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Abstract

E-selectin, expressed on inflamed endothelium, and sialyl Lewis x (sLeX), present on the surface
of leukocytes, play a key role in leukocyte—endothelial interactions during leukocyte recruitment
to sites of inflammation. HECA-452 is a monoclonal antibody (mADb) that recognizes sLe* and is
routinely used by investigators from diverse fields who seek to unravel the mechanisms of
leukocyte adhesion. The data regarding the ability of HECA-452 to inhibit carbohydrate-mediated
leukocyte adhesion to E-selectin remains conflicted, in part due to the presence of a variety of
potential E-selectin reactive moieties on leukocytes. Recognizing this, we utilized a
complementary approach to gain insight into HECA-452 adhesion assays. Specifically, we used
sLeX microspheres to investigate the hypothesis that HECA-452 is a nonfunction blocking mAb
for isolated sLe* mediated adhesion to endothelial expressed E-selectin. Flow cytometric analysis
revealed that HECA-452 recognizes and binds to the sLe*X microspheres. Perfusion of the sLeX
microspheres over human umbilical vein endothelial cells (HUVEC) at 1.5 dynes/cm? revealed
that the microspheres attach to 4 hr interleukin (IL)-1p activated HUVEC specifically via E-
selectin. Pretreatment of the sLeX microspheres with HECA-452 did not influence sLe*
microsphere initial tethering and accumulation on IL-1p activated HUVEC. Neuraminidase and
fucosidase treatment of sLe* microspheres revealed that sialic acid and fucose are required for E-
selectin binding, whereas HECA-452 recognition of sLe* does not depend on the fucose moiety to
the extent required for E-selectin recognition. This latter finding suggests there are potential subtle
differences between the sLeX antigens for E-selectin and HECA-452. Combined, the data indicate
that HECA-452 is a non-inhibitor of sLeX-mediated adhesion to endothelial expressed E-selectin.
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1. Introduction

Leukocyte recruitment to a site of inflammation involves a series of adhesion events
between the leukocytes and the vascular endothelium. These events include initial tethering
and rolling that are mediated, in part, by the endothelial selectins (E and P-selectin) that bind
to glycoproteins and glycolipids present on leukocytes (Lawrence and Springer, 1991,
Bevilacqua and Nelson, 1993; Varki, 1994; McEver et al., 1995; Kansas, 1996; Luscinskas
et al., 1996). E-selectin is expressed at sites of acute and chronic inflammation and on
cultured endothelial cells treated with inflammatory cytokines such as interleukin (IL) -1p
and tumor necrosis factor (TNF) — a (Bevilacqua and Nelson, 1993; Kansas, 1996; Dagia
and Goetz, 2003). Both /n vivoand in vitro studies have clearly established that E-selectin
supports leukocyte tethering and rolling (Patel et al., 1995; Kulidjian et al., 2002).

Several glycoproteins can bind to E-selectin and thus could be considered ligands for E-
selectin. These include P-selectin glycoprotein ligand-1 (PSGL-1) (Moore et al., 1994;
Fuhlbrigge et al., 1997; Goetz et al., 1997; Zou et al., 2005), L-selectin (Patel et al., 1995;
Zollner et al., 1997), CD11b/CD18 (Crutchfield et al., 2000), E-selectin ligand-1 (ESL-1)
(Levinovitz et al., 1993; Steegmaier et al., 1995), CD44 (Dimitroff et al., 2001; Katayama et
al., 2005; Hidalgo et al., 2007), and CD43 (Matsumoto et al., 2005; Fuhlbrigge et al., 2006).
In addition, glycolipids can serve as ligands for E-selectin (Alon et al., 1995; Shirure et al.,
2011). Although the potential ligands for E-selectin are numerous, it appears that for a
molecule to have E-selectin binding activity it needs to be appropriately glycosylated.
Indeed, only when the above-mentioned molecules are decorated with sialylated and
fucosylated (sialofucosylated) oligosaccharides do they act as E-selectin ligands. These
observations have given rise to the notion that the underlying lipids and proteins are
scaffolds that present carbohydrates for binding to E-selectin (Sako et al., 1993). Perhaps the
most well-studied carbohydrate epitope to which E-selectin binds is sLeX, i.e. NeuAca.2—
3Galpl-4(Fucal-3)GIcNAc (Tyrrell et al., 1991; Foxall et al., 1992). It is quite clear that
sLeX can mediate adhesive interactions with E-selectin since microspheres coated with sLeX,
alone, tether and roll on E-selectin (Brunk et al., 1996; Zou et al., 2005).

HECA-452 is a rat IgM monoclonal antibody (mAb) that is routinely used by investigators
from diverse fields who seek to unravel the mechanisms of leukocyte adhesion (Duijvestijn
etal., 1988; Berg et al., 1991a; Alon et al., 1994; De Boer et al., 1994; Wagers et al., 1996;
Fuhlbrigge et al., 1997; Teraki and Picker, 1997; Knibbs et al., 1998; Wagers et al., 1998).
HECA-452 was originally raised to detect antigens expressed on high endothelial venules of
lymphoid organs that are supportive of peripheral blood lymphocyte invasion (Duijvestijn et
al., 1988). Many subsequent investigations revealed that HECA-452 recognizes sLeX and a
broad class of sialofucosylated glycans [e.g. (Berg et al., 1991a)]. This recognition leads to
the possibility that HECA-452 could inhibit sLe* binding to E-selectin, i.e. HECA-452
could be a function-blocking mAb. The literature is conflicted regarding this issue. Several
studies have shown that the presence of HECA-452 reactive epitopes on leukocytes
correlates with the ability of leukocytes to adhere to E-selectin (Alon et al., 1994; De Boer et
al., 1994; Fuhlbrigge et al., 1997; Teraki and Picker, 1997; Knibbs et al., 1998). In contrast,
it has been observed that cells that lack the HECA-452 epitope can bind to E-selectin
(Wagers et al., 1996; Wagers et al., 1998). HECA-452 does not inhibit HECA-452 positive
T-lymphoblast adhesion to E-selectin under flow conditions (Knibbs et al., 1998). These
observations have led to the hypothesis that HECA-452 is a sufficient, but not necessary,
“marker” for the ability of a cell to bind to E-selectin (Wagers et al., 1998). Thus, the issue
of whether HECA-452 is an actual function-blocking mAb for binding to E-selectin remains
unclear. This is due, in part, to the fact that several E-selectin reactive moieties may be
expressed on the same leukocyte leading to potentially extensive functional overlap.
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Recognizing that results with leukocytes have been equivocal, we utilized a complementary
approach to shed light on the above issue. Specifically, we used sLeX microspheres to
investigate the hypothesis that HECA-452 is a non-function blocking mAb for sLeX-
mediated adhesion to E-selectin under flow.

2. Materials and Methods
2.1. Reagents

Reagents for culturing human umbilical vein endothelial cells (HUVEC), bovine serum
albumin (BSA), Hank’s balanced salt solution with Ca2* and Mg2* (HBSS+), blocking
buffer (HBSS+, 1% BSA), formaldehyde and human interleukin-1f (IL-1p) have all been
described previously (Dagia and Goetz, 2003). Biotinylated multivalent sLeX, was purchased
from Glycotech (Gaithersburg, MD). The 9.95 um superAvidin microspheres, and Quantum
FITC MESF medium level calibration beads were from Bangs Laboratories, Inc. (Fishers,
IN). Vibrio cholera neuraminidase was obtained from Roche Diagnostics (Indianapolis, IN),
and a (1-3, 4) fucosidase (almond meal) was obtained from Glyko (San Leandro, CA).
Fluorescein isothiocyanate (FITC) conjugated biotin was obtained from Invitrogen
(Carlsbad, CA).

2.2. Antibodies

Murine anti-human CD62E mAb HAE-1f was obtained from Ancell (Bayport, MN). Rat
IgM HECA-452 mAb was purchased from BD Pharmingen (San Diego, CA). Purified rat
IgM was obtained from Zymed (South San Francisco, CA). FITC affinity pure F(ab”), goat
anti-rat IgM, . chain specific was obtained from Jackson ImmunoResearch (West Grove,
PA).

2.3. Cell Culture

HUVEC were obtained from Lonza (Walkersville, MD), cultured and activated with IL-1f
for 4 hiin 5 mm flexiPerm gaskets as described previously (Zou et al., 2005).

2.4. Generation of sLe* microspheres and isolation of neutrophils

SLe* microspheres were prepared as described previously (Zou et al., 2005). In brief, 9.95
pm superAvidin microspheres were washed, incubated for 30 min in blocking buffer and
washed again. Subsequently, the microspheres (1x107/mL) were incubated in blocking
buffer containing biotinylated sLe* for 1 hour and then washed. The microspheres were
resuspended to 5x10%/mL in assay buffer (HBSS+, 0.5% BSA) immediately prior to
perfusion through the parallel plate flow chamber. Human venous blood was obtained from
normal healthy volunteers in accordance with a protocol approved by the Institutional
Review Board Human Subjects Committee at Ohio University. Polymorphonuclear cells
(PMNss) were isolated by Ficoll density gradient centrifugation (Sigma, St. Louis, MO)
followed by hypotonic lysis of red blood cells (Zou et al., 2005). PMNs were 95.1% * 3.9%
pure as determined by forward scatter-side scatter plots in flow cytometry. PMNs were
stored at 1x107/ml on ice, until use in the adhesion assays.

2.5. Flow cytometric analysis of sLeX microspheres

Flow cytometric analysis of sLeX microspheres was performed as described previously (Zou
et al., 2005). In brief, sLe* microspheres, or sLe* microspheres pre-treated with enzymes,
were treated with HECA-452 mADb for 20 min. Subsequently, the microspheres were washed
once with blocking buffer and incubated for 20 min with an FITC-labeled anti-rat IgM
polyclonal antibody. After incubation, the microspheres were washed with blocking buffer
and then once with HBSS+. Finally, the microspheres were fixed in 1% formalin. All
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incubations were done at room temperature. A FACSort flow cytometer (BD Biosciences,
San Jose, CA) or a FACSAria Special Order Research Product flow cytometer/sorter (BD
Biosciences) was used to measure the FITC mean channel fluorescence (MCF) of the
microspheres. The molecules of equivalent soluble fluorochrome (MESF) that corresponds
to the MCF of the microspheres was determined from the calibration curve, MESF vs. MCF,
developed using quantum FITC medium level calibration beads. The net MESF/microsphere
was determined as described previously (Zou et al., 2005).

2.6. Flow adhesion assay

The adhesion assay, carried out at 37°C, using a parallel plate flow chamber (Glycotech,
Gaithersburg, MD), was similar to that described previously (Zou et al., 2005). A 35 mm
culture dish, whose center contained a confluent HUVEC monolayer, served as the bottom
surface of the flow chamber. We perfused the sLeX microspheres (5x10%/mL) over 4 h.
IL-1p activated HUVEC for 2.5 min at 1.5 dynes/cmZ. Initial tethering, prior to rolling, was
quantified as described previously (Zou et al., 2005). The number of microspheres or
neutrophils present at the end of the perfusion period was determined for multiple fields of
view and these numbers averaged to obtain the result for a given experiment. Microsphere
rolling velocities were determined using Image J software (Bethesda, MD). The distance the
microspheres traveled over a 5 second time period was determined and this distance used to
calculate the rolling velocity. For a given experiment, the rolling velocities of 7-10
microspheres were determined and then averaged to obtain the result for that experiment.

2.7. Enzymatic treatment of sLeX microspheres

For neuraminidase treatment, sLe* microspheres were treated with 0.1 U/mL neuraminidase
(diluted in HBSS+, 1% BSA, pH-7.4) and incubated at room temperature for 30 min. For
fucosidase treatment, sLeX microspheres were treated with 1 mU/mL fucosidase (diluted in
HBSS+, 1% BSA, pH - 5.0) and incubated at 37°C for 24 h. In both cases, subsequent to
treatment, the microspheres were washed and resuspended in blocking buffer to reach a final
concentration of 1x108/mL.

2.8. Statistics

3. Results

One way ANOVA with post-hoc Bonferroni multiple comparisons test was used to evaluate
the difference between treatment levels. pvalues < 0.05 were considered significantly
different. All error bars represent + standard error (SE).

3.1. Generation and characterization of sLe* microspheres

SLeX microspheres were generated by conjugating biotinylated sLe* to 10 wm superAvidin
microspheres via avidin-biotin chemistry. The resulting sLe* microspheres were
characterized using HECA-452 and flow cytometric analysis. Flow cytometry revealed that
HECA-452 recognized sLe* microspheres, and the level of recognition increased with
increasing concentrations of sLe* used in the preparation of the microspheres (Fig. 1).

To compare the sLeX microspheres prepared in this work to our previous study (Zou et al.,
2005), the net MESF/microsphere was estimated using a MESF vs. MCF calibration curve.
Zou et al. have previously argued that sLeX microspheres prepared with 0.125 pg/mL have
similar HECA-452 reactivity as human neutrophils (Zou et al., 2005). In this study, we
found that the HECA-452 net MESF/particle determined for sLe* microspheres prepared
with 0.125 wg/mL (1.1 x 10) is similar to the HECA-452 net MESF/particle determined for
sLeX microspheres prepared at 0.125 wg/mL in that previous study [1.2 x 10° (Zou et al.,
2005)]. Additionally, a mathematical analysis of receptor — ligand binding indicated that a
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solution of 0.125 pg/ml sLeX results in sLeX microspheres that have 5 x 108 sLeX molecules
per microsphere which is near the surface density reported for neutrophils (107). Therefore
for flow adhesion studies, unless otherwise specified, we used 0.125 pug/mL sLeX to generate
the sLe* microspheres.

3.2. SLeX microspheres tether to 4 h. IL-1B-treated HUVEC primarily through E-selectin

Zou et al. have previously shown that sLeX microspheres tether to 4 h. IL-1p-treated
HUVEC and the adhesion is inhibited by a mAb to E-selectin (Zou et al., 2005). We sought
to determine if this result was also true for the sLeX microspheres prepared for this study.
Hence, we perfused sLe* microspheres over unactivated HUVEC that express little, if any,
E-selectin (Dagia and Goetz, 2003) and 4 h. IL-1 activated HUVEC that express significant
levels of E-selectin (Dagia and Goetz, 2003). Consistent with our previous study (Zou et al.,
2005), the sLeX microspheres did not tether to unactivated HUVEC, but exhibited significant
tethering to activated HUVEC that was inhibited by a mAb to E-selectin (Fig. 2). Zou et al.
have previously shown that biotin microspheres, serving as a negative control for biotin-
sLeX microspheres, did not adhere to 4 h. IL-1p activated HUVEC (Zou et al., 2005). Thus,
it appears that sLe* microspheres adhere to 4 h. IL-1 activated HUVEC predominantly via
E-selectin.

3.3. Pretreatment of sLe* microspheres with HECA-452 has no effect on adhesion to
endothelial expressed E-selectin

With the above established, we next sought to determine the effect of HECA-452 on sLe*
microsphere adhesion. First, however, it was important to establish the range of HECA-452
binding to sLe* microspheres using immunofluorescence and flow cytometry. We treated
sLeX microspheres with increasing concentrations of HECA-452. As shown in Fig. 3A,
treatment of the sLe* microspheres with 100 pg/ml HECA-452 resulted in saturation of the
sLeX microspheres. Thus, we pretreated the sLe* microspheres with 100 pg/ml HECA-452
prior to the adhesion assay. As shown in Fig. 3B, 3C and 3D, HECA-452 failed to inhibit
sLeX microsphere initial tethering and accumulation on endothelial expressed E-selectin and
did not significantly increase the rolling velocity. These results led us to try lower levels of
sLeX to determine if HECA-452 could block where a lesser amount of sLeX was present,
namely at or near the minimum sLeX threshold level required to initiate tethering to
HUVEC. We performed flow adhesion assays with different concentrations of sLeX
microspheres and determined that 0.03125 pg/mL is the minimum concentration required
for the sLeX microspheres to adhere to 4 h. IL-1p activated HUVEC used in this study (data
not shown). We then used microspheres prepared with 0.0625 and 0.03125 pg/mL sLe* and
pretreated the microspheres with 200 pg/mL HECA-452. As shown in Fig. 4, HECA-452
does not inhibit the initial tethering or accumulation of sLeX microspheres coated with
relatively low levels of sLe* and did not significantly increase the rolling velocity. This was
true even at HECA-452 levels of 200 pg/mL. Combined, these results demonstrate that,
although HECA-452 mAb recognizes and binds to sLeX, it does not appear to block isolated
sLeX mediated adhesion to endothelial expressed E-selectin under flow conditions.

3.4. Neuraminidase treatment of sLe* microspheres abolishes both HECA-452 recognition
and E-selectin binding

Since HECA-452 failed to inhibit sLeX microsphere initial tethering to 4 h. IL-1p activated
HUVEC, we next questioned whether the sLeX binding epitopes for HECA-452 and E-
selectin differ. To probe this issue, we first treated sLe* microspheres with neuraminidase
and then performed flow cytometric analysis to characterize HECA-452 recognition. Flow
cytometric analysis revealed that treatment of sLeX microspheres with neuraminidase
abolishes the majority, if not all, of the HECA-452 recognition (Fig. 5 A). We then perfused
sLe* microspheres pretreated with neuraminidase over 4 h. IL-1p activated HUVEC. The
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neuraminidase treated sLe* microspheres exhibited significantly diminished tethering to
endothelial expressed E-selectin under flow conditions (Fig. 5 B). Combined, these results
suggest that a sialic acid [or neuraminidase-sensitive site(s)] on sLe is necessary for both
HECA-452 recognition and E-selectin binding.

3.5. HECA-452 recognition of sLeX microspheres is less dependent on fucose than sLeX
microsphere adhesion to E-selectin

There is substantial evidence that sLeX binding to E-selectin depends on the presence of
fucose as well as sialic acid (Nelson et al., 1993). Thus, we next probed the role of fucose in
HECA-452 recognition and E-selectin binding. Flow cytometric analysis of sLeX
microspheres treated with fucosidase revealed that fucose removal had a slight inhibitory
effect on HECA-452 recognition (Fig. 6 A). In contrast, pretreatment of sLe* microspheres
with fucosidase had a relatively robust inhibitory effect on sLeX microsphere initial tethering
to endothelial expressed E-selectin (Fig. 6 B). Combined, these results suggest that E-
selectin adhesion via sLeX is more dependent on the presence of fucose than HECA-452
recognition of sLeX.

4. Discussion

In the present study we have demonstrated that HECA-452 mAb recognizes and binds to
sLeX microspheres (Fig. 1) but does not appear to block sLeX microsphere initial tethering or
accumulation on 4 h. IL-1p activated HUVEC under flow conditions and does not appear to
significantly increase the rolling velocity (Figs. 3 and 4). Interestingly, for microspheres
generated with a higher level of sLe* (Fig. 3), each of our adhesion measurements
(attachment, accumulation and rolling velocity), did reveal a slight, but insignificant,
decrease in adhesion with treatment with HECA-452. That said, we did not observe this
trend with the microspheres generated with a lower level of sLeX (Fig. 4). Thus, in
aggregate, our data support the hypothesis that HECA-452 is a non-function blocking
antibody for isolated sLe* adhesion to endothelial expressed E-selectin under flow
conditions.

Our finding that HECA-452 does not block sLe* microsphere adhesion is surprising since
HECA-452 recognizes and binds to sLe* on the microspheres and the size of sLe* (820 Da)
is small compared to the size of HECA-452 (~750 kDa). However, this observation is in line
with previous studies which have shown that: (i) HECA-452 does not block HECA-452 (+)
T cell binding to E-selectin (Teraki and Picker, 1997; Knibbs et al., 1998), (ii) HECA-452
does not block CHO-E cell binding to HECA-452 (+) PSGL-1 in an immunoblot flow assay
(Fuhlbrigge et al., 2002) and (iii) HECA-452 recognizes PSGL-1 coated microspheres and
does not block PSGL-1 microsphere initial tethering to E-selectin under similar conditions
used in this study (Zou et al., 2005). In addition, we have found that pre-treatment of freshly
isolated human neutrophils with HECA-452 does not inhibit neutrophil accumulation on 4 h.
IL-18 activated HUVEC (Fig. 7).

The inability of HECA-452 to block adhesion raises the question of whether the HECA-452
and E-selectin binding sites differ. It is known that a critical characteristic feature of E-
selectin ligands is the presence of sialofucosylated oligosaccharides (Varki, 1994). It is also
known that HECA-452 recognizes sialofucosylated oligosaccharides such sLe* and sLe?
(Berg et al., 1991a). Thus HECA-452 and E-selectin can bind to the same carbohydrate.
However, they may not bind at the same epitope, and thus HECA-452 may not block E-
selectin ligand function when used in adhesion assays. The results presented in Figs. 5 and 6
demonstrate that the sialic acid of sLeX is required for both HECA-452 recognition and E-
selectin binding, and that the fucose moiety is required for E-selectin binding but does not
appear to be as important for HECA-452 recognition. The finding that sialic acid and fucose
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are required for E-selectin binding is consistent with several studies in which it has been
reported that treatment of rat PMN (Misugi et al., 1995), HL-60 cells (Larsen et al., 1992)
and PSGL-1 microspheres (Zou et al., 2005) with neuraminidase eliminates the binding of
PMN, HL60 and PSGL-1 microsphere adhesion to E-selectin, and treatment of HL-60 cells
(Larsen et al., 1992) and the HCELL glycoform of CD44 (Dimitroff et al., 2001) with
fucosidase diminishes E-selectin binding activity. In regards to fucose, it has been shown
that neutrophils in fucosyltransferase VII (Fuc T-VI1I) deficient mice, exhibit reduced E-
selectin dependent rolling during inflammation /n vivo (Sperandio, 2006). The finding that
sialic acid is required for HECA-452 recognition is consistent with several studies in which
it has been reported that HECA-452 does not bind to neuraminidase treated PSGL-1
microspheres (Zou et al., 2005) and CLA+ T cells (Berg et al., 1991b). Even though
HECA-452 recognizes sialofucosylated oligosaccharides, it appears that HECA-452
recognition of sLe* does not depend as much on fucose as E-selectin recognition of sLe*
(Fig. 6). This difference could underlie HECA-452’s inability to block sLe* mediated
adhesion to endothelial expressed E-selectin under flow conditions — our results suggest that
the epitopes are not identical. Interestingly, computational models of sLe* binding to E-
selectin, show that the fucose of sLeX forms stabilizing hydrogen bonds with the amino acids
in the Ca2* binding site of the carbohydrate recognition domain of E-selectin (Ishida, 2010).

The above thoughts aside, a second possible reason for the lack of inhibition by HECA-452
arises from physical considerations. HECA-452 is an IgM which is a pentamer of 1gG. An
IgG molecule covers a surface area of 60 nm?2 (Crowther, 2000) and thus the surface area
occupied by a HECA-452 molecule is 300 nm2. Approximately 1 x 106 HECA-452
molecules, occupying an area of ~300 nm2, could fit onto a 10 wm microsphere, assuming
each HECA-452 lies flat to the microsphere surface. Since HECA-452 is a pentamer of IgG,
and each I1gG is divalent, there is the possibility of HECA-452 being decavalent. These
considerations give a possible upper “steric” limit to the number of sLe* moieties that can be
bound by HECA-452. That limit is 1 x 106 for univalent to 1 x 107 for decavalent
HECA-452 binding. It is informative to compare these numbers to the number of sLeX
moieties present on the microspheres which we estimate to be ~5 x 10% and ~1 x 106 for
microspheres prepared with 0.125 and 0.03125 pg/ml sLeX, respectively. Comparing the
sLeX numbers (~5 x 10 and ~1 x 106) to the “steric” limit numbers presented above (1 x
108 to 1 x 107) reveals that: (i) if HECA-452 binding is decavalent, “steric” limitations
should be less of an issue, (ii) if HECA-452 binding is less than pentavalent, “steric”
limitations would be an issue for the sLeX microspheres prepared with 0.125 pg/ml, and (iii)
if HECA-452 binding is univalent, “steric” limitations could be an issue for the sLe*
microspheres prepared with 0.03125 g/ml sLe* as well. Thus, there could be a physical
effect, i.e. a “steric” effect, which limits the ability of HECA-452 to inhibit sLe*-mediated
adhesion to E-selectin.

5. Conclusion

In summary, our results demonstrate that the widely used mAb HECA-452 recognizes and
binds to sLe* but does not block isolated sLe*-mediated adhesion to 4 h. IL-1B-activated
HUVEC under flow conditions. We have identified two factors that may contribute to the
lack of inhibition: (i) subtle differences in the binding epitopes of sLe* for E-selectin and
HECA-452 [a biochemical factor], and (ii) “steric” limitations on the number of HECA-452
molecules that can bind to a sLe* particle [a physical factor].
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Figure 1.

Analysis of sLeX microspheres by flow cytometry. The sLe* microspheres were first treated
with HECA-452 and then a FITC labeled goat anti-rat IgM antibody. The histograms
represent the fluorescence distribution of the population of microspheres analyzed. The log
fluorescence correlates with the levels of HECA-452 epitopes bound to the sLe*
microspheres. The coating concentrations used to prepare the sLeX microspheres are shown
on the right side. The data presented represent n=3 experiments.
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Figure 2.

SLeX microsphere initial tethering to 4 h. IL-1p activated HUVEC occurs primarily through
E-selectin. Initial tethering of sLe* microspheres to unactivated HUVEC, 4 h. IL-1p
activated HUVEC and 4 h. IL-1p activated HUVEC pretreated with an anti-E-selectin mAb
(HAE-1f) was determined. Shear stress = 1.5 dynes/cm?; *p < 0.05 compared with the center
bar.
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Figure 3.

HECA-452 does not block sLe* microsphere initial tethering and accumulation on IL-1f
activated HUVEC and does not significantly increase the rolling velocity. (A) SLe*
microspheres were treated with various concentrations of HECA-452, as indicated, and then
analyzed via flow cytometry. The Mean Channel Fluorescence (MCF) for the population of
sLeX microspheres is plotted vs. the concentration of HECA-452. (B, C and D) SLe*
microspheres were untreated or treated with 100 pg/ml HECA-452, as indicated, prior to the
adhesion assay and perfused over 4 h. IL-1p activated HUVEC at a shear stress of 1.5
dynes/cm?. The initial tethering during the first 2.5 minutes of flow (B), the number of sLe*
microspheres present after the 2.5 minutes of flow (C), and the rolling velocity (D) was
determined. A coating concentration of 0.125 pg/mL sLe* was used for preparing the sLe*
microspheres; shear stress = 1.5 dynes/cm?; Results shown are the average of n=3.
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Figure4.

HECA-452 does not inhibit sLeX microsphere, generated with a relatively low concentration
of sLeX, tethering and accumulation on IL-1p activated HUVEC and does not significantly
increase the rolling velocity. (A) sLe* microspheres generated with different concentrations
of sLeX [(A, B, C) 0.0625 pg/mL and (D) 0.03125 g/mL] were either untreated or treated
with HECA-452, as indicated, and perfused over 4 h. IL-1p activated HUVEC at a shear
stress of 1.5 dynes/cm?. (A and D) The initial tethering during the first 2.5 minutes of flow.
(B) The number of 0.0625 pg/mL sLeX microspheres present after 2.5 minutes of flow. Note
that accumulation data is not given for the sLeX microspheres prepared with 0.03125 pg/mL
sLeX since there were an insignificant number of sLe* microspheres present for both
untreated and mAb treated conditions. (C) The rolling velocity of the 0.0625 p.g/mL sLeX
microspheres. 0.03125 pg/mL sLe* microspheres pretreated with HECA-452 did not exhibit
an increase in the rolling velocity compared to untreated microspheres (data not shown).
Data are the average of n = 3 separate experiments.
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Neuraminidase treatment of sLeX microspheres eliminated both HECA-452 recognition of
sLeX microspheres and adhesion to E-selectin. (A) Levels of HECA-452 reactive epitopes on

sLe* microspheres, with and without neuraminidase treatment, were analyzed by flow
cytometry. Top panels - microspheres prepared with no sLeX and not treated with
neuraminidase; Middle panels-microspheres prepared with 0.125 p.g/ml multivalent sLe*
and not treated with neuraminidase; Bottom panels-microspheres prepared with sLe* and
treated with neuraminidase (0.1 U/ml). (B) SLe* microspheres, with and without

neuraminidase treatment 30 min prior to the adhesion assay, were perfused over 4 h. IL-1p
activated HUVEC at a shear stress of 1.5 dynes/cm?. N indicates neuraminidase treatment;

*<0.05; N>2.
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Figure®6.
Fucosidase treatment of sLe* microspheres had a slight inhibitory effect on HECA-452

recognition of sLe* microspheres but a relatively robust inhibitory effect on sLe*
microsphere adhesion to E-selectin. (A) Levels of HECA-452 reactive epitopes on sLeX
microspheres, with and without fucosidase treatment, were analyzed by flow cytometry. Top
panels - microspheres prepared with no sLeX and not treated with fucosidase; Middle panels
- microspheres prepared with 0.125 pg/ml sLe* and not treated with fucosidase; Bottom
panels - microspheres prepared with sLe* and treated with fucosidase (0.1 U/ml). (B) SLe*
microspheres, treated with and without fucosidase 24 hr prior to the adhesion assay, were
perfused over 4 hr. IL-1p activated HUVEC at a shear stress of 1.5 dynes/cm?. F indicates
fucosidase treatment; *p<0.05; n >4.
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Figure?7.

HECA-452 does not block neutrophil accumulation on 4 hr. IL-1p activated HUVEC.
Freshly isolated human neutrophils were untreated, treated with rat IgM or treated with 100
pag/ml HECA-452, as indicated, prior to the adhesion assay and perfused over 4 h. IL-1p
activated HUVEC for 2.5 minutes. The number of adherent neutrophils was determined after
the perfusion period and normalized to the area of the field of view. Shear stress = 1.5
dynes/cm?; Results shown are the average of n=3.
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