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Glycosylation of proteins plays a role in a wide range of
biological phenomena, from intercellular recognition to the regula-
tion of gene expression. Changes in protein glycosylation occur in
many diseases, but in most cases, a causal link between these
changes and the observed pathologies has not been clearly
established.1 Specific, cell-permeable inhibitors of glycosyltrans-
ferases (Gtfs) would be useful for probing how changes in
glycosylation levels or glycan composition affect cells and tissues.2

High-throughput screening (HTS) has proven extremely useful for
discovering cell-permeable small-molecule inhibitors for kinases
and many other classes of enzymes, but it has rarely been used to
discover Gtf inhibitors, mainly due to a lack of robust non-
radiometric assay strategies to detect glycosylation.3,4 Here we
describe a general protease-protection assay to monitor the activity
of Gtfs that initiate O-linked glycosylation (Table 1). We demon-
strate that this approach can be readily adapted to monitor the
activity of three such Gtfs, and we apply the strategy to screen
∼124 000 small molecules againstO-GlcNAc transferase (OGT),
an enzyme that mediates a unique type of intracellular O-
glycosylation involved in signal transduction.5 Several low micro-
molar inhibitors have been discovered and validated in a secondary
assay. The assay strategy reported here should enable the rapid
identification of inhibitors for many Gtfs that catalyze O-linked
glycosylation.

Since one well-known function of protein glycosylation is to
increase protein half-life by blocking access to proteolytic sites,6

we speculated that the addition of a single sugar to a peptide might
protect adjacent cleavage sites from proteolysis. Inspired by a widely
used protein kinase assay,7,8 we devised a protease-protection assay
to monitor glycosylation. In this approach, a peptide substrate
labeled with a FRET pair is subjected to glycosylation and then
treated with a protease that discriminates between glycosylated and
non-glycosylated peptides. The resulting FRET signal is measured
to determine the amount of proteolysis, which is related to the
degree of peptide glycosylation (Figure 1). The strategy is
conceptually straightforward, but to implement it for a given Gtf,
it is necessary to identify peptide substrate/protease pairs that satisfy
three requirements: (1) the peptide must be a good substrate for
the Gtf of interest; (2) the peptide must contain a unique protease
site adjacent to the glycosylation site; and (3) there must be a large
difference in the rates of proteolysis of the glycosylated and the
unglycosylated versions of the peptide. We explored the feasibility
of the strategy by applying it to three Gtfs that catalyze two distinct
types of O-linked glycosylation. One enzyme, OGT, is aâ-O-
GlcNAc transferase that plays a central role in the hexosamine
signaling pathway. Aberrant OGT activity has been linked to
diabetic complications and other pathologies, and OGT inhibitors
may be useful both as tools to understand hexosamine signaling
and as therapeutic agents.5 The other enzymes areR-O-GalNAc-
transferase 1 and 2 (ppGalNAc T1 and T2), both of which initiate
O-linked mucin-type glycosylation. Changes in the activity of

various ppGalNAc-Ts have been linked to cancer, and inhibitors
of these enzymes may provide more information on their biological
roles.4,9,10For each enzyme, we synthesized a small panel of peptide
substrates containing fluorescein at one terminus and either a QXL
520 quencher (AnaSpec) or 7-diethylaminocoumarin dye at the other
terminus to enable readout either by absolute fluorescence intensity
or by the ratio of emission intensities, respectively. The peptide
sequences were based on reported substrates11,12 but contained
changes in amino acids flanking the glycosylation site to introduce
potential protease cleavage sites. The ability of the substituted
peptides to serve as glycosyl acceptors was evaluated by LC/MS;
those that were efficiently glycosylated were selected for further
study. Fully glycosylated and unglycosylated variants of the selected
peptides were combined with serial dilutions of several proteases,
and the fluorescence emission was monitored. For each Gtf, we
were able to identify a peptide substrate/protease pair for which
there wasat least a 100-fold difference between the protease
concentrations required to cleave the unglycosylated and the

Table 1. Summary of Assay Development

sequence protease enzyme Z′R
a Z′I

a

STPVSSANMK proteinase K OGT 0.93 0.91
STPVSRANMK proteinase K OGT 0.95 0.90
EPGPTEAPK proteinase K ppGalNAc-T2 0.96 0.90
EDAVTPGPK thermolysin ppGalNAc-T1 0.96 ND

a Z′R ) Z′ using coumarin/fluorescein.Z′I ) Z′ using QXL 520/
fluorescein. The glycosylated residue is shown in bold. ND) not
determined.

Figure 1. Schematic showing both protease-protection assay strategies.
(a) In the fluorescence intensity approach, excitation light (485 nm) is
absorbed when the peptide is intact. (b) In the ratiometric approach, light
from coumarin emission (470 nm) is transferred to fluorescein and then
emitted (535 nm) when the peptide is intact.
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glycosylated peptides (Figure 2a). Known concentrations of gly-
cosylated and unglycosylated peptides were then combined, and
suitable proteases were added at concentrations that cleaved the
unglycosylated peptides to completion without affecting the gly-
cosylated peptides. The fluorescence intensity after proteolysis was
linear throughout the entire glycosylation range, making the assay
suitable for kinetic measurements (see Supporting Information).

We next adapted the assay to a high-throughput format in order
to screen for inhibitors of OGT. We used the fluorescence intensity
approach (Figure 1a) for high-throughput screening because it
allows for longer wavelength excitation, which greatly reduces the
number of false positives related to library compound autofluores-
cence (see Supporting Information). After identifying concentrations
of OGT and substrates required to achieve∼80% glycosylation in
2 h in a 384 well plate and optimizing the assay protocol, we
screened 124 226 compounds in duplicate over 2 days at the
Institute for Chemistry and Cell Biology at Harvard Medical School.
The duplicate data sets were remarkably self-consistent, and most
assay plates yieldedZ′ factors between 0.7 and 0.8.13 Given the
high Z′ factor, reproducibility, and assay linearity, the screening
data could be treated quantitatively, and the RFU for each well
was converted into a percent glycosylation. Eighty-four compounds
that inhibited OGT activity by 30% or more were identified,
corresponding to a hit rate of 0.065%. Of these 84 hits, 38 (45%)
were confirmed by an orthogonal radiometric assay,3a and nine of
the confirmed hits had IC50 values between 0.9 and 20µM, making

these the most potent OGT inhibitors described to date (Figure 2b).3a

Moreover, there was a good correlation between primary and
secondary hit potencies (see Supporting Information). The low
overall hit rate and high percentage of validated hits suggests that
typical sources of false positives did not contribute significantly to
the hit set.13 As already noted, library compound autofluorescence
was minimized through the use of a high excitation wavelength.
Promiscuous or non-selective inhibitors, which result in false
positives in many other assays,14 were entirely absent, presumably
because such compounds would prevent proteolytic cleavage as
well as Gtf activity, resulting in a negative well. The assay remains
robust even with low product conversion (Z′ > 0.5 at 10%
glycosylation), which suggests that low enzyme concentrations or
non-optimal acceptor substrates can be used for screening.

There is a pressing need for small-molecule tools to modulate
the activity of specific Gtfs in cells and in vivo,2 but there has
been no clear path to such compounds. The HTS strategy described
here can be adapted to screen most, if not all, Gtfs that initiate
O-linked glycosylation, including enzymes involved in proteoglycan
and mucin-type glycan synthesis,O-GlcNAcylation, and Fringe/
Notch signaling, as well as bacterial virulence.1,15,16Screening these
enzymes against large, diverse small-molecule libraries should lead
to the identification of selective Gtf inhibitors, providing compounds
to test the potential of non-substrate-based small molecules for
dissecting glycosylation pathways in cells.
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Figure 2. (a) The assay window with selective (top) and non-selective
(bottom) proteolysis using an OGT acceptor peptide. The glycosylated
residue is shown in bold. (b) A subset of validated OGT inhibitors
discovered through HTS.
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