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Cholera is a potentially fatal bacterial infection caused by the
cholera toxin (CT), an ABs toxin secreted by Vibrio cholera.
GM1 has long been known as the receptor of the cholera toxin in
the intestine. However, increasing evidence is pointing towards the
role of fucosylated conjugates as additional attachment options of
the toxin. In the present paper we have synthesized a polymeric
hybrid which can inhibit both modes of attachment.

Cholera is an acute diarrhoeal infection that is caused by the
ingestion of water or food contaminated with the Vibrio cholera
bacterium." Cholera is endemic in countries with poor sani-
tation and inadequate drinking water facilities, with 3 to
5 million reported cases every year." The current cholera epi-
demic in Yemen that began in 2016 has so far resulted in
more than 3500 fatalities." Cholera is caused by the cholera
toxin (CT) which is an AB; toxin secreted by the bacterium.
The A subunit is the toxic portion whereas the B subunit
attaches itself to GM1 gangliosides on the intestinal cell
surface. This attachment is regarded as one of the strongest
protein-carbohydrate interactions.” Adhesion is followed by
cellular endocytosis of the A subunit which catalyses the ADP
ribosylation of G-proteins. The resulting stimulation of adenyl-
ate cyclase raises the intra-cellular cAMP levels followed by
chloride outflow leading to water secretion and potentially
fatal diarrhea.> Many studies have focused on the inhibition of
the toxin.*™®

CT has two major biotypes, classical (cCT) and El Tor (ET
CT). Cholera has long been identified as a disease associated
with a blood group-dependence. One of the first clinical find-
ings of this dependence was noted in hospital settings in India
and the Phillipines more than three decades ago, with an over-
representation of blood group O patients.”'® ABO blood
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groups are classified on the basis of the histo-blood group
antigens (BGAs) present on red blood cells, with the H trisac-
charide being the smallest determinant. Blood group O indi-
viduals carry the unmodified H antigen which has a terminal
fucose residue while those with blood group A and B have
terminal Gal and GalNAc residues, respectively. The BGAs
are not only present in the blood but also in other body
fluids such as mucus, saliva etc. in approximately 80% of the
population termed as “secretors” while the rest are “non-
secretors”.'"?

Recently, a second binding site on the cholera toxin has
been identified. It was shown to recognize BGAs and was first
detected for a chimeric toxin of CTB and the heat-labile entero-
toxin of E. coli (LTB).">'® Both ¢CT and ET CT were shown to
bind BGAs with millimolar affinities at the second or second-
ary binding site on the lateral face of the toxin.'®'® Using
surface plasmon resonance (SPR), it was observed that the H
determinant binds more strongly than the A determinant,
especially in the case of the ET CT variant."> The enhanced
binding of CT to the displayed H trisaccharide thus may lead
to increased toxin uptake and more severe symptoms for blood
group O individuals."®

GM1-deficient cell lines i.e. T84 and Colo205 have been
used to demonstrate that GM1 is not the sole receptor for
CT.”® Additionally, it has been shown that besides these
immortal cell lines, human intestinal epithelia also contain
relatively little GM1."**° Furthermore, CTB binding to primary
human jejunal epithelial cells was shown to correlate with the
amount of displayed Lewis X (Le¥) glycan.*

A direct binding interaction between CTB and the Le" tetra-
saccharide was studied by ITC and revealed a K4 of 1-2 mM."*
Crystal structures and SPR studies further showed that Le* and
also 1-fucose bind exclusively to the secondary site with milli-
molar Ky’s.*° Clearly, fucose is the common component of all
glycans with affinity for the secondary CT binding site.
Although GM1 is the primary receptor in cell lines with both
receptors, fucosylated glycoconjugates also contribute to CTB
binding and internalization.**
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So far only one fucose-based polymer has been reported
with an ICs, of 1.5 uM derived from a cell-based assay.'* We
set out to create a molecule that could block both GM1-based
and fucose-based intoxication, by constructing a “hybrid” poly-
meric ligand. This was done in anticipation of multivalency
enhancements as we have seen for other multivalent
platforms.>*™>® For this purpose, we used a dextran based
polymer to which fucose and a galactoside were conjugated.
Meta-nitrophenyl a-galactoside (MNPG) is an ideal candidate
owing to its potency and we have demonstrated that when con-
jugated to polymers effective inhibition of cholera toxin is
achieved in a GM1-based assay.”” In the present paper, we
have synthesized a fucosylated and a hybrid polymer. The syn-
thesized compounds were tested for their ability to inhibit the
cholera toxin B-subunit by making use of the GM1-based
ELISA assay along with the newly developed fucose-based
version.

HO OH
| 2
HO
HO =
o o
OH
HO O2N I
2

Fig. 1 Monovalent ligands.

AN ‘

©

o}
HO, " N
0/ Hol Ny N
OH =
Ny Hg o N, _ OH
o]
HO i o .

N=N
OH
5

Scheme 1 Synthesis of fucose- and hybrid polymers. (i) Dextran azide,
1, CuSO,4, Na-CuAAC ascorbate, 100 °C, 75%, (ii) dextran azide, 1, 2,
CuSO,, Na-ascorbate, 100 °C, 81%, (iii) dextran azide, 2, CuSO,4, Na-
ascorbate, 100 °C, 51-58%.
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Results and discussion

Propargyl fucoside 1 and the MNPG derivative 2 were syn-
thesized starting from i-fucose and galactose pentaacetate
according to reported procedures (Fig. 1).>”*® Azido-functiona-
lized dextran (M,, = 155 kDa) with 6% azide functionalization
was used as the polymeric scaffold.>® Copper-catalysed alkyne-
azide cycloaddition was used for the conjugation of the
dextran polymer to the fucoside 1 in order to obtain the fuco-
sylated polymer i.e. 3. The hybrid polymer 4 was obtained by
conjugating both MNPG propargyl and 1 in equimolar quan-
tities to the dextran azide. Final polymers 3 and 4 were charac-
terized by NMR and infrared spectroscopy, the latter of which
was useful to see the disappearance of the azide signal at
2110 cm ™" (Scheme 1) (see ESIf).

Cholera toxin inhibition

The polymers were evaluated for CTB inhibition in an ELISA-
type assay by immobilising the GM1 ganglioside and using a
cholera toxin-biotin conjugate. Galactose was used as the
monovalent reference compound and showed weak inhibition
as before®>*" (ICs,: 195 mM) whereas 1-fucose was an extre-
mely weak inhibitor with an ICs, of 1.6 M (Table 1). Polymer 3
did not inhibit CTB in this assay up to 200 uM, while hybrid 4
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Fig. 2 Comparison of T84 cell ELISA and PAA-fucose ELISA. Observed
HRP-based signal as a function of toxin concentration.

Table 1 Results of inhibition by multivalent carbohydrates in CTB-biotin ELISA assay”

Valency Rel. pot.
Entry Construct Ligand (% functionalization of polymer) ICso (1M) Rel. pot.” per sugar®
1 Galactose p-Gal 1 195 000 + 21 000 1 1
2 L-Fucose L-Fuc 1 1581000 + 171000
3 3 1-Fuc 52 (5.6%) No inhibition — —
4 4 L-Fuc + MNPG (1:1) 52 (5.6%) 26+ 10 7500 288
5 5 MNPG 55 (6%) 3.2+£0.9 61 000 1108

“ Determined in an ELISA-like assay with CTB;-biotin (40 ng mL™") and wells coated with GM1. ? Relative to the potency of galactose.  Relative

potency divided by the MNPG valency.
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Table 2 Results of inhibition by multivalent carbohydrates in PAA-fucose ELISA assay”

Valency Rel. pot.
Entry Construct Ligand (% functionalization of polymer) ICs (kM) Rel. pot.” per sugar®
1 L-Fucose L-Fuc 1 11730 £ 9000 1 1
2 3 1-Fuc 52 (5.6%) 0.63 0.2 18619 358
3 4 1-Fuc + MNPG (1:1) 52 (5.6%) 1.1+ 0.6 10 663 205
4 5 MNPG 55 (6%) No inhibition — —

“Determined in an ELISA-like assay with CTBs-biotin (15.3 pg mL™" final concentration) and wells coated with PAA-fucose. ” Relative to the

potency of -fucose.  Relative potency divided by the r-fucose valency.

showed inhibition with an ICs, of 26 pM. This represents a
large potency enhancement in comparison with the milimolar
inhibitory potencies of galactose and MNPG derivatives.>” The
dextran azide polymer was also tested and did not show any
inhibition in the assay.

Previously a fucosylated polymer has been synthesized and
tested for aggregation based inhibition in an ELISA with T84
cells, Colo 205 cells and primary human jejunal epithelial
cells." These cells, notably T84, are not easy to culture, so as
an alternative assay unambiguously focused on fucose-CT
interactions, we utilized immobilized polyacrylamide-conju-
gated i-fucose (PAA-fucose) and the same biotinylated toxin.
PAA-fucose has been previously used to test fucosylated glyco-
dendrimers.*> We first compared the PAA-fucose assay with
the T84 cell assay to evaluate the assay sensitivity and con-
cluded that 15.3 ug mL™" was an appropriate concentration for
the toxin to be used for further inhibition assays (Fig. 2). This
is high in comparison to that required in the GM1 ELISA (40
ng mL™"). .-Fucose was used as a reference in the PAA-fucose
ELISA and showed an ICs, of 12 mM (Table 2). Both polymers
3 and 4 inhibited in the low micromolar range (0.6 uM and
1 uM respectively) whereas polymer 5 did not inhibit the toxin.

For compounds 3 and 4 these inhibitory potencies rep-
resent close to 11 000 and 19 000-fold potency enhancements
or 358 and 205-fold per sugar ligand.

Conclusions

We have synthesized a hybrid inhibitor for the cholera toxin
that can inhibit both the GM1-based adhesion of the primary
binding site and the fucose-based adhesion of the secondary
binding site. Additionally, an ELISA using PAA-fucose made it
possible to test the fucose-based adhesion in a short span of
time. Although the hybrid is not quite as active as the homopo-
lymers in either assay, the inhibition was still strong in the low
micromolar range with large multivalency enhancements in
either case. The fact that the hybrids were less active that the
homopolymer was expected as the ‘wrong’ ligand may obstruct
multivalent binding at times, but the reductions were only
minor, especially for the fucose-based assay. Furthermore, the
fucose polymer 3 did not show any inhibition in the GM1-
based assay, and the MNPG based polymer was not active in
the fucose-based assay. The hybrid glycopolymer is a practical
approach to cover both intoxication scenario’s with a single
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agent. The agent is easy to synthesize, in a likely scalable syn-
thesis at relatively low costs and contains a pharmaceutically
benign?*** dextran backbone.
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