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β-Galactose derivatives have recently been reported to selectively inhibit galectin-3, and a library of O3-
arylated galactosides with varying substitution patterns was designed to study such inhibitions further. The O3-
arylated galactosides were synthesized using diaryliodonium salts under mild and transition metal free
conditions, providing the target products in moderate to good yields. An O3-trifluoroethylated galactoside was
also synthesized using iodonium salt chemistry. Azido-substituted products were subsequently transformed into
the corresponding triazoles. After deprotection, a selection of galactoside derivatives were evaluated for
inhibitory potencies against galectins-1, 3, 4 N (N-terminal domain), 4 C (C-terminal domain), 7, 8 N, 8 C, 9 N, and
9 C and one compound with promising affinity and selectivity for both the N- and C-terminal domain of galectin-
9 was discovered.
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Introduction

Carbohydrates are among the most abundant bioma-
cromolecules and play important roles in living
organisms. They serve as energy storage, are found in
structural components and facilitate cell signalling.[1]

Consequently, carbohydrates are of great interests
within medicinal chemistry.[2]

Derivatization of carbohydrates through introduc-
tion of functional groups at the oxygens gives rise to a
vast array of products with potential biological activity,
and methodology development to reach O-functional-

ized carbohydrates is thus of importance. Common
methods include the stepwise addition of leaving
groups followed by nucleophilic substitution, leading
to inversion of carbohydrate carbon stereochemistry,[3]

and esterification, which is performed under harsh
conditions causing scope limitations.[4] Recently, a Cu-
mediated site-selective O-arylation of carbohydrates
with arylboronic acids was reported.[5]

To increase the synthetic routes to these targets,
we recently developed an efficient O-arylation of
carbohydrates with retention of stereochemistry. The
reactions were performed using diaryliodonium salts
under mild and transition metal-free conditions and
provided a broad substrate scope (Scheme 1).[6] The
reaction could also be extended to O-trifluoroethyla-
tion using trifluoroethyl(mesityl)iodonium triflate.[6]

β-D-Galactopyranosides are found terminally or
internally in glycoconjugates and have the ability to
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bind to the protein family of galectins.[7] Such binding
influences the cellular trafficking, localization, and

molecular interactions of glycoconjugates and thereby
regulate their functions. For example, galectins can
interact with such cell surface glycoproteins on T cell
receptors responsible for recognizing antigens,[8] and
the membrane transport protein CD98.[9] Galectins can
also interact with the transforming growth factor-β
TGF-β-R, which is involved in paracrine signalling/cell-
cell communication,[10] and receptors for vascular
endothelial growth (VEGF2-R), which are involved in
the formation of the circulatory system and the
growth of blood vessels.[11]

In 2016, Nilsson and co-workers reported that a C3-
derivatized β-galactose derivative could selectively
inhibit galectin-3. The derivative proved successful in a
bleomycin-induced mouse model of lung fibrosis and
thus proved promising for the development of anti-
fibrotic drugs.[7]

The O-arylated galactosides generated through the
methodology in Scheme 1 were interesting targets for
biological studies as galectin inhibitors. The previous
scope only included one O3-arylated galactose,[6] and
we hypothesized that such compounds have the
potential for discovery of novel galectin-inhibitory
structural classes as C3-derivatised galactosides are
known drug-like inhibitors.[6] Herein, we describe the
results from a targeted synthesis of a variety of O3-
arylated galactosides and the investigation of their
biological properties.

Results and Discussion

Synthesis of O3-Arylated Galactosides

Benzyl-protected galactoside 1 was chosen as the key
starting material for diversifying 3-O-arylations and the
reaction with diphenyliodonium triflate (2a) was
examined first. Product 3a was obtained in 65% yield
together with recovered starting material under the
previously developed conditions.[6] To increase the
conversion, additional 2a and base were added to the
reaction after 1 h, resulting in 80% yield of 3a. This
stepwise addition set-up was next applied to a series
of functionalized diaryliodonium salts 2, which were
either symmetric or unsymmetric with a phenyl,
mesityl, anisyl or trimethoxyphenyl (TMP) dummy
group. The choice of iodonium reagent and the
observed chemoselectivities are detailed in the Sup-
porting Information.[12,13] The reactions were performed
without individual optimizations of the reaction con-
ditions, as the main focus was to obtain products 3 for
biological investigations (Scheme 2).

Scheme 1. Methodology for O-arylation of carbohydrates. Pg=

protecting group.

Scheme 2. Arylation scope with galactoside 1. Reaction con-
ditions: 1 (0.1 mmol), salt 2 (2 equiv.) and tBuOK (2 equiv.) were
stirred in toluene (2 mL, anhydrous conditions not required) for
1 h. Additional 2 and tBuOK (1 equiv. each) were then added
and the reaction continued another 1–2 h. Unsymmetric salts 2
(dummy group): 2b, 2m, 2n, 2r, 2s, 2v (anisyl), 2e, 2f, 2g, 2l
(Ph), 2h (TMP), 2o, 2p (mesityl).[a] Additional 2 and tBuOK
(2 equiv. each) used.[b] The conditions from reference [6] were
used.[c] Reaction at 50 °C for 16 h, regioisomeric mixture 3k :3o
3.7 :1.[d] Reaction at 60 °C for 18 h.
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Electron-donating alkyl-substituted aryl groups
could be transferred to provide products 3a–3d.
Arylated products with a variety of electron-withdraw-
ing functional groups in the para-position (3e–3j)
were easily obtained, and the yield of nitro-substituted
3e increased from 78%[6] to quantitative under these
conditions. Even the p-methoxy-substituted product
3k was successfully obtained, although the arylation
resulted in a regioisomeric mixture (3.7 : 1) of 3k :3o,
likely formed through an aryne mechanism.[14] The
scope with meta-substituted aryl groups was subse-
quently examined and delivered products 3l–3o. The
azido-functionalized products 3h and 3n, which are
very interesting for further derivatization, were formed
in moderate yields that could not be improved by
changing the reaction temperature. Reactions with the
4-azidophenyl (TMP) salt proved to give better yield
than the corresponding anisyl salt, see the Supporting
Information for further details.

ortho-Substituted products 3p–3t proved more
difficult to obtain and the synthesis of ortho-ester
decorated 3p required heating to 60 °C and prolonged
reaction time. The ortho-iodinated product 3r was the
only exception to this trend and could be isolated in
80% yield. Reactions with the unsymmetric 2-meth-
oxyphenyl(4-methoxyphenyl)iodonium triflate (2s) de-
livered a separable product mixture of 3s and 3k (3 : 1)
through incomplete chemoselectivity in the ligand
coupling, which decreased the yield of isolated 3s.
Products 3t and 3u, carrying functional groups with
both electron-withdrawing and electron-donating
properties, were obtained in modest amounts. The
library was completed by the synthesis of pyridyl
galactoside 3v in 55% yield.

Derivatization of the O-Arylated Galactosides 3

The azido-functionalized galactosides 3h and 3n were
efficiently transformed into triazoles 4h and 4n
through CuAAC reactions[15,16] (Scheme 3).

The benzyl protecting groups in O3-aryl galacto-
sides 3 and 4 were subsequently removed through
hydrogenation to provide target compounds 5 and 6
(Scheme 4,a). Most products were obtained in good
yields, but the deprotection of substrates 3e and 3v
failed. The arylation and hydrogenation could also be
combined into a sequential one-pot procedure with-
out purification of compound 3. In this fashion,
product 5k was obtained in improved overall yield
(Scheme 4,b). Basic hydrolysis of methyl ester 5f
provided carboxylic acid 7f (Scheme 4,c).

Synthesis of an O3-Trifluoroethylated Galactoside

We have previously demonstrated that trifluoroethyl
(mesityl)iodonium triflate (8)[17] can be utilized to
transfer a trifluoroethyl moiety to carbohydrates.[6]

This methodology was applied to synthesize target
product 9 (Scheme 5), but the trifluoroethylation of
substrate 1 did not proceed under our reported
conditions. A small optimization revealed that product
9 could be obtained by addition of the reagents at
� 78 °C followed by reaction at room temperature
overnight. Subsequent deprotection by hydrogenation
delivered target product 10.

Evaluation of 5–7 and 10 as Galectin Inhibitors

With a variety of diverse 3-O-arylated galactoside
derivatives at hand we proceeded to evaluate
selected compounds (5a–5f, 5k, 5m, 5o, 5q, 6h, 6n,
7f and 10) for their galectin inhibitory properties
(Figure 1). The compounds were evaluated for bind-
ing to galectins-1, 3, 4 N (N-terminal domain), 7, 8 N,

Scheme 3. CuAAC reactions with azido-functionalized galacto-
sides 3h and 3n.

Scheme 4. a) Hydrogenation of galactosides 3. b) Sequential
one-pot procedure. c) Saponification of ester 5f.
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8 C (C-terminal domain), 9 N, and 9 C in a reported
competitive fluorescence anisotropy assay[18,19] with
specific experimental conditions as earlier
described[20,21] (Table 1). Analysis of the affinities for
galectin-1 in comparison to the unsubstituted meth-
yl β-D-galactopyranoside (11) shows that several 3-
O-arylated derivatives were significantly better li-
gands. Affinities were nevertheless mediocre with Kd
values in the range of 1–2 mM. A similar trend was
observed for galectin-3, 4 N, 4 C, 7, and 8 C, however
with fewer compounds binding with Kd 1–3 mM and
more non-binding compounds. Interestingly, galec-
tin-9 N and galectin-9 C found the PMP-derivative
5k as a lower μM inhibitor with a Kd of 260 and

250 μM, respectively, which is significantly better
than the unsubstituted reference 11. Furthermore,
the tert-butyl derivative 5d also revealed a reason-
ably good affinity for galectin-9 N. Hence, among
the galectins investigated, galectin-9 galactoside
ligand binding is discovered to benefit from 3-O-
arylation as both carbohydrate-recognizing domains,
the N-terminal and the C-terminal, show low μM-
affinity for 5k. Other evaluated galactosides pre-
sented less pronounced affinity enhancements upon
binding to the galectin-9 N- and C-terminal domains
than 5k, their interactions with the tested com-
pound are highly dependent on the position and
chemical nature of the aryl substituent. The meta-
OMe analog 5o is 3–4-fold worse inhibitor than the
para-OMe 5k and other para substituents are less
efficient than methoxy. Intriguingly, this methoxy-
substituent effect is reverse to that recently reported
for the corresponding 3-N-arylated galactosides, for
which the meta-OMe (Kd 140 μM) was three times
more potent inhibitor than the para-OMe (Kd
440 μM).[22]

Conclusions

A series of O3-functionalized galactosides was
successfully synthesized using iodonium salts under

Scheme 5. Synthesis of O3-trifluoroethylated target product 10.

Figure 1. 3-O-Arylated and alkylated compounds evaluated for galectin binding affinities.
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mild and transition metal-free conditions. Further
derivatization of the obtained products included
click reactions, hydrolysis and deprotections, deliver-
ing 13 target products. Evaluation of these products
revealed compounds with some affinity
enhancement over simple methyl β-D-galactopyra-
noside (11) for all galectins except for galectin-8 N.
Galectin-9 N and galectin-9 C stood out by having a
good μM affinity for the para-OMe derivative 5k and
displaying a strong dependence on the aryl sub-
stituent structure and position. Hence, the para-OMe
5k constitutes a first promising lead for further
development of more potent and selective galectin-
9 inhibitors. This is particularly important in light of
the key roles of galectin-9 in T reg cell stimulation[23]

and influencing check point inhibition via binding to
TIM-3.[24]

Experimental Section

Arylation of Galactoside 1

Galactoside 1 (0.1 mmol) was added to a microwave
vial and dissolved in toluene (2 mL) followed by
addition of diaryliodonium salt 2 (2 equiv.) and
tBuOK (2 equiv.). The mixture was stirred at r.t. for
1 h, then additional 2 (1–2 equiv.) and tBuOK (1–
2 equiv.) were added. The mixture was stirred at r.t.
until it was deemed complete by TLC (1–2 h). The
mixture was then concentrated onto Celite under
reduced pressure and purified by column chroma-
tography to deliver target product 3.

CuAAC Reaction of Azido-Substituted Galactosides 3h
and 3n

Azide 3h (21.0 mg, 36 μmol) was dissolved in CH2Cl2
(2 mL). Methyl propiolate (6.4 μL, 72 μmol), CuI
(1 mg, 10 mol%) and iPr2NEt (13 μL, 72 μmol) were
added, and the mixture was stirred at r.t. for 48 h.
The solvent was removed under reduced pressure,
the residue was dissolved in AcOEt and the solution
was washed with brine, dried over Na2SO4 and
concentrated in vacuo. The product was purified by
column chromatography (hexane/AcOEt 7 : 1–2 : 1) to
give triazole 4h as a colorless oil (19.0 mg, 29 μmol,
79%).

Hydrogenation of Galactosides 3 and 4

A solution of O-aryl galactoside 3 or 4 (28 μmol) in
AcOEt/iPrOH (1 : 3, 2 mL) was stirred with Pd(OH)2/CTa
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(10 wt-%, 4 mg) under hydrogen atmosphere at r.t.
for 12 h. The mixture was then filtered through Celite
and washed with MeOH. The filtrate was concen-
trated under reduced pressure and purified by
column chromatography (CH2Cl2/MeOH) to give the
desired compound 5 or 6.

Acknowledgements

Olle Engkvist Byggmästare foundation (2014/645) is
kindly acknowledged for project funding and G. L.
T.’s postdoctoral scholarship.

The Swedish Research Council (621-2016-03667),
the Knut and Alice Wallenberg Foundation (KAW
2013.0022), and Galecto Biotech AB, Lund, Sweden are
acknowledged for financial support.

We thank Mrs. Barbro Kahl-Knutsson for assistance
with fluorescence anisotropy experiments.

Author Contribution Statement

G. K., K. B. P., G. L. T. and M. M. all participated in the
synthesis and characterization of the products. H. L.
designed and supervised the fluorescence anisotropy
experiments. B. O. and U. J. N. designed the study,
supervised the project, participated in data interpreta-
tion and wrote the article.

References
[1] A. Varki, R. D. Cummings, J. D. Esko, P. Stanley, G. W. Hart,

M. Aebi, A. G. Darvill, T. Kinoshita, N. H. Packer, J. H.
Prestegard, R. L. Schnaar, P. H. Seeberger, ‘Essentials of
Glycobiology’, 3rd Edn., Cold Spring Harbor Laboratory
Press, Cold Spring Harbor, NY, 2017.

[2] M. Dalziel, M. Crispin, C. N. Scanlan, N. Zitzmann, R. A.
Dwek, ‘Emerging Principles for the Therapeutic Exploita-
tion of Glycosylation’, Science 2014, 343, 1235681.

[3] M. Jacobsson, J. Malmberg, U. Ellervik, ‘Aromatic O-
glycosylation’, Carbohydr. Res. 2006, 341, 1266–1281.

[4] J. P. Issa, C. S. Bennett, ‘A Reagent-Controlled SN2-Glyco-
sylation for the Direct Synthesis of β-Linked 2-Deoxy-
Sugars’, J. Am. Chem. Soc. 2014, 136, 5740–5744.

[5] V. Dimakos, G. E. Garrett, M. S. Taylor, ‘Site-Selective,
Copper-Mediated O-Arylation of Carbohydrate Derivatives’,
J. Am. Chem. Soc. 2017, 139, 15515–15521.

[6] G. L. Tolnai, U. J. Nilsson, B. Olofsson, ‘Efficient O-Function-
alization of Carbohydrates with Electrophilic Reagents’,
Angew. Chem. Int. Ed. 2016, 55, 11226–11230.

[7] V. K. Rajput, A. MacKinnon, S. Mandal, P. Collins, H.
Blanchard, H. Leffler, T. Sethi, H. Schambye, B. Mukhopad-
hyay, U. J. Nilsson, ‘A Selective Galactose–Coumarin-

Derived Galectin-3 Inhibitor Demonstrates Involvement of
Galectin-3-glycan Interactions in a Pulmonary Fibrosis
Model’, J. Med. Chem. 2016, 59, 8141–8147.

[8] M. Demetriou, M. Granovsky, S. Quaggin, J. W. Dennis,
‘Negative regulation of T-cell activation and autoimmunity
by Mgat5 N-glycosylation’, Nature 2001, 409, 733–739.

[9] A. C. MacKinnon, S. L. Farnworth, P. S. Hodkinson, N. C.
Henderson, K. M. Atkinson, H. Leffler, U. J. Nilsson, C.
Haslett, S. J. Forbes, T. Sethi, ‘Regulation of Alternative
Macrophage Activation by Galectin-3’, J. Immunol. 2008,
180, 2650–2658.

[10] K. S. Lau, E. A. Partridge, A. Grigorian, C. I. Silvescu, V. N.
Reinhold, M. Demetriou, J. W. Dennis, ‘Complex N-Glycan
Number and Degree of Branching Cooperate to Regulate
Cell Proliferation and Differentiation’, Cell 2007, 129, 123–
134.

[11] A. I. Markowska, K. C. Jefferies, N. Panjwani, ‘Galectin-3
Protein Modulates Cell Surface Expression and Activation
of Vascular Endothelial Growth Factor Receptor 2 in
Human Endothelial Cells’, J. Biol. Chem. 2011, 286, 29913–
29921.

[12] J. Malmgren, S. Santoro, N. Jalalian, F. Himo, B. Olofsson,
‘Arylation with Unsymmetrical Diaryliodonium Salts: A
Chemoselectivity Study’, Chem. Eur. J. 2013, 19, 10334–
10342.

[13] D. R. Stuart, ‘Aryl Transfer Selectivity in Metal-Free Reac-
tions of Unsymmetrical Diaryliodonium Salts’, Chem. Eur. J.
2017, 23, 15852–15863.

[14] E. Stridfeldt, E. Lindstedt, M. Reitti, J. Blid, P.-O. Norrby, B.
Olofsson, ‘Competing Pathways in O-Arylations with Diary-
liodonium Salts: Mechanistic Insights’, Chem. Eur. J. 2017,
23, 13249–13258.

[15] V. V. Rostovtsev, L. G. Green, V. V. Fokin, K. B. Sharpless, ‘A
Stepwise Huisgen Cycloaddition Process: Copper(I)-Cata-
lyzed Regioselective “Ligation” of Azides and Terminal
Alkynes’, Angew. Chem. Int. Ed. 2002, 41, 2596–2599.

[16] C. W. Tornøe, C. Christensen, M. Meldal, ‘Peptidotriazoles
on Solid Phase: [1,2,3]-Triazoles by Regiospecific Copper(I)-
Catalyzed 1,3-Dipolar Cycloadditions of Terminal Alkynes
to Azides’, J. Org. Chem. 2002, 67, 3057–3064.

[17] G. L. Tolnai, A. Székely, Z. Makó, T. Gáti, J. Daru, T. Bihari, A.
Stirling, Z. Novák, ‘Efficient direct 2,2,2-trifluoroethylation
of indoles via C� H functionalization’, Chem. Commun.
2015, 51, 4488–4491.

[18] P. Sörme, B. Kahl-Knutson, U. Wellmar, U. J. Nilsson, H.
Leffler, ‘Fluorescence Polarization to Study Galectin–
Ligand Interactions’, Methods Enzymol. 2003, 362, 504–
512.

[19] P. Sörme, B. Kahl-Knutsson, M. Huflejt, U. J. Nilsson, H.
Leffler, ‘Fluorescence polarization as an analytical tool to
evaluate galectin–ligand interactions’, Anal. Biochem.
2004, 334, 36–47.

[20] T. Delaine, P. Collins, A. MacKinnon, G. Sharma, J. Stegmayr,
V. K. Rajput, S. Mandal, I. Cumpstey, A. Larumbe, B. A.
Salameh, B. Kahl-Knutsson, H. van Hattum, M. van Scher-
penzeel, R. J. Pieters, T. Sethi, H. Schambye, S. Oredsson, H.
Leffler, H. Blanchard, U. J. Nilsson, ‘Galectin-3-Binding
Glycomimetics that Strongly Reduce Bleomycin-Induced
Lung Fibrosis and Modulate Intracellular Glycan Recogni-
tion’, ChemBioChem 2016, 17, 1759–1770.

Helv. Chim. Acta 2021, 104, e2000220

www.helv.wiley.com (6 of 7) e2000220 © 2020 The Authors. Helvetica Chimica Acta Published by Wiley-VHCA AG

Wiley VCH Donnerstag, 11.02.2021

2102 / 191293 [S. 87/88] 1

www.helv.wiley.com


[21] K. B. Pal, M. Mahanti, H. Leffler, U. J. Nilsson, ‘A Galactoside-
Binding Protein Tricked into Binding Unnatural Pyranose
Derivatives: 3-Deoxy-3-Methylene Gulosides Selectively
Inhibit Galectin-1’, Int. J. Mol. Med. 2019, 20, 3786.

[22] M. Mahanti, K. B. Pal, A. P. Sundin, H. Leffler, U. J. Nilsson,
‘Epimers Switch Galectin-9 Domain Selectivity: 3 N-Aryl
Galactosides Bind the C-Terminal and Gulosides Bind the
N-Terminal’, ACS Med. Chem. Lett. 2020, 11, 34–39.

[23] C. Wu, T. Thalhamer, Rafael F. Franca, S. Xiao, C. Wang, C.
Hotta, C. Zhu, M. Hirashima, Ana C. Anderson, Vijay K.

Kuchroo, ‘Galectin-9-CD44 Interaction Enhances Stability
and Function of Adaptive Regulatory T Cells’, Immunity
2014, 41, 270–282.

[24] Y. Wolf, A. C. Anderson, V. K. Kuchroo, ‘TIM3 comes of age
as an inhibitory receptor’, Nat. Rev. Immunol. 2020, 20,
173–185.

Received November 21, 2020
Accepted December 22, 2020

Helv. Chim. Acta 2021, 104, e2000220

www.helv.wiley.com (7 of 7) e2000220 © 2020 The Authors. Helvetica Chimica Acta Published by Wiley-VHCA AG

Wiley VCH Donnerstag, 11.02.2021

2102 / 191293 [S. 88/88] 1

www.helv.wiley.com

