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Supplemental Table S1. List of Aldehydes Used in the Synthesis of Uridine-Based Library from

Aldrich and ChemDiyv [1]
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Supplemental Scheme S1. Compounds 1-68Aand 2-68A were identified from secondary screen and
resynthesized. For each compound, the aldehyde was reacted with the corresponding uridine-linker in
DMSO with 1% AcOH, which afforded compounds 1-68A and 2-68A in 65-67% yield as primarily the E-
isomer (determined by '"H NMR analysis). A complete list of aldehydes used in the synthesis of the

uridine-based library is provided in Table S1.
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Supplemental Figure S1. Validation of ELLA by determination of kinetic parameters for mppGalNAcT-
1. (A) The Ky value for UDP-GalNAc was measured by varying the concentration of UDP-GalNAc from
10 to 500 uM, while maintaining the concentration of EA2-K-Biotin at 250 uM. (B) The Ky value for
EA2-K-Biotin was determined by varying the concentration of EA2-K-Biotin from 10 to 500 uM, while
maintaining UDP-GalNAc concentration constant at 250 uM. (C) The Kj value for UDP was determined
by Lineweaver-Burk analysis. Varying concentrations of UDP are represented by ¢ = 0 mM, e = 0.10
mM, a =0.40 mM, B = 1.50 mM. The concentration of UDP-GalNAc was varied from 10 to 500 uM
with concentration of EA2-K-Biotin at 50 uM. Each point on the graph represents the average of

duplicates.
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Supplemental Figure S2. Preliminary screen of uridine-based library at 40 uM against mppGalNAcT-1.
UDP-GalNAc and EA2 peptide 4 concentrations were at their respective Ky values. Each bar on the
graph represents the average of duplicates; error bars represent the high and low values. Dotted lines
represent 70% inhibition.
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Supplemental Figure S3. K; measurements for (A) 1-68A and (B) 2-68A with respect to EA2-K-Biotin,
against mppGalNAcT-1. Inhibitor concentrations were varied from 3 to 24 uM, while UDP-GalNAc
concentration was held at 20 uM with varying EA2-K-Biotin concentration from 25 to 220 uM. Varying
concentrations of inhibitor are represented by ¢ =0 uM, « =6 uM, B=12 uM and ® = 24 uM. Each
data point represents the average of duplicates. ICsy measurements for uridine linkers (C) 1 and (D) 2.

Each data point represents the average of duplicates.
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Supplemental Figure S4. 1Cs) value measurements for 1-68A against (A-H) ppGalNAcT-1 to -5, 7, 10

and 11, respectively. Inhibitor concentrations were varied from 6.25 to 400 uM or 7.81 to 500 uM. The

UDP-GalNAc and EA2-K-Biotin concentrations were adjusted to their respective Ky values for each

For ppGaINAcT-7 and -10 the concentration of UDP-

isoform, as reported by Ten Hagen et al [2].

GalNAc was at 20 uM and 10 uM, respectively, the concentration of MUCSAC** glycopeptide substrate

was at 50 uM for both. Time course experiments were performed for each to determine the initial rates of

reaction prior to ICsy value measurements. Cpm = counts per minute. ICs values were determined by

curve fitting with KaleidaGraph 3.6.
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Supplemental Figure S5. ICsy value measurements for 2-68A against (A-H) ppGalNAcT-1 to -5, 7, 10
and 11, respectively. Inhibitor concentrations were varied from 6.25 to 400 uM or 7.81 to 500 uM. The
UDP-GalNAc and EA2-K-Biotin concentrations were adjusted to their respective Ky values for each
isoform, as reported by Ten Hagen et al [2]. For ppGaINAcT-7 and -10 the concentration of UDP-
GalNAc was at 20 uM and 10 pM, respectively, the concentration of MUCSAC** glycopeptide substrate
was at 50 uM for both. Time course experiments were performed for each to determine the initial rates of
reaction prior to the ICsy value measurements. Cpm = counts per minute. [1Csy values were determined by

curve fitting with KaleidaGraph 3.6.
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Supplemental Figure S6. Evaluation of 1-68A and 2-68A with B1-4GalT (black bars) [3, 4] and with
o1-3GalT (grey bars) [5].
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