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O-Linked glycosylation is an evolutionarily conserved protein modification found across species, such as mammals,
worms, insects, protozoa and certain types of fungi. Whereas, N-linked glycosylation occurs in eukaryotes and widely
in archaea, but very rarely in bacteria. Recent studies of cancer immunotherapy are based on immunogenicity of
truncated O-glycan antigens [1,2]. Despite the importance of N-linked glycans for normal cells to develop tumor
cells, immunotherapy that targets /V-linked glycans has not yet been developed mainly due to the lack of specificity
of N-linked glycans between normal and malignant cells. O- or NV-glycan chains are synthesized by the sequential
action of glycosyl transferases in the Golgi apparatus. It is a daunting task to discover drug-like inhibitors of glycosyl
transferases that block the synthesis of specific branching processes in cancer cells, killing tumor cells selectively.
It has long been known that N-glycan biosynthesis can be inhibited by disruption of the first committed enzyme,
DPAGT]1 (3,4]. Selective DPAGT inhibitors have the promising therapeutic potential for certain solid cancers that
require increased branching of N-linked glycans in their growth progressions. Recently, two groups successfully
co-crystalized DPAGT1 with UDP-GIcNAc or tunicamycin [45]. This structural information clarifies the binding
domains of the enzymatic substrates and an inhibitor molecule, and provides valuable insight into a catalytic
mechanism of DPAGTT, allowing us to design de novo DPAGT1 inhibitors.

N-glycosylation & DPAGT1
N-linked glycans play a key role in transformation-associated glycosylation changes for normal cells to de-
velop tumor cells. Increased branching of N-linked glycans has been observed in certain solid cancer cells [g].
Abnormal glycosylation of N-linked glycans in cancers is typically associated with upregulation of B1,6-N-
acetylyglucosaminyltransferase-5, enhancing f1,6-branching. An antibiotic, tunicamycin is known to be an in-
hibitor of two different bacterial phosphotransferases (MraY and WecA). Tunicamycin also interferes with the first
committed enzyme of N-glycan biosynthesis, DPAGT1 (Figure 1) [7-101. The recent studies have demonstrated
that selective DPAGT1 inhibitors have the promising therapeutic potential for certain solid cancers that require
increased branching of N-linked glycans in their growth progressions [11].
DPAGTT1 is an integral membrane protein localized in the endoplasmic reticulum (ER) that catalyzes the transfor-
mation from UDP-GIcNAc to N-acetyl-D-glucosaminyl-diphosphodolichol. Anchored N-acetyl-D-glucosaminyl-
diphosphodolichol in the ER membrane is modified by sequential glycosyltransferases to form dolichol-linked
oligosaccharide precursors that are transferred to selected asparagine residues of polypeptide chains by oligosac-
charyltransferase. DPAGT1 catalyzes N-glycosylation of B-catenin and E-cadherin. The mutations of B-catenin
are found in a variety of cancers. A high level of B-catenin observed in the cytoplasm increases translocation to
the nucleus, and drives transcription of the target genes including W7 genes. Numerous studies concluded that ~ Newlands
the Wnt/B-catenin signaling pathway regulates the metabolic pathway of protein N-glycosylation by targeting press
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Feasibility of structure-based drug design of DPAGT1inhibitor is examined

HO OH

Tunicamycin, a narrow spectrum of antibiotic Aminouridyl phenoxypiperidinbenzyl butanamide (APPB, 1)
n=1,2and 3 (0.66: 1:0.53)
Phosphotransferase inhibitory activities (enzyme)

Phosphotransferase inhibitory activities (enzyme) IC,, 0.08 uM (MraY or MurX)

IC,, 3.38 uM (MraY or MurX) IC,, 0.30 uM (WecA)

IC,, 0.15 uM (WecA) IC, 3.61 uM (AgIH)

IC,, 13.27 uM (AgIH) IC,, 0.20 uM (DPAGT1)

IC,, 0.40 UM (DPAGT1)

IC,, (cancer cell line) IC,, (healthy cell line) IC,, (cancer cell line) IC,, (healthy cell line)
1.70 pM (L1210) 0.12 uM (vero) >100 pM (L1210) 65.0 UM (vero)

2.50 uM (KB) 7.5 uM (HPNE) 7.09 pM (KB) 30.0 pM (HPNE)

1.70 uM (LoVo) 0.22 UM (LoVo)

1.85 M (SK-OV-3) 2.85 UM (SK-OV-3)

0.90 uM (MDA-MB-435S) 7.09 pM (MDA-MB-435S) Hemolysis: IC,, >200 uM (RBC)
0.45 pM (AsPC-1) Hemolysis: IC,, 10-15 uM (RBC) 0.90 uM (AsPC-1) CLogP: -0.803

0.92 yM (HCT116) CLogP: 1.94 3.54 uM (HCT116)

0.625 pM (Panc-1) 0.98 pM (Panc-1)

Solubility: <0.2 mg/ml (water)

Editorial

Solubility: 22.0 mg/ml (water for neutral form)
78.2 mg/ml (saline for HCI salt)

78.8 mg/ml (PBS buffer for HCI salt)

Figure 2. Phosphotransferase enzyme and bacterial growth inhibiotors, cytotoxicities and physicochemical properties of tunicamycin,

and a new DPAGT1 inhibitor, APPB (1).

DPAGTT1 expression [12]. Based on these observed biological processes, inhibition of DPAGT1 could induce the
loss of cell—cell adhesion and metathesis, and trigger an apoptotic pathway [13].

DPAGT1 inhibitors

A majority of in vitro studies associated with N-linked glycosylations through DPAGT1 and protein misfolding
by DPAGT inhibition have been studied with tunicamycin. Tunicamycin is a nucleoside antibiotic that inhibits
MraY and WecA. These enzymes are responsible for biosynthesis of peptidoglycan and cell wall in bacteria [14].
Tunicamycin shows greater than 20-times stronger inhibitory activity against WecA than that of MraY. It also
inhibits DPAGTT1 [15]. The cytotoxicity studies of tunicamycin against a series of cancer and healthy cells concluded
that tunicamycin kills all cell lines with the ICsg values between 0.1 and 7.50 uM (Figure 2). Tunicamycin displays
a strong hemolytic activity, causing anemia. Thus, one of the mechanisms of cytotoxicity of tunicamycin results
from its perturbation ability of cell membrane structure (Mitachi ez al.) (15]. These cytotoxicity statistics suggest that
tunicamycin is not a therapeutic agent that is tolerated for iz vivo studies. As of today, over 100 scientific articles
have been produced about anticancer effects of tunicamycin. Among the widespread application of tunicamycin,
quite a few studies have addressed its anticancer activity that is linked to the N-linked glycan biosynthesis. At
0.3-1.2 uM concentrations, tunicamycin can suppress migration and invasion of a human colon cancer cell line
by an anchorage-dependent colony formation [16]. Their studies may demonstrate that inhibition of N-linked
glycosylation by tunicamycin prevents the migration and adhesion of the colon cancer cells.

In our screening of ribosamino-uridine derivatives against DPAGT1, we discovered that APPB (1) showed a
strong DPAGT1 inhibitory activity [17]. A sharp difference between APPB and tunicamycin was that the hemolytic
activity of APPB is significantly attenuated. A novel DPAGT1 inhibitor APPB selectively inhibits growth of the
solid tumors at low micromolar concentrations, but does not inhibit growth of a leukemia cell and the healthy cells
at these concentrations [17]. DPAGT1 expression levels of the cancer tissues summarized in the Human Protein
Atlas revealed that several renal cancers and lymphomas show very low expression. However, several carcinomas of
breast; melanomas and hepatocellular; adenocarcinomas of lung; pancreatic and ovarian cancers display very high
expression. These data may imply that growth inhibition of APPB against the solid cancers is correlated with the
expression level of DPAGT.
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Figure 3. Two-dimensional representation of DPAGT1 (A) and docking studies of APPB (B, C & D). (B) Schematic representation of
interactions between APPB andits DPAGT1 binding domain. (C) The superimposed structures of DPAGT1-tunicamycin and DPAGT1-APPBa.
(D) Close-up view of the superimposed structures of tunicamycin and APPBa. (C & D) aAPPB (1) was dockedwith DPAGT1 in complex with
tunicamycin (Protein Data Bank ID: 6BW6) using Glide on Maestro from Schrodinger. The carbons of 1 are shown in grey; the hydrogens
are white; the nitrogens are blue; the fluorines are green; the oxygens are red. Tunicamycin is shown in red. The docking score was -12.57
(Schrodinger, LLC, OR, USA). These images were generated with Maestro 11.5. DPAGT1 shows a homodimerict structure.

CH: Cytoplasmic helix segment; CL: Cytoplasmic loop; EL: ER loop; TM: Transmembrane segment.

Co-crystal structure of DPAGT1
Two groups have recently reported co-crystal structures of DAPGT1 with tunicamycin or UDP-GIcNAc [45]. These
groups are primarily interested in mitigation of cytotoxicity of bacterial phosphotransferase inhibitor antibacterial
agents.

DPAGT1 comprises ten transmembrane segments (TM1-10). Three loops on the ER side and five loops on the
cytoplasmic side connect the transmembrane segments, where TM-9, TM-4, CL-9, CL-7, CL-5 and CL-1 form
the UDP-GIcNAc-binding domain. Dolychol-phosphate (Dol-P) is predicated to bind the ‘hydrophobic tunnel’
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Figure 3. Two-dimensional representation of DPAGT1 (A) and docking studies of APPB (B, C & D) (cont.). (B)
Schematic representation of interactions between APPB andits DPAGT1 binding domain. (C) The superimposed
structures of DPAGT 1-tunicamycin and DPAGT1-APPBa. (D) Close-up view of the superimposed structures of
tunicamycin and APPBa. (C & D) aAPPB (1) was dockedwith DPAGT1 in complex with tunicamycin (Protein Data Bank
ID: 6BW6) using Glide on Maestro from Schrodinger. The carbons of 1 are shown in grey; the hydrogens are white; the
nitrogens are blue; the fluorines are green; the oxygens are red. Tunicamycin is shown in red. The docking score was
-12.57 (Schroédinger, LLC, OR, USA). These images were generated with Maestro 11.5. DPAGT1 shows a homodimerict
structure.

CH: Cytoplasmic helix segment; CL: Cytoplasmic loop; EL: ER loop; TM: Transmembrane segment.

created by CL-9, TM-5 and TM-4 within the lipid bilayer (Figure 3A). In solution, DPAGT1 exists predominantly
as a dimer. The uridine moiety of UDP-GIcNAc was coordinated with eight hydrogen bonds between the one
backbone amide (Leu46), seven sidechains of the amino acids and two water molecules. The uridine moiety of
tunicamycin occupies the identical binding sites of UDP-GIcNAc [5]. In the DPAGT 1-tunicamycin co-crystal
structure, it was realized that an Mngr ion is not involved in the binding mode; Arg301, Asn185 and Asp252
residues directly form hydrogen bonding with the C4-OH, C2-NH and C3-OH groups of the GalNAc moiety [45].
The fatty acid chain of tunicamycin is occupied in the hydrophobic tunnel. A majority of our antibacterial uridine-
nucleoside derivatives that do not possess a hydrophobic sidechain did not display strong DPAGT1 inhibitory
activity [15,17]. These results may suggest that introduction of pharmacologically benign hydrophobic groups which
occupy the proposed Dol-P binding site is essential to exhibit DPAGT1 inhibitory activity.

Significant conformational changes are observed in the C-terminal end of TM-9, CL-9 and CL-1 in DPAGT1-
ligand bound structures, however, the other portions of DPAGTT1 are subtly changed upon binding (5. Thus,
a flexible ligand-rigid receptor docking method could provide meaningful guidance for evaluation of designed
DPAGTT1 inhibitors. Molecular docking techniques for structure-based drug discovery have been applied in
a number of computer-aided drug design projects, and their basic theories include sampling algorithms, scoring
functions and available docking software are summarized in review articles. APPB is an analog of uridine-nucleoside
antibiotics, FR-900493 and the muraymycins [18,19]. Therefore, binding conformation of the uridine moiety of
APPB and its binding site can be predicted. The uridine moiety of APPB should be buried in the cleft formed by
the CL-5 and CL-7. APPB was manually docked with DPAGT1 (Protein Data Bank code: 6BW6) using Glide
on Maestro from Schrédinger. Figure 3B illustrates interactions between APPB and its DPAGT binding domain,
and Figure 3C illustrates the superimposed structures of DAPGT1-APPB and DPAGT 1-tunicamycin. Docking
analysis of a predicted binding conformer of APPB revealed that the ribosamino-uridine moiety occupies the
tunicamycin GleNAc-binding domain, and the hydrophobic portion of APPB is conformationally well organized
to fit in the hydrophobic binding site as observed in the lipid-sidechain tunicamycin (Figures 3B & D). These
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docking studies of a biochemically validated DPAGT1 inhibitor, APPB, imply that the co-crystal structures of
DPAGT1-tunicamycin are very powerful assets to develop novel DPAGT1 inhibitors.

Conclusion

Due to its interactions with human phosphotransferases enzyme(s), inhibition of eukaryotic phosphotransferase
activities is believed to be attributable to the cytotoxicity of tunicamycin. Tunicamycin has a membrane disrupting
activity that induces cytotoxic activity against a wide range of mammalian cells in a nonselective fashion. DPAGT1
is overexpressed in certain solid cancers. APPB (1) inhibits growth of solid cancer cell lines at low concentrations,
but requires high concentrations to kill lymphomas and healthy cells. Thus, it was demonstrated that a selective
DPAGTT1 inhibitor can inhibit growth of solid tumors without deleterious consequences against normal cells.
Recent co-crystal structures of DPAGT1 revealed the binding site of tunicamycin and the hydrophobic tunnel of
DPAGTTI. A case study summarized in Figure 3 proved that the flexible ligand-rigid enzyme docking method (a
classic molecular docking) can provide critical insight into binding mode of newly designed DPAGT1 inhibitors.
APPB is the only DPAGTT inhibitor that has therapeutic potential, and is also an ideal seed molecule to initiate
structure-based DPAGT1 inhibitor development toward new anticancer drugs.
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