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Abstract

Background—Recent evidence suggests that storage induced alterations of the red blood cell
(RBC) are associated with adverse consequences in susceptible hosts. As RBCs have been shown
to form Advanced Glycation Endproducts (AGEs) following increased oxidative stress and under
pathologic conditions, we examined whether stored RBCs undergo modification with the specific
AGE, N-(Carboxymethyl)lysine (Né-CML) during standard blood banking conditions.

Study Design and Methods—~Purified, fresh RBCs from volunteers were compared to stored
RBCs (d 35-42 old) obtained from the Blood Bank. N®-CML formation was quantified using a
competitive enzyme-linked immunosorbent assay. The receptor for advanced glycation end-
products (RAGE) was detected in human pulmonary microvascular endothelial cells by real-time
PCR, western blotting, and flow cytometry. Intracellular reactive oxygen species (ROS)
generation was measured by the use of 5-(and 6-)chloromethyl-2',7'-dichlorodihydrofluorescein
diacetate, acetyl ester based assays.

Results—Stored RBCs showed increased surface Né-CML formation when compared with fresh
RBCs. Human Pulmonary Microvascular Endothelial Cells (HMVEC-L) showed detectable
surface RAGE expression constitutively. When compared to fresh RBCs, stored RBCs triggered
increased intracellular ROS generation in both Human Umbilical VVein Endothelial Cells
(HUVEC) and Human Pulmonary Microvascular Endothelial Cells (HMVEC-L). RBC-induced
endothelial ROS generation was attenuated in the presence of soluble RAGE (sSRAGE) or RAGE
blocking antibody.

Conclusion—The formation of the AGE Né-CML on the surface of stored RBCs is one
functional consequence of the storage lesion. AGE-RAGE interactions may be one mechanism by
which transfused RBCs cause endothelial cell damage.
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Introduction

Oxidative damage is known to occur during red cell storage.1:2 In banked human red blood
cells, there is a time-dependent decline in glutathione peroxidase activity that correlates with
membrane protein and lipid oxidation.1:3:4 During the normal aging process and under
pathologic conditions such as diabetes, erythrocytes form advanced glycation endproducts
(AGEs), a heterogeneous group of chemically active compounds formed through
nonezymatic reaction of aldose sugars with amino groups of proteins.>:8 AGEs are also
formed through glucose-independent mechanisms. The myeloperoxidase system of
phagocytes, phagocyte-derived oxidants, and lipid peroxidation increase the formation of the
AGE, Né-(carboxymethyl) lysine (N&-CML).”~9 Given that oxidants increase AGE
formation, it is plausible that AGE formation on the surface of erythrocytes occurs during
RBC storage. 7:8

Diabetic erythrocytes interact with endothelial cells leading to increased oxidant stress,
activation of NF-«kB, and the mediators of this interaction are AGEs on the surface of the
RBC that are capable of binding to the receptor for advanced glycation endproducts (RAGE)
on endothelial cells. 19 Incubation of human umbilical vein endothelial cells (HUVEC) with
diabetic RBCs increases endothelial cell hydrogen peroxide generation, whereas normal
RBCs do not induce this effect.11 Furthermore, AGE signaling through RAGE induces
endothellial cell ROS through both NADPH oxidase and the mitochondrial electron transport
system.

Thus, we hypothesized that erythrocytes undergo AGE modification during standard blood
banking conditions. We further hypothesized that AGEs on stored erythrocytes engage
RAGE on endothelial cells, increasing ROS generation.

Study Design and Methods

“Fresh” erythrocytes from healthy volunteers

Studies involving human subjects were approved by the University of Pennsylvania
Institutional Review Board. Healthy volunteers between the ages of 18 and 65 years gave
written informed consent. VVolunteers were excluded for any of the following conditions:
immunosuppressed state, diabetes mellitus, infectious processes, any serious comorbidity
requiring hospitalization within the last year, pregnancy, anemia or a clotting disorder.
Whole blood was obtained from healthy volunteers using citrate-phosphate-dextrose-
adenine (Sigma-Aldrich, St. Louis MO) as an anticoagulant (9:1 ratio). Erythrocytes were
purified from leukocytes and platelets as previously described using sephadex/
microcellulose columns.13 Erythrocytes were combined with storage solution ( 150mM
sodium chloride, 45 mM dextrose, 29 mM mannitol, 2 mM adenine, 3:1 ratio of erythrocytes
to storage solution) and transferred to 100 ml plasticizer storage bags (Charter Medical Inc.,
Winston-Salem NC). The bags were heat sealed, stored at 4 °C, and these “fresh” RBCs
were used within 24 hours.
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Banked erythrocytes

Prestorage leukoreduced PRBC units (AS-1 or AS-3) were obtained from the Blood Bank at
the Hospital of the University of Pennsylvania. When prestorage leukoreduced units were
unavailable, leukoreduction was performed with Sepacell filters (Baxter Inc., Deerfield Il) or
sephadex/microcellulose columns immediately prior to assay. For experiments where post-
storage leukoreduction was performed, leukoreduction was performed within 24 hours of the
assay and erythrocytes were washed three times in sterile PBS immediately prior to use.
“Stored” RBCs refers to erythrocytes obtained from PRBC units stored between 35-42 d.

Detection of surface N&- CML on erythrocytes

Erythrocytes (1x106), either freshly isolated or obtained from a 21d old PRBC unit, were
washed 3x in sterile PBS and then resuspended in FACS buffer (2% FBS + PBS).
Erythrocytes were labeled with anti-Né-CML antibody (final concentration 10ug/ml, R&D
Systems, Minneapolis MN) or 1gG,y, isotype control (final concentration 10ug/ml, Southern
Biotech). Erythrocytes were subsequently washed 3x with FACs buffer prior to labeling
with phycoerythrin (PE) conjugated secondary antibody (Sigma Aldrich, St Louis MO).
Following 3 additional washes, FACS analysis was performed using a flow cytometer
(FACsCaliber, Beckton Dickenson, Franklin Lakes NJ). Data analysis was performed using
Flowjo software (v 7.2.5, Treestar Inc., Ashland OR).

Quantification of N&- CML formation on erythrocytes using competitive ELISA

96-well plates (Nunc Maxisorp, Thermo-Fisher Scientific, Rochester NY) were coated with
Né-CML BSA [500 ng/mL] (MBL Int., Woburn MA) for 2 hours at 37°C. After blocking
and washing (with 0.5% gelatin in PBS and 0.05% Tween-20 in PBS respectively), Né-CML
BSA standards or erythrocytes were added with mouse anti-Né-CML antibody (75 ng/mL,
R&D Systems, Minneapolis MN). Bound anti-Né-CML antibody was detected using HRP
conjugated donkey anti-mouse antibody (Jackson ImmunoResearch Laboratories, West
Grove PA). After subsequent washes, substrate solution (BD Biosciences, San Jose CA) was
added to the plate for 15 minutes. The reaction was stopped with stop solution (2N H,SOy,).
OD was measured at 450 nm.

Detection of RAGE transcript on endothelial cells

RNA was isolated from Pulmonary Microvascular Endothelial Cells (HMVEC-L) and
Human Embryonic Kidney Cells (293) using a commercially available kit (RNeasy Minikit,
Quiagen, Valencia, CA). Three micrograms of RNA from either cell type was reverse
transcribed using 0.5 pg oligo(dT) (Promega, Madison, WI), 10 mmol/L deoxynucleotide
triphosphates (Clontech, Palo Alto, CA), and 1 unit SuperScript 11 reverse transcriptase in
1x First-Strand Buffer and 10 mmol/L DTT (Clontech) for 60 minutes at 50°C. Equal
amounts of cDNA from each cell type were isolated. Forward primer 5’-
AGCCACTGGTGCTGAAGTGT-3’ and reverse primer 5’-
GAATCTGGTAGACACGGACTC-3" were designed to detect a 267 bp PCR product that
identified human RAGE. Semi-quantitative analysis of gene expression was done using a
Cepheid Smart Cycler (Sunnyvale, CA) following the manufacturer's protocol (Light Cycler
RNA Amplification Kit SYBR Green I, Roche Applied Sciences, Indianapolis IN). cDNA
concentrations from each pool were normalized using GAPDH as a control gene. RAGE
expression in HMVEC-L and 293 cells (normalized to GAPDH) were determined. Each
sample was run in triplicate.

Detection of RAGE protein on endothelial cells by immunoblotting

HMVEC-L or 293 cell lysates were prepared using cell lysis buffer (50 mmol/L Tris-HCI
(pH 8), 150 mmol/L NaCl, 1% NP-40, 0.5% sodium deoxycholate, 0.1% SDS and protease
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inhibitor cocktail (Mini Complete, Roche Applied Science, Indianopolis, IN). Cell lysate
protein concentrations were assayed using a commercially available kit (Pierce BCA Protein
assay, Thermo-Fisher Scientific, Rochester NY). 20 ug of protein was added to each lane of
a 4% to 12% SDS-polyacrylamide gel (NuPage, Invitrogen, Carlsbad CA). The samples
were then resolved with SDS page under reducing conditions and immunoblotting was
performed as described above using mouse anti-human monoclonal (19G»;) a-RAGE
antibody (Abcam, Cambridge MA) and polyclonal horseradish peroxidase — conjugated
secondary donkey anti-mouse antibody ( Jackson ImmunoResearch Laboratories, West
Grove PA).

Detection of surface RAGE on endothelial Cells by flow cytometry

HMVEC-L at 1 x 108 cells were suspended in FACS buffer (2% FBS + PBS). Cells were
labeled with mouse anti-human monoclonal (1gG,,) o-RAGE antibody (final concentration
10 ug/mL, Abcam, Cambridge MA) or mouse anti-human monoclonal (IgG;) a-PECAM
antibody (final concentration 10 ug/mL) which was kindly provided by Dr. Peter Newman
(the Blood Center of Wisconsin). The appropriate isotype controls were used (final
concentration 10 ug/ml, Southern Biotech, Birmingham AL). The endothelial cells were
then washed 3x with FACs buffer and labeled with PE conjugated secondary antibody
(Sigma Aldrich, St Louis MO). FACS analysis and data analysis were performed as
described above.

Measurement of endothelial cell intracellular ROS production: fluorimeter based assay

Endothelial cell intracellular reactive oxygen species (ROS) production was measured using
5-(and 6-)chloromethyl-2',7'-dichlorodihydrofluorescein diacetate, acetyl ester (DCF,
Invitrogen, Carlsbad CA). Human Umblical VVein Endothelial Cells (HUVEC) or Human
Pulmonary Microvascular Endothelial Cells (HMVEC-L) were grown to confluence on 96
well plates. The endothelial cells were incubated with 1x108 stored or freshly isolated
erythrocytes x 4 hours at 37°C. Endothelial cells were subsequently washed five times using
HBSS and subsequently loaded with DCF (10uM). The cells were washed once and then
incubated in HBSS for 25 minutes at 37°C. Fluorescence intensity (excitation 495 nm,
emission 530 nm) was measured with a spectroflourimeter (SPECTRAmMax GEMINI XS,
Molecular Devices, Sunnyvale CA). All samples were performed in triplicate and repeated
at least 2 times. Results are reported as the mean + standard error of the mean and data are
presented as fold increase over baseline (EC loaded with DCF). Two-tailed Student’s t test
was used to determine significance. P values less than or equal to 0.05 were considered to be
significant.

For the fluorimeter based assays using HUVEC (Figure 3A), stored LR RBCs represent
RBCs obtained from a non-leukoreduced PRBC unit that was leukoreduced through a
sephadex/microcellulose column and washed immediately prior to the assay. Stored Non-LR
RBCs represent RBCs obtained from the same PRBC unit that were washed immediately
prior to the assay. For experiments involving the presence of RAGE blocking antibody,
immortalized HUVEC were preincubated with anti-human RAGE antibody (100 pg/mL
R&D Systems, Minneapolis MN), or goat 1gG control (100 pg/mL), for 2 hours at 37 °C. In
order to accelerate the storage lesion the erythrocytes employed for these studies were stored
plasma free and without additive solution for >48 hours (Figure 3B). Measurement of ROS
generation with DCF was performed as described above.

Measurement of endothelial cell intracellular ROS production: direct visualization

HMVEC-L were seeded in 60 x10mm plates and grown to confluence. The endothelial cells
were subsequently washed once with HBSS and then incubated with 5x108 stored
erythrocytes obtained from PRBC units that were leukoreduced on the day of the assay with
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a Sepacell filter (Baxter Inc, Deerfield, IL) or fresh erythrocytes for 4 hours at 37 °C. For
select studies erythrocytes were added to the endothelial cells in the presence of SRAGE (75
ng/mL). The endothelial cells were subsequently washed 3-4 times using HBSS and loaded
with DCF (10 pM) for 20 min at 37 °C. Images were acquired with an epifluorescence
microscope (Nikon Diaphot TMD, Melville, NY). For each condition, the data was
quantified over 3-4 fields using Metamorph Software (Molecular Devices, Downington PA).
Imaging studies were repeated 2x.

Stored Human RBC express the RAGE ligand, N&-Carboxymethylysine (N&-CML)

Because the AGE N¢-(Carboxymethyl)lysine (N*-CML) has been implicated in RAGE-
mediated endothelial dysfunction in vivo and vitro, we determined whether N-CML was
detectable on the surface of stored erythrocytes. 14 Surface Né-CML was detectable on
stored red blood cells by flow cytometry using a monoclonal antibody that was used to
develop a competitive ELISA to quantify Né-CML formation on intact red cells (Figure 1A).
This technique was reproducible, as 1 d RBCs from 3 individual donors or stored PRBC
units assayed on 3 different days produced consistent results for each sample assayed (data
not shown). Thus, similar to the findings of others, the competitive ELISA is a reliable and
reproducible technique for quantifying Né-CML content.15~17 The competitive ELISA
appeared more sensitive in discriminating differences in surface N*-CML content than flow
cytometry, as we were able to show individual heterogeneity in concentrations of surface N*-
CML between fresh and stored erythrocytes with this method (Figure 1B) but not by flow
cytometric detection (data not shown). By competitive ELISA, stored RBCs showed higher
amounts of Né-CML formation (Figure 1B, p=0.003).

Human Pulmonary Microvascular Endothelial Cells express the counter-receptor RAGE

Under basal conditions, HMVEC-L expressed RAGE transcripts when compared to human
embryonic kidney cells (293 cells) which do not express RAGE (Figure 2A).23 As shown in
Figure 3B, endothelial cells express a band of the appropriate size (55kD), compared with
minimal expression by 293 cells. Although RAGE was not as highly expressed as the
endothelial marker PECAM-1, HMVEC-L showed detectable surface RAGE expression
(Figure 2C). Thus, pulmonary microvascular endothelial cells constitutively express the
multiligand receptor RAGE.

Stored Erythrocytes Increase Endothelial Cell ROS Generation that is attenuated by either
RAGE blockade or soluble RAGE

We initially compared the effects of leukoreduction on red cell-induced endothelial ROS
generation. Figure 3A shows that stored RBCs can trigger increased ROS generation in
HUVEC compared to basal conditions (*p=0.005 for LR, ~ p=0.002 for non-LR
erythrocytes). In contrast, incubation of HUVEC with fresh RBCs did not increase ROS
generation over baseline (p=0.143). Stored red cells from the same PRBC unit bag, either
leukoreduced or non-leukoreduced, were compared to one another. Both leukoreduced and
nonleukoreduced stored RBCs increased endothelial ROS when compared with fresh RBCs
(Fig. 3A. **p=0.026 for LR, “p =0.009 for non-LR erythrocytes), indicating that leukocyte
removal from stored RBCs had no effect on endothelial cell ROS production. To determine
whether red cell-induced endothelial ROS generation occurs through RAGE ligation,
endothelial cells were incubated with erythrocytes that underwent accelerated storage in the
presence or absence of RAGE blocking antibody. Endothelial ROS was significantly
attenuated following incubation with RBCs in the presence of RAGE blocking antibody
(Fig. 3B; +p=0.004), suggesting that stored RBCs induce endothelial cell ROS through
RAGE ligation.
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As mediators in stored PRBC have been implicated in transfusion related lung injury and
ROS in the pathogenesis of acute lung injury, we examined endothelial ROS generation in a
more relevant cell line, HMVEC-L.2425> HMVEC-L showed minimal baseline fluoresence
(Fig. 3D-a). Addition of fresh erythrocytes did not increase endothelial cell ROS (p=0.10,
Figure 3C and 3D-b). Stimulation with stored erythrocytes from standard PRBC units led to
a 6-fold and 2-fold increase in ROS generation when compared with unstimulated ECs
(p=0.001, Figure 3C and 3D-c) and ECs stimulated with fresh erythrocytes (p=0.024, Figure
3C and 3D-c), respectively. Consistent with the findings using RAGE blocking antibody in
HUVEC, ROS generation in HMVEC-L by RBCs was attenuated in the presence of SRAGE
(*p = 0.002, Figure 3C and 3D-d). Thus, direct blockade of RAGE on endothelial cells or
scavenging of RAGE ligands by SRAGE produced similar effects. Although AGE can ligate
receptors such as CD36 or other scavenging receptors, we are unaware of published work
that show that ligation of these receptors can trigger endothelial ROS generation.
Collectively, our data show that AGE formation on stored RBCs can induce endothelial
ROS generation through a RAGE-dependent mechanism.

Discussion

In this study, we show that erythrocytes have varying amounts of Né-CML-modified
proteins on their surface at baseline and that Né-CML modifications increase during storage.
Furthermore, we demonstrate that stored RBCs induce ROS generation in pulmonary
endothelial cells through ligation of RAGE. These findings indicate that the formation of
biologically active ligands on the erythrocyte capable of directly engaging cellular receptors,
such as RAGE, may be one functional consequence of the erythrocyte storage lesion. We
propose that transfusion of stored erythrocytes may sustain inflammation in susceptible
hosts through activation of effector cells.

Ne&-CML is one of the most abundant AGE structures detected in human subjects and is a
well characterized mediator of EC activation.1418:26 One previous study has reported
increased AGE formation on PRBCs over time. However, this study examined total protein
lysates from PRBC units.® Our findings expand upon those in the previous study as we
demonstrate a specific AGE, Né-CML, present on the surface of intact erythrocytes, where it
would need to be located to engage cellular receptors.

One limitation of our study is that N®-CML levels in “fresh” and “stored” erythrocytes from
the same donation were not studied. This may be relevant as we observed significant
variation in baseline Né-CML levels. Future studies will require serial determination of
erythrocyte Né-CML formation during storage, as our observation of substantial donor
heterogeneity suggests that donor factors (i.e. blood glucose levels, age, smoking status), in
addition to storage conditions, may contribute to alterations in erythrocyte Né-CML levels.
Relevant to this observation is the fact that Né-CML is detectable in the serum of healthy
individuals and is elevated with certain disease states. 16:27,28

Another question of future interest is which molecules on the surface of the RBC are
modified by N&-CML. Consistent with previous reports of Né-CML modification of Band 3,
we were able to detect Ne-CML on Band 3 from stored erythrocyte lysates.2%:30 However, in
preliminary studies, we did not demonstrate consistent differences in the amount of Né-CML
modification of Band 3 between fresh and stored erythrocytes (data not shown). One
plausible explanation is that differences in N>-CML seen with storage are not due to
modification of solely Band 3, but are due to modification of other erythrocyte membrane
proteins and/or lipids. We also speculate that Ne-CML modified Band 3 may be
preferentially distributed to the microparticle fraction during storage- as storage dependent
reductions in erythrocyte Band 3, and increases in Band 3 and glycated proteins such as
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hemoglobin have been identified in microparticles.3133 Another explanation for our
inability to detect differences in Né-CML modified Band 3 with storage is that packed red
blood cell units and fresh RBCs both contain an equal distribution of young and “senescent”
erythrocytes. As “senescent” erythrocytes have increased Né-CML modification of Band 3
compared to young erythrocytes, examination of Band 3 Né-CML levels in fresh and stored
erythrocytes while adjusting for erythrocyte age would be required.2? Thus, studies
examining storage-mediated Né-CML maodification, with respect to erythrocyte age in
addition to storage time are currently an area of investigation. Future studies, using
proteomic approaches may be the most useful in answering which erythrocyte membrane
proteins appear to be the most important with regard to Né-CML modification.

RAGE is a relatively promiscuous receptor as it binds to a wide range of advanced glycation
products in addition to Né-CML, and other ligands such as high mobility group box
(HMGB)-1, S100/calgranulins, and amyloid p fibrils.34=37 The exact identities of all RAGE
ligands on the surface of RBCs are not known. Although RAGE is known to be present on
other types of endothelial cells such as HUVEC, there is some controversy regarding the
expression of RAGE on lung capillary endothelium as some studies have failed to
demonstrate RAGE on the capillary endothelium while others have demonstrated its
presence both in vitro and in vivo.1%22 This controversy may be due to technical issues, as
we have observed that RAGE is cleaved by proteases and commonly used tissue culture
agents, such as trypsin. Thus, some studies using immunohistochemistry may have had
RAGE cleaved during tissue processing, as it has previously been shown that RAGE is
cleaved by metalloproteinases.38 For these reasons, we sought to verify RAGE expression in
our endothelial cells using several techniques. Our findings show human pulmonary
microvascular endothelial cells express both RAGE transcript and protein constitutively. As
high mobility group box 1 (HMGB1) and other RAGE ligands have been shown to
upregulate expression of RAGE, our findings of RAGE expression in lung endothelium may
have implications for transfusion related lung injury during sepsis and hemorrhagic shock as
elevated levels of HMGB1 have been demonstrated during these states.39—44

Previous studies have shown that endothelial cells exposed to N*-CML-modified ovalbumin
showed both an increase in VCAM expression and NF-kB activation.1# Furthermore,
infusion of N®-CML -BSA increased VCAM expression in the lungs of mice.1* These
effects were attenuated by RAGE blockade suggesting that N-CML -RAGE interactions
can sustain inflammatory responses in the lung. Furthermore, transfusion of AGE-RBCs
may have detrimental consequences in the microcirculation of susceptible hosts as AGEs
have been shown to inhibit eNOS activity in HUVEC and dysregulation of NO
bioavailability and activity have recently been implicated in the RBC storage lesion.#>=47
Thus, it is plausible that transfusion of AGE or N®-CML modified erythrocytes, found in
stored blood, may perpetuate inflammatory responses and augment lung injury in
susceptible hosts.

In summary, we provide evidence that the RAGE ligand, Né-CML, is present on stored
RBCs. We provide further evidence that stored RBCs can induce ROS in pulmonary
endothelial cells through interaction with RAGE. Future studies determining the function of
endothelial cell RAGE in the pathogenesis or perpetuation of lung injury following RBC
transfusion are required.
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Figure 1. N.-CML expression on stored RBC

(A) N&-CML is detectable on erythrocytes from a 21 d stored PRBC unit. 3 independent
studies were performed, data is representative of 1 experiment. (B) Né-CML on fresh
erythrocytes obtained from healthy donors (triangles) or on erythrocytes obtained from 42d
old PRBCs units (circles). Erythrocytes from stored PRBC units showed increased Né-CML
content when compared with fresh erythrocytes (p=0.003). Two-tailed Student’s t test was
used to determine significance using SigmaPlot 10 software (Systat Software Inc., Chicago,
IL, USA).
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(A) RNA gel of RAGE mRNA in Human Pulmonary Microvascular Endothelial Cells
(HMVEC-L) or Human Embryonic Kidney Cells (293) demonstrates increased RAGE
transcripts in HMVEC-L (B) Western blot of extracts from HMVEC-L or 293 cells
demonstrates increased RAGE expression in HMVEC-L. Densitometry is normalized to i
Actin. (C) FACS analysis demonstrates surface expression of RAGE on HMVEC-L,
PECAM expression serves as a positive control. FACS analysis was repeated 3 times.
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Figure 3. Endothelial Cell ROS Generation Following Incubation with Stored Erythrocytes is
attenuated by RAGE blockade

(A) HUVEC were incubated with fresh or stored erythrocytes and ROS generation was
measured as described in the methods. Incubation with fresh erythrocytes did not increase
EC ROS generation (p=0.143), whereas incubation with stored erythrocytes increased EC
ROS generation (*p=0.005 for LR, ~ p=0.002 for non-LR erythrocytes). When compared
with fresh erythrocytes, both the LR and non-LR erythrocytes increased EC ROS generation
(**p=0.026 for LR, ~p =0.009 for non-LR erythrocytes). (B) Immortalized Human
Umbilical Vein Endothelial Cells (IVECs) were incubated with erythrocytes, with or
without RAGE blocking antibody or 1gG control (100 ug/mL) as described in the methods.
Endothelial cell ROS generation was increased over baseline following incubation with
erythrocytes (*p=0.001). This effect was attenuated with RAGE blocking antibody
(+p=0.004) but not in the presence of 1gG control antibody (p=0.428). (C and D)
Measurement of DCF fluorescence generated by HMVEC-L following incubation with fresh
erythrocytes, stored erythrocytes or stored erythrocytes in the presence of soluble RAGE
(SRAGE, 75 pug/mL). (C) Fresh erythrocytes did not increase ROS generation over baseline
(p=0.100). Stimulation of endothelial cells with stored erythrocytes increased ROS
generation when compared with ECs alone (**p=0.001) and ECs stimulated with fresh
erythrocytes (+p=0.024). In the presence of SRAGE, EC ROS generation following
stimulation with stored erythrocytes was significantly attenuated (*p=0.002). (D) Phase (left
panel) and fluorescence (right panel) images of (subpanel a) EC with or without RBC +
SRAGE as indicated in figure.
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