 3.0 ± 1.9%, CTT vs. control, respec-
tively, p = 0.41, Fig 2B). The mean CD36+ population also did not decrease with CTT
(1.8 ± 1.3% vs.1.9 ± 1.0%, CTT vs. controls, respectively, p = 0.91, Fig 2C). The CBC and ARC
were measured using samples collected prior to a scheduled transfusion which were also used
for flow cytometry. Hemoglobin levels and ARC did not correlate in this group of chronically
transfused patients. (r = -0.29, p = 0.13, Fig 3A). However, the ARCs were correlated with HbS
levels in the CTT group (r = 0.69, p<0.01, Fig 3B). In addition, an increased proportion of cir-
culating immature reticulocytes were associated with increased ARC [CD71+ and CD36+ pop-
ulations; r = 0.65 (p<0.01) and 0.83 (p<0.01), respectively, Fig 3C and 3D].

Discussion
Over the last two decades, chronic transfusions have become the standard therapy for reduc-
tion or prevention of cerebrovascular sequelae in pediatric SCA[22]. Mixing studies of HbSS
and HbAA blood [23] provided a scientific basis for initial clinical studies of chronic transfu-
sions by reducing blood viscosity as well as the portion of HbS-containing erythrocytes in cir-
culation [8,24]. In general, CTT regimens are aimed toward reducing the HbS percentage to
below thirty percent while maintaining total post-transfusion hemoglobin under 12 g/dL
[6,12]. Target HbS levels ranging from less than 20% in high-risk patients with progressive vas-
culopathy, and HbS levels of up to 50% in patients who have had stable disease for greater than
5 years on CTT have also been utilized for primary and secondary stroke prevention [25,26].

Current data suggests that ARC may be a useful SCA severity marker. Based upon the recent
use of ARC as a predictive marker for SCA pathologies (including cerebrovascular disease)
[20,21,27], we hypothesized that higher ARC levels among CTT patients may predict more
severe cerebrovascular disease. Even among this small cohort of patients, baseline ARC levels
(T0) were significantly higher among the SCA patients who had vasculopathy detectable by
MRA at the initiation of CTT. The degree of reticulocytosis among this group was striking with
an average level of more than 400 K/μl, and not significantly different from the non-transfused
control SCA cohort. No difference in the ARC was seen when transfusion modalities or pre-

Fig 2. Reticulocyte phenotyping in CTT and non-transfused control groups.Mean TO%, mean CD71+,
and mean CD36+ (A,B,C) of non-transfused control group (open bars) and transfused group (black bars).
Standard deviation bars are shown.

doi:10.1371/journal.pone.0153244.g002
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Fig 3. Analysis of ARC correlations. Values for A) hemoglobin [Hb (g/dL)], B) percentage of sickle
hemoglobin [HbS (%)], C) percentage of reticulocytes with detected plasmamembrane transferrin [CD71
(%)], and D) percentage of reticulocytes with detected plasmamembrane thrombospondin receptor [CD36
(%)] are shown on the y-axis and plotted with the correlated absolute reticulocyte counts [ARC (100K/μL)] on
the x-axis of each panel. Linear trend lines and correlation coefficients (r) are shown.

doi:10.1371/journal.pone.0153244.g003
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transfusion hemoglobin levels were compared. Larger, prospective studies are needed to con-
firm these results.

Consistent with previous reports [26], lower HbS levels were correlated with lower ARC
(Fig 3). However, when compared to baseline ARC levels measured prior to the initiation of
transfusion therapy (T0), we found that CTT did not result in a significant reduction in ARC
levels measured immediately prior to scheduled transfusions after 6 and 12 months of CTT.
The lack of suppression of reticulocytosis despite a rise in hemoglobin remains unexplained
and intriguing. Similarly high levels of transfusion-related ARC have not been reported among
chronically transfused thalassemia patients[26,28,29], perhaps due to differences in the degree
of ineffective erythropoiesis or other distinct features of these hemoglobinopathies. Reticulo-
cyte levels decrease during the first two weeks following pRBC transfusion in SCA patients,
suggesting that erythropoiesis is initially suppressed [30,31]. However, the high levels of reticu-
locytosis 3–4 weeks after transfusion that we observe imply a significant rebound in erythro-
poietic activity in pediatric SCA patients just prior to the subsequent scheduled transfusion.
The positive correlation between ARC levels and the proportion of immature reticulocytes in
the peripheral circulation that we report here suggests that the reticulocyte may play an impor-
tant role in SCA pathophysiology since patients with vasculopathy on MRA had higher ARC
levels at CTT initiation and immature reticulocytes have a higher number of adhesion markers
on their surface (Fig 3).

HbS-containing erythrocyte adherence to the endothelium is a key factor in the pathophysi-
ology of SCA. When sickle erythrocytes with low HbF levels become dehydrated or deoxygen-
ated, the HbS molecules polymerize, resulting in the characteristic shape change of the
erythrocyte and exposure of phosphatidylserine (PS) on the cell surface. It is known that PS
exposure causes red cell adherence to the vascular endothelium [32,33]. Additionally, throm-
bospondin and laminin adhere to sickle erythrocytes and reticulocytes via the thrombospondin
receptor (CD36) and coagulation factors are activated as evidenced by increased fibrin and tis-
sue factor levels in SCA patients[34,35]. Clustering of CD36+ reticulocytes also strengthen the
interaction of the red blood cell and endothelium [36,37]. Examination of the reticulocyte pro-
files of age-matched healthy non-SCA controls revealed absence of CD36 expression in the
peripheral blood erythroid cells (see S1 Fig) which is consistent with previous reports [36].
Additionally, patients with SCA have nearly ten times the amount of CD36+ expression on
their erythrocytes compared to patients with other hemolytic anemias that are not associated
with vasculopathy [38]. Hence, we postulate that the presence of CD36 on the surface of imma-
ture sickle reticulocytes may contribute to the pathophysiology seen in SCA-associated vascu-
lopathy, based on the associations observed between the higher ARC in patients with MRA-
documented cerebrovasculopathy prior to initiating CTT which was unchanged after a year of
CTT. This data suggest that this association is intrinsic to the patient regardless of CTT, and
supports our previous data demonstrating that reticulocytosis is a hematologic marker of seri-
ous disease complications [39]. More detailed studies of reticulocyte adhesion properties in
addition to the kinetics of their production post-transfusion are needed to better understand
the biological relevance of ongoing or post-transfusional rebound reticulocytosis in these chil-
dren. Additionally, efforts should continue to identify the signalling processes and cascade of
events leading to reticulocyte adhesion.

Importantly, targeted reduction of HbS to 30% significantly reduces but does not eliminate
recurrent cerebral infarcts in children with SCA [40]. While the goal of CTT for thalassemia
major patients is to suppress erythropoiesis, the frequency of and amount of transfusion in
SCA patients are titrated based on HbS and hemoglobin levels. In our cohort, HbS levels were
slightly higher than the target HbS of less than 30%, which is similar to the HbS average levels
(34%) reported for patients enrolled in the Stroke with Transfusion Changing to Hydroxyurea
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(SWiTCH) study [41,42]. Hydroxyurea combined with phlebotomy was recently reported as
an acceptable alternative for patients with abnormal TCD and minimal vasculopathy versus
the current treatment approach of transfusion combined with chelation therapy [43]. While
the mean HbS level in the transfusion arm of the TCD with Transfusion Changing to Hydroxy-
urea (TWiTCH) trial was 28%, mean HbS level in the hydroxyurea/phlebotomy group was sig-
nificantly higher (71%) at study completion. Reticulocytosis persisted in the patients who
continued transfusions at similar levels to our current report (mean ARC: 329 ± 112 K/μl),
while patients randomized to hydroxyurea and phlebotomy had a significantly lower mean
ARC (181 ± 86 K/μl) as well as lower white blood cell, absolute neutrophil, and platelet counts.
No patients in either group had a new cerebral infarct and the only patient with progressive
vasculopathy was in the transfusion/chelation arm of the study, which suggests that the lower-
ing of these hematologic values closer to the normal range, including the reduction of ARC, by
hydroxyurea may play a key role in stroke prevention in this cohort of patients. The sickle
reticulocyte may be significant in the SCA pathophysiology and an important therapeutic tar-
get. Ultimately, further studies are needed to identify and treat SCA patients who are destined
to develop progressive neurological disease while receiving chronic transfusions. Those investi-
gations should include identifying the role of ongoing reticulocytosis on progressive vasculopa-
thy in this population.

Supporting Information
S1 Fig. Patient Specific Reticulocyte Phenotyping. Representative grey-scale, contour plot
flow cytometric analyses of reticulocytes from a non-transfused SCA patient (A,B,C), a CTT
patient (D,E,F) and healthy non SCA control (G,H,I) are shown. Reticulocytes were identified
with thiazole orange (TO) staining (A,D,G), while reticulocyte maturity was quantified using
antibodies directed towards CD71 (B,E,H) and CD36 (C,F,I). Horizontal and vertical lines in
each denote separation of negative and positive fluorescence levels (see Methods). Absence of
CD36 expression is shown in healthy non SCA control.
(TIF)

Acknowledgments
MK designed the study, collected and analyzed the data and wrote the manuscript; CB collected
data and edited the manuscript; ZK reviewed and scored the brain MRI/MRAs; ND performed
the statistical analyses; NLCL analyzed the data and edited the manuscript; JLM designed the
study, analyzed the data and edited the manuscript; RMF analyzed the data and wrote the man-
uscript; ERM designed the study, analyzed the data, and wrote the manuscript. The authors
would like to acknowledge Terry Lee for his technical support for formatting the tables and fig-
ures presented in this manuscript. We would also like to thank our patients and their families.

Author Contributions
Conceived and designed the experiments: MK JLM ERM. Performed the experiments: MK CB.
Analyzed the data: MK ND JLM ZK NLCL RMF ERM. Contributed reagents/materials/analy-
sis tools: JLM. Wrote the paper: MK CB ND NLCL JLM RMF ERM.

References
1. Fasano RM, Meier ER, Hulbert ML. Cerebral vasculopathy in children with sickle cell anemia. Blood

Cells Mol Dis. 2015; 54(1):17–25. doi: 10.1016/j.bcmd.2014.08.007 PMID: 25294561

2. Ohene-Frempong K, Weiner SJ, Sleeper LA, Miller ST, Embury S, Moohr JW, et al. Cerebrovascular
accidents in sickle cell disease: rates and risk factors. Blood. 1998; 91(1):288–94. PMID: 9414296

Reticulocytosis in Transfused Sickle Cell Patients

PLOS ONE | DOI:10.1371/journal.pone.0153244 April 26, 2016 9 / 11

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0153244.s001
http://dx.doi.org/10.1016/j.bcmd.2014.08.007
http://www.ncbi.nlm.nih.gov/pubmed/25294561
http://www.ncbi.nlm.nih.gov/pubmed/9414296


3. Kennedy BC, McDowell MM, Yang PH, Wilson CM, Li S, Hankinson TC, et al. Pial synangiosis for
moyamoya syndrome in children with sickle cell anemia: a comprehensive review of reported cases.
Neurosurg Focus. 2014; 36(1):E12. doi: 10.3171/2013.10.FOCUS13405 PMID: 24380478

4. Dobson SR, Holden KR, Nietert PJ, Cure JK, Laver JH, Disco D, et al. Moyamoya syndrome in child-
hood sickle cell disease: a predictive factor for recurrent cerebrovascular events. Blood. 2002; 99
(9):3144–50. PMID: 11964276

5. Hulbert ML, McKinstry RC, Lacey JL, Moran CJ, Panepinto JA, Thompson AA, et al. Silent cerebral
infarcts occur despite regular blood transfusion therapy after first strokes in children with sickle cell dis-
ease. Blood. 2011; 117(3):772–9. doi: 10.1182/blood-2010-01-261123 PMID: 20940417

6. Josephson CD, Su LL, Hillyer KL, Hillyer CD. Transfusion in the patient with sickle cell disease: a critical
review of the literature and transfusion guidelines. Transfus Med Rev. 2007; 21(2):118–33. PMID:
17397762

7. Pegelow CH, Adams RJ, McKie V, Abboud M, Berman B, Miller ST, et al. Risk of recurrent stroke in
patients with sickle cell disease treated with erythrocyte transfusions. J Pediatr. 1995; 126(6):896–9.
PMID: 7776091

8. Russell MO, Goldberg HI, Reis L, Friedman S, Slater R, Reivich M, et al. Transfusion therapy for cere-
brovascular abnormalities in sickle cell disease. J Pediatr. 1976; 88(3):382–7. PMID: 1245948

9. Sarnaik S, Soorya D, Kim J, Ravindranath Y, Lusher J. Periodic transfusions for sickle cell anemia and
CNS infarction. Am J Dis Child. 1979; 133(12):1254–7. PMID: 517476

10. Wilimas J, Goff JR, Anderson HR Jr., Langston JW, Thompson E. Efficacy of transfusion therapy for
one to two years in patients with sickle cell disease and cerebrovascular accidents. J Pediatr. 1980; 96
(2):205–8. PMID: 7351580

11. Wayne AS, Kevy SV, Nathan DG. Transfusion management of sickle cell disease. Blood. 1993; 81
(5):1109–23. PMID: 8443373

12. Adams RJ, McKie VC, Hsu L, Files B, Vichinsky E, Pegelow C, et al. Prevention of a first stroke by
transfusions in children with sickle cell anemia and abnormal results on transcranial Doppler ultraso-
nography. N Engl J Med. 1998; 339(1):5–11. PMID: 9647873

13. Powars D, Wilson B, Imbus C, Pegelow C, Allen J. The natural history of stroke in sickle cell disease.
Am J Med. 1978; 65(3):461–71. PMID: 717414

14. Browne PV, Hebbel RP. CD36-positive stress reticulocytosis in sickle cell anemia. J Lab Clin Med.
1996; 127(4):340–7. PMID: 8656036

15. Joneckis CC, Ackley RL, Orringer EP, Wayner EA, Parise LV. Integrin alpha 4 beta 1 and glycoprotein
IV (CD36) are expressed on circulating reticulocytes in sickle cell anemia. Blood. 1993; 82(12):3548–
55. PMID: 7505118

16. Koury MJ, Koury ST, Kopsombut P, Bondurant MC. In vitro maturation of nascent reticulocytes to eryth-
rocytes. Blood. 2005; 105(5):2168–74. PMID: 15528310

17. Sugihara K, Sugihara T, Mohandas N, Hebbel RP. Thrombospondin mediates adherence of CD36+
sickle reticulocytes to endothelial cells. Blood. 1992; 80(10):2634–42. PMID: 1384794

18. Borrione P, Spaccamiglio A, Parisi A, Salvo RA, Pautasso M, Pigozzi F, et al. A biparametric flow
cytometry analysis for the study of reticulocyte patterns of maturation. Int J Lab Hematol. 2010; 32(1 Pt
2):65–73. doi: 10.1111/j.1751-553X.2008.01128.x PMID: 19196377

19. Telen MJ. Red blood cell surface adhesion molecules: their possible roles in normal human physiology
and disease. Semin Hematol. 2000; 37(2):130–42. PMID: 10791882

20. Meier ER, Byrnes C, Lee YT, Wright EC, Schechter AN, Luban NL, et al. Increased reticulocytosis dur-
ing infancy is associated with increased hospitalizations in sickle cell anemia patients during the first
three years of life. PLoS One. 2013; 8(8):e70794. doi: 10.1371/journal.pone.0070794 PMID: 23951011

21. Silva CM, Giovani P, Viana MB. High reticulocyte count is an independent risk factor for cerebrovascu-
lar disease in children with sickle cell anemia. Pediatr Blood Cancer. 2011; 56(1):116–21. doi: 10.1002/
pbc.22680 PMID: 20949593

22. Yawn BP, Buchanan GR, Afenyi-Annan AN, Ballas SK, Hassell KL, James AH, et al. Management of
sickle cell disease: summary of the 2014 evidence-based report by expert panel members. Jama.
2014; 312(10):1033–48. doi: 10.1001/jama.2014.10517 PMID: 25203083

23. Anderson R, Cassell M, Mullinax GL, Chaplin H Jr. Effect of normal cells on viscosity of sickle-cell
blood. In vitro studies and report of six years' experience with a prophylactic program of "partial
exchange transfusion". Arch Intern Med. 1963; 111:286–94. PMID: 14012901

24. Lusher JM, Haghighat H, Khalifa AS. A prophylactic transfusion program for children with sickle cell
anemia complicated by CNS infarction. Am J Hematol. 1976; 1(2):265–73. PMID: 998615

Reticulocytosis in Transfused Sickle Cell Patients

PLOS ONE | DOI:10.1371/journal.pone.0153244 April 26, 2016 10 / 11

http://dx.doi.org/10.3171/2013.10.FOCUS13405
http://www.ncbi.nlm.nih.gov/pubmed/24380478
http://www.ncbi.nlm.nih.gov/pubmed/11964276
http://dx.doi.org/10.1182/blood-2010-01-261123
http://www.ncbi.nlm.nih.gov/pubmed/20940417
http://www.ncbi.nlm.nih.gov/pubmed/17397762
http://www.ncbi.nlm.nih.gov/pubmed/7776091
http://www.ncbi.nlm.nih.gov/pubmed/1245948
http://www.ncbi.nlm.nih.gov/pubmed/517476
http://www.ncbi.nlm.nih.gov/pubmed/7351580
http://www.ncbi.nlm.nih.gov/pubmed/8443373
http://www.ncbi.nlm.nih.gov/pubmed/9647873
http://www.ncbi.nlm.nih.gov/pubmed/717414
http://www.ncbi.nlm.nih.gov/pubmed/8656036
http://www.ncbi.nlm.nih.gov/pubmed/7505118
http://www.ncbi.nlm.nih.gov/pubmed/15528310
http://www.ncbi.nlm.nih.gov/pubmed/1384794
http://dx.doi.org/10.1111/j.1751-553X.2008.01128.x
http://www.ncbi.nlm.nih.gov/pubmed/19196377
http://www.ncbi.nlm.nih.gov/pubmed/10791882
http://dx.doi.org/10.1371/journal.pone.0070794
http://www.ncbi.nlm.nih.gov/pubmed/23951011
http://dx.doi.org/10.1002/pbc.22680
http://dx.doi.org/10.1002/pbc.22680
http://www.ncbi.nlm.nih.gov/pubmed/20949593
http://dx.doi.org/10.1001/jama.2014.10517
http://www.ncbi.nlm.nih.gov/pubmed/25203083
http://www.ncbi.nlm.nih.gov/pubmed/14012901
http://www.ncbi.nlm.nih.gov/pubmed/998615


25. Cohen AR, Martin MB, Silber JH, Kim HC, Ohene-Frempong K, Schwartz E. A modified transfusion pro-
gram for prevention of stroke in sickle cell disease. Blood. 1992; 79(7):1657–61. PMID: 1558963

26. Tancabelic J, Sheth S, Paik M, Piomelli S. Serum transferrin receptor as a marker of erythropoiesis sup-
pression in patients on chronic transfusion. Am J Hematol. 1999; 60(2):121–5. PMID: 9929103

27. Meier ER, Wright EC, Miller JL. Reticulocytosis and anemia are associated with an increased risk of
death and stroke in the newborn cohort of the Cooperative Study of Sickle Cell Disease. Am J Hematol.
2014; 89(9):904–6. doi: 10.1002/ajh.23777 PMID: 24891147

28. Butthep P, Wisedpanichkij R, Jindadamrongwech S, Fucharoen S. Elevated erythropoietin and cyto-
kines levels are related to impaired reticulocyte maturation in thalassemic patients. Blood Cells Mol Dis.
2015; 54(2):170–6. doi: 10.1016/j.bcmd.2014.11.007 PMID: 25477265

29. Farrar JE, Nater M, Caywood E, McDevitt MA, Kowalski J, Takemoto CM, et al. Abnormalities of the
large ribosomal subunit protein, Rpl35a, in Diamond-Blackfan anemia. Blood. 2008; 112(5):1582–92.
doi: 10.1182/blood-2008-02-140012 PMID: 18535205

30. Detterich JA, Sangkatumvong S, Kato R, Dongelyan A, Bush A, Khoo M, et al. Patients with sickle cell
anemia on simple chronic transfusion protocol show sex differences for hemodynamic and hematologic
responses to transfusion. Transfusion. 2013; 53(5):1059–68. doi: 10.1111/j.1537-2995.2012.03961.x
PMID: 23176402

31. Gabuzda TG, Gardner FH. Regulation of fetal and adult hemoglobin formation in patients with sickle
cell disease transfused to normal hematocrits. Blood. 1967; 29(1):126–33. PMID: 6017603

32. Setty BN, Kulkarni S, Stuart MJ. Role of erythrocyte phosphatidylserine in sickle red cell-endothelial
adhesion. Blood. 2002; 99(5):1564–71. PMID: 11861269

33. Trinh-Trang-Tan MM, Vilela-Lamego C, Picot J, Wautier MP, Cartron JP. Intercellular adhesion mole-
cule-4 and CD36 are implicated in the abnormal adhesiveness of sickle cell SADmouse erythrocytes to
endothelium. Haematologica. 2010; 95(5):730–7. doi: 10.3324/haematol.2009.017392 PMID:
20015873

34. Gladwin MT, Kato GJ. Hemolysis-associated hypercoagulability in sickle cell disease: the plot (and
blood) thickens! Haematologica. 2008; 93(1):1–3. doi: 10.3324/haematol.12318 PMID: 18166776

35. Watkins NA, Du LM, Scott JP, OuwehandWH, Hillery CA. Single-chain antibody fragments derived
from a human synthetic phage-display library bind thrombospondin and inhibit sickle cell adhesion.
Blood. 2003; 102(2):718–24. PMID: 12663449

36. Odievre MH, Bony V, Benkerrou M, Lapoumeroulie C, Alberti C, Ducrocq R, et al. Modulation of ery-
throid adhesion receptor expression by hydroxyurea in children with sickle cell disease. Haematolo-
gica. 2008; 93(4):502–10. doi: 10.3324/haematol.12070 PMID: 18322255

37. Zennadi R, De Castro L, Eyler C, Xu K, Ko M, Telen MJ. Role and regulation of sickle red cell interac-
tions with other cells: ICAM-4 and other adhesion receptors. Transfus Clin Biol. 2008; 15(1–2):23–8.
doi: 10.1016/j.tracli.2008.04.009 PMID: 18502676

38. Sakamoto TM, Canalli AA, Traina F, Franco-Penteado CF, Gambero S, Saad ST, et al. Altered red cell
and platelet adhesion in hemolytic diseases: Hereditary spherocytosis, paroxysmal nocturnal hemoglo-
binuria and sickle cell disease. Clinical biochemistry. 2013 Dec 31; 46(18):1798–803. doi: 10.1016/j.
clinbiochem.2013.09.011 PMID: 24060729

39. Meier ER, Fasano RM, Estrada M, He J, Luban NL, McCarter R. Early Reticulocytosis and Anemia Are
Associated with Abnormal and Conditional Transcranial Doppler Velocities in Children with Sickle Cell
Anemia. J Pediatr. 2015.

40. DeBaun MR, Gordon M, McKinstry RC, Noetzel MJ, White DA, Sarnaik SA, et al. Controlled trial of
transfusions for silent cerebral infarcts in sickle cell anemia. N Engl J Med. 2014; 371(8):699–710. doi:
10.1056/NEJMoa1401731 PMID: 25140956

41. Ware RE, Helms RW. StrokeWith Transfusions Changing to Hydroxyurea (SWiTCH). Blood. 2012;
119(17):3925–32. doi: 10.1182/blood-2011-11-392340 PMID: 22318199

42. Ware RE, Schultz WH, Yovetich N, Mortier NA, Alvarez O, Hilliard L, et al. StrokeWith Transfusions
Changing to Hydroxyurea (SWiTCH): a phase III randomized clinical trial for treatment of children with
sickle cell anemia, stroke, and iron overload. Pediatr Blood Cancer. 2011; 57(6):1011–7. doi: 10.1002/
pbc.23145 PMID: 21826782

43. Ware RE, Davis BR, Schultz WH, Brown RC, Aygun B, Sarnaik S, et al. Hydroxycarbamide versus
chronic transfusion for maintenance of transcranial doppler flow velocities in children with sickle cell
anaemia-TCDWith Transfusions Changing to Hydroxyurea (TWiTCH): a multicentre, open-label,
phase 3, non-inferiority trial. The Lancet. 2016; 387:661–70.

Reticulocytosis in Transfused Sickle Cell Patients

PLOS ONE | DOI:10.1371/journal.pone.0153244 April 26, 2016 11 / 11

http://www.ncbi.nlm.nih.gov/pubmed/1558963
http://www.ncbi.nlm.nih.gov/pubmed/9929103
http://dx.doi.org/10.1002/ajh.23777
http://www.ncbi.nlm.nih.gov/pubmed/24891147
http://dx.doi.org/10.1016/j.bcmd.2014.11.007
http://www.ncbi.nlm.nih.gov/pubmed/25477265
http://dx.doi.org/10.1182/blood-2008-02-140012
http://www.ncbi.nlm.nih.gov/pubmed/18535205
http://dx.doi.org/10.1111/j.1537-2995.2012.03961.x
http://www.ncbi.nlm.nih.gov/pubmed/23176402
http://www.ncbi.nlm.nih.gov/pubmed/6017603
http://www.ncbi.nlm.nih.gov/pubmed/11861269
http://dx.doi.org/10.3324/haematol.2009.017392
http://www.ncbi.nlm.nih.gov/pubmed/20015873
http://dx.doi.org/10.3324/haematol.12318
http://www.ncbi.nlm.nih.gov/pubmed/18166776
http://www.ncbi.nlm.nih.gov/pubmed/12663449
http://dx.doi.org/10.3324/haematol.12070
http://www.ncbi.nlm.nih.gov/pubmed/18322255
http://dx.doi.org/10.1016/j.tracli.2008.04.009
http://www.ncbi.nlm.nih.gov/pubmed/18502676
http://dx.doi.org/10.1016/j.clinbiochem.2013.09.011
http://dx.doi.org/10.1016/j.clinbiochem.2013.09.011
http://www.ncbi.nlm.nih.gov/pubmed/24060729
http://dx.doi.org/10.1056/NEJMoa1401731
http://www.ncbi.nlm.nih.gov/pubmed/25140956
http://dx.doi.org/10.1182/blood-2011-11-392340
http://www.ncbi.nlm.nih.gov/pubmed/22318199
http://dx.doi.org/10.1002/pbc.23145
http://dx.doi.org/10.1002/pbc.23145
http://www.ncbi.nlm.nih.gov/pubmed/21826782

	Himmelfarb Health Sciences Library, The George Washington University
	Health Sciences Research Commons
	1-1-2016

	Examination of Reticulocytosis among Chronically Transfused Children with Sickle Cell Anemia.
	Megha Kaushal
	Colleen Byrnes
	Zarir Khademian
	Natalie Duncan
	Naomi L.C. Luban
	See next page for additional authors
	APA Citation
	Authors


	Examination of Reticulocytosis among Chronically Transfused Children with Sickle Cell Anemia

