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ABSTRACT: We previously proposed a high-throughput strategy to discover icc conines (Giyean profiing)
. . . . N Media =)
serol.oglcal blomarke'r candidates of cancer. This strategy foct}sgs on a series of - |
candidate glycoproteins that are specifically expressed in the original tissues (cells) =4
of the target cancer and that carry glycan structures associated with carcinogenesis e S
[Narimatsu, H.,, et al. FEBS J. 2010, 277(1), 95—105]. Here, we examined the \ , %ggg;s %
effectiveness of our strategy in identifying biomarkers to assess progression of liver j = “agess b EE EE__
fibrosis and for the early detection of hepatocellular carcinoma (HCC). On the basis . Sera capre
of the results of lectin array analyses in culture media of hepatoma cell lines, we l'
captured glycopeptides carrying AAL-ligands (fucosylated glycans) or DSA-ligands
(branched glycans) from digests of culture media proteins and sera from HCC
patients with a background of liver cirrhosis (LC). Glycoproteins were identified by
the IGOT-LC—MS method. In all, 21 candidates were selected from 744 AAL-
bound glycoproteins for further verification according to (i) their abundance in
serum, (ii) their specific expression in liver, and (iii) the availability of antibodies to the glycoproteins. All selected candidates
showed enhancement of AAL-reactivity in sera of HCC patients compared with that of healthy volunteers (HV). These results
indicate that our glycoproteomic strategy is effective for identifying multiple glyco-biomarker candidates in a high-throughput
manner.
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B INTRODUCTION more, development of a serum HCC biomarker with increased
sensitivity is required in order to diagnose early stage HCC at a
size that is applicable for treatment such as radiofrequency
ablation, thereby enhancing survival rates.”®

Thus far, serological biomarkers have been screened by
proteomic analyses using sera of HCC patients.”'® However,
early stage cancer cells often express almost the same proteome
as their originating cells because they have a common lineage.
Hence, it is difficult to discover, verify, and validate practical

In Japan, hepatocellular carcinoma (HCC) often develops in
association with chronic liver diseases such as liver cirrhosis (LC)
caused by persistent infection with hepatitis B or C virus followed
by liver fibrogenesis." The annual incidence of HCC increases
with the degree of liver fibrosis and reaches 7—8% for the LC
patients (fibrosis stage = F4).” Therefore, it is important to
understand the degree of progression of liver fibrosis for patients
with chronic hepatitis. This will enable identification of high-risk ) '
patients with progressed liver fibrosis, who should then undergo serological marker candidates by comparing the levels of
further detailed examinations such as computed tomography individual protein concentrations in serum between patients
(CT) to detect evidence of early stage HCC. Presently, the and healthy or disease controls. The problem can be seen by
progression of liver fibrosis is diagnosed by percutaneous biopsy; reference to a simple example. Suppose that the cancerous liver
however, the method is both invasive and painful.>* In addition, cells comprise 1% of the entire liver and secrete a 10-fold excess

this method may result in sampling errors because the portion of of a certain protein into the blood compared with the
the organ subjected to examination is very small>® These noncancerous cells. The blood concentration of such a protein
concerns prompted us to develop a serum biomarker to in the cancer patient will be 1.1-fold that of the healthy individual.
quantitatively evaluate the progression of liver fibrosis. Hence,

we aimed to identify a marker that is applicable to a rapid, low Received: December 27, 2012

cost, accurate, sensitive, and minimally invasive test. Further- Published: April 15, 2013
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If the secretion increases 100-fold, the blood concentration of the
protein becomes approximately 2-fold; however, the difference is
still less than that of individual variability. Alpha-fetoprotein
(AFP), a clinical marker for HCC, is elevated from 3 ng/mL (i.e.,
average level in healthy individuals) to >20 ng/mL in a cancer
patient,11 which indicates HCC cells secrete >500-fold AFP by
comparison to noncancerous cells. In fact, AFP was found to be a
major component of the culture medium of a human hepatoma
cell line (HepG2; data not shown). Thus, it is relatively
straightforward to identify proteins that are significantly
overexpressed by cancer cells (e.g, AFP). However, such
proteins are not always found. These considerations reveal the
difficulty of finding a “cancer-specific biomarker” based on the
quantification of proteins.

We have established an integrated strategy for high-
throughput discovery of serum biomarker candidates by utilizing
a number of advanced technologies. Specifically, we developed
techniques to analyze glycan biosynthesis-related genes (glyco-
genes), gl?fcan structures, and glycoproteins as described
previously. "> We designed the strategy based on a well-
known fact that the glycan structure on the cell surface and
secretory proteins derived from cancerous cells is different from
that derived from the same kind of noncancerous cells. Thus, we
believe a qualitative alteration in the glycan structure, rather than
a quantitative change in the amount of protein, will be a good
index for developing serum biomarkers. The strategy comprises a
4-step analyses: (1) glycogene expression profiling by
quantitative real-time PCR array for cancer cell lines, to predict
possible and significant glycan structural motifs such as al,6-
fucose, bisecting GlcNAc (GIcNAcS1-4Man), f1,6-branch-
(GlcNAcf1-6Man), poly-N-acetyllactosamine extension, Lewis
antigen, and LacdiNAc (GalNAcf1-4GlcNAc); (2) comparative
glycan profiling by lectin array analysis of proteins secreted from
cancer cells into the culture media, to determine cancer-
associated glycan alteration and to select lectins to capture
glycoproteins or glycopeptides displaying the altered glycans; (3)
identification of core proteins carrying the cancer-associated
glycans by LC—MS analysis; and (4) selection of promising
glycoprotein candidates by comparative profiling of the identified
glycoproteins in cancerous samples and healthy controls,
followed by bioinformatics to establish tissue specificity and
the expression level in the liver.

In accordance with this strategy, we digested glycoprotein
mixtures prepared from the culture media of hepatoma cell lines,
HepG2 and HuH-7, and also from the sera of HCC patients
having a background of LC and those of healthy volunteers
(HV). Glycopeptides were separately captured using AAL, DSA,
and RCA120 lectins. Many glycoprotein biomarker candidates
were identified (744 for AAL and 234 for DSA). In all, 21 AAL-
bound glycoproteins were selected to determine the differences
in their glycan structure between HCC patients and HV. All
selected glycoproteins showed increases of AAL-reactivity in
HCC sera, suggesting these would be valuable biomarkers of
HCC, LC, or fibrosis progression. Our results confirm the
effectiveness of this strategy in identifying cancer glycobiomarker
candidates in a high-throughput manner.

E METHODS

Materials

We collected sera from 8 HCC patients at Nagoya City
University Hospital (NCUH) and control sera from 14 randomly
selected healthy volunteers (HV) of 28—48 years of age at AIST,
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after obtaining the approval from the respective institutional
ethics committees and the informed consent from all individuals
for the use of clinical specimens. Clinical information of the HCC
patients and information on sex and age of HV are presented in
Supplementary Table 1. HV did not have hepatitis, other hepatic
diseases, renal failure, clinical cardiovascular disease, or
malignancies. Because we aimed at discovering not only
biomarker candidates of HCC development but also specific
markers for various stages between early phase fibrosis and severe
liver cirrhosis, we used sera of HV, who were relatively younger
than HCC patients, as control samples. To inactivate hepatitis
viruses, each serum sample (both HV and HCC patients) was
diluted 10-fold with Dulbecco’s phosphate buffer containing 0.15
M NaCl (D-PBS) and 0.2% SDS and heated at 98 °C for 15 min
before use. Human hepatoma cell lines (HepG2 and HuH-7)
were obtained from RIKEN Cell Bank (Ibaraki, Japan). Details of
all antibodies used in this study are presented in Supplementary
Table 2.

Other reagents used in this study were as follows. Guanidine-
HCI and neuraminidase (Arthrobacter ureafaciens, EC 3.2.1.18)
were purchased from Nacalai Tesque (Kyoto, Japan). Dithio-
threitol (DTT), iodoacetamide (IAA), trichloroacetic acid
(TCA), methyl a-pD-mannopyranoside, lactose, ethanol, 1-
butanol, and trifluoroacetic acid (TFA) were from Wako Pure
Chemicals (Osaka, Japan). Tosyl phenylalanyl chloromethyl
ketone (TPCK)-treated trypsin was obtained from Thermo
Fisher Scientific (Waltham, MA). Stable isotope-labeled water
(H,'®0, 99% atom% '*0) was a product of Taiyo Nippon Sanso
Corp. (Tokyo, Japan). r-Fucose and phenylmethylsulfonyl
fluoride (PMSF) were obtained from Sigma-Aldrich (St Louis,
MO). Glycopeptidase F (peptide-N-glycanase; PNGase) was
from TakaraBio (Kyoto, Japan). The HPLC lectin column (LA-
AAL, Aleuria aurantia lectin) and chitooligosaccharide were from
Seikagaku Biobusiness (Tokyo, Japan). DSA (Datura stramo-
nium agglutinin)-agarose and RCA (Ricinus communis agglutinin))
120-agarose were from Vector Laboratories, Inc. (Burlingame,
CA). All solutions were prepared using ultrapure water.
Analytical grade reagents were used unless stated otherwise.

HepG2 and HuH-7 were cultured in a Dulbecco’s modified
Eagle’s medium (D-MEM; Life Technologies, Carlsbad, CA)
supplemented with 10% heat-inactivated fetal bovine serum
(FBS; JRH Biosciences, Lenexa, KS), 100 units/mL penicillin
(Life Technologies), and 100 ug/mL streptomycin (Life
Technologies) and maintained at 37 °C in an incubator with
5% CO,. The cells at 60—80% confluence were washed 3 times
with D-PBS and further cultured in FBS- and antibiotics-free D-
MEM for 48 h. The final media were harvested, and the
supernatants were filtered using a 0.45-um disc filter (Millipore,
Billerica, MA).

Preparation of Tryptic Digests of Culture Medium and
Serum Proteins

The pooled HV serum was prepared by mixing equal volumes of
heated sera of 14 HV. Proteins in the serum and culture media
were collected by TCA precipitation (final concentration of 10%,
w/w), S-reduced, and then alkylated as described previously."*
For discovery experiments, we used S HCC sera (S-1 to S-5)
listed in Supplementary Table 2. Proteins were digested with
TPCK-treated trypsin, using an E/S ratio of 1/100 (w/w), at 37
°C for 16 h. Progression of the digestion was monitored by SDS-
polyacrylamide gel electrophoresis followed.by CBB staining.
Protein concentrations were assayed by the BCA method using
bovine serum albumin as a standard.

dx.doi.org/10.1021/pr301217b | J. Proteome Res. 2013, 12, 2630—2640



Journal of Proteome Research

Lectin Affinity Capture of Glycopeptides from Tryptic
Digests

Lectin affinity chromatography was performed as described
previously.'* Briefly, an aliquot of the tryptic digest was applied
to an AAL column (4.6 mm i.d. X 150 mm) equilibrated with 10
mM HEPES-NaOH, pH 7.5. Glycopeptides were eluted with the
same buffer containing 5 mM fucose. The pass-through fraction
was applied again onto the same column, and residual
glycopeptides were recovered using an identical procedure.
Similarly, the trypsin digest was applied onto a DSA column (10
mm id. X 20 mm) after desialylation treatment with
neuraminidase from Arthrobacter ureafaciens. Glycopeptides
were then eluted with 1% chito-oligosaccharide (GlcNAc
oligomers), and the eluate was directly applied onto an online
RCA120 column (10 mm id. X 20 mm) to remove GlcNAc
oligomers. Glycopeptides trapped on the RCA120 column were
eluted with 0.1 M lactose. In addition, glycopeptides in the pass-
through fractions of the AAL column chromatography were
applied onto a RCA120 column (10 mm id. X 20 mm).
Hereafter a fraction (protein/peptide) bound to a lectin column
is denoted as “lectin(+)”, e.g, AAL(+). Similarly, a passed
(unbound) fraction is referred to as, e.g., DSA(—). Subsequently,
all glycopeptide samples prepared (AAL(+), DSA(+), and
AAL(~)/RCA120(+)) were further purified by hydrophilic
interaction chromatolgraphy on a Sepharose CL-4B column as
described previously.™

Enzymatic Stable Isotope Labeling of Glycopeptides

Purified glycopeptides were treated with PNGase (2.5 mU, 37 °C
overnight) in stable isotope '®O-labeled water to remove the
glycan moiety and concomitantly label the glycosylated Asn of
glycopeptides with the isotope, as described previously." This
step is referred to as isotope-coded glycosylation site-specific
tagging (IGOT).

identification of the Labeled Peptides by Nanoflow LC—-MS
Analysis

Stable isotope-labeled peptides were analyzed by the LC—MS
method, as described previously.'® Briefly, the peptide mixture
was injected onto a C18 trap column (0.5 mm i.d. X 1 mm). After
washing, the column was connected to a nanoflow LC system
(flow rate: 100 nL/min), and the peptides were separated on a
reverse phase (C18) tip column (150 #m i.d. X 70 mm) using a
linear gradient of MeCN (0—35% in 0.1% formic acid) for 70
min. The eluted peptides were sprayed directly into a quadrupole
time-of-flight hybrid mass spectrometer (Q-TOF Ultima;
Waters-Micromass, Beverly, MA). The spectrometer was
operated in data-dependent MS/MS mode.

MS/MS spectra were processed using MassLynx software
(version 4.0, Micromass) to create peak list files with smoothing
by the Savitzky-Golay method (window channels, +3). The files
were processed by the MASCOT algorithm (Version 2.1, Matrix
Science) to assign peptides using the refseq protein sequence
database (34,276 entries, downloaded on July 2007). The
database search was performed by the MS/MS ion search
method with the following parameters. Enzyme: Trypsin + Lys-
C; Fixed modification: Carbamidomethyl (Cys); Variable
modifications: Gln > pyro-Glu (N-term Gln), Oxidation
(Met), Pyro-carbamidomethyl (N-term Cys), IGOT (Asn >
Asp+'%0 = +2.988261 Da, custom-made) (Asn); Peptide mass
tolerance: 200 ppm; Fragment mass tolerance: 0.5 Da; Max
missed cleavage: 2. All results from the peptide search were
exported as CSV files and processed by Microsoft Excel. First, we
selected the peptides with rank 1 and an expectation value <0.05.
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Then, we selected the peptides that contained one or more
aspartic acids labeled with **0 atoms (IGOT) at the position of
Asn in the consensus sequence for N-glycosylation, Asn-Xaa-
(Ser/Thr), where Xaa is any residue except Pro.

Immunoprecipitation and Lectin Array Analysis of the
Glycoprotein Marker Candidates

Selected glycoproteins were enriched with their specific
antibodies. Aliquots (10 uL each) of the pooled sera of HCC
patients and HV were incubated overnight with 1 ug of
biotinylated antibody at room temperature. The resultant
complexes were trapped by 20 uL of streptavidin-conjugated
magnetic beads (Dynabeads MyOne Streptavidin T1; Invitro-
gen) and then released by heating with 20 uL of 0.2% SDS in
TBS. Glycan profiles of the released proteins were analyzed by
the antibody-assisted lectin profiling (ALP) method."” Briefly,
we analyzed array signals by using LecChip and GlycoStation
Reader (GP Biosciences Ltd., Yokohama, Japan) according to a
prescribed method.'” The data were processed with the program
software, Array-Pro Analyzer (Ver. 4.5, Media Cybernetics, Inc.,
Silver Spring, MD).

AAL Fractionation of Serum Proteins

The denatured serum (10 L each) was incubated with 100 xL of
AAL-agarose at 4 °C for 16 h with gentle shaking. After recovery
of the supernatant (AAL(—) fraction), the gel was washed three
times with PBSTx. Then, the gel was suspended with an AAL
elution buffer (PBSTx containing 500 mM r-fucose) and shaken
at 4 °C for 16 h. The supernatant (AAL(+) fraction) was then
collected. Both AAL(+) and AAL(—) fractions were concen-
trated by ultrafiltration using an Amicon Ultra unit (Ultracel 3
kDa, Millipore Amicon) to adjust the volume of each fraction.

LCA-AAL Serial Lectin Fractionation of Serum Glycoproteins

The glycoproteins in the pooled sera of HCC patients and HV
were separated by serial lectin fractionation using LCA- and
AAL-conjugated gels (Kuno, A, et al. manuscript in prepara-
tion). Briefly, the 100-fold diluted serum (100 yL) was incubated
with 100 uL of LCA-agarose at 4 °C for S h with gentle shaking,
and the supernatant (LCA(—) fraction) was recovered. After
washing, LCA-bound proteins were eluted with 100 uL of an
LCA elution buffer (PBSTx containing 500 mM a-methyl-p-
mannopyranoside). Then, the LCA(—) fraction was incubated
with 50 yL of AAL-agarose at 4 °C for 16 h, and the supernatant
(LCA(=)/AAL(~) fraction) was recovered. The LCA(-)/
AAL(+) fraction was recovered with 500 mM L-fucose.

Western Blot Analysis

Protein samples including an equivalent volume of serum were
subjected to 10% SDS-PAGE and transferred to a PVDF
membrane (BioRad Laboratories, Hercules, CA). The mem-
branes were blocked and incubated with each antibody. Finally,
the treated membrane was reacted with the Western Lightning
chemiluminescence reagent (Perkin-Elmer, Boston, MA) at
room temperature and exposed to Hyperfilm ECL (GE
Healthcare) for 60 or 300 s.

E RESULTS

Selection of Lectins for Capturing Glycopeptides Carrying
HCC-Related Glycans

A tissue-specific protein carrying a cancer-associated glycan is
suitable as a biomarker for the cancer. To develop such
glycoprotein biomarkers, we designed an integrated strategy as
described previously.* In accordance with this strategy (Figure

dx.doi.org/10.1021/pr301217b | J. Proteome Res. 2013, 12, 2630—-2640
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Selection of candidates based on liver expression
and availability of effective antibody
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‘ 21 selected candidates (AAL(+) only) I
¢ Verification of glycan alteration using pooled sera (HCC vs HV)

] Verified candidates (AAL(+) only) ‘

Figure 1. Experimental workflow of the discovery of serum glyco-biomarker candidates for liver disease. Glycopeptide fractions were captured with
AAL- or DSA-affinity columns from tryptic digests of culture media (HepG2 and HuH-7) and serum taken from healthy volunteers and HCC patients.
RCA-bound glycopeptides were recovered from pass fractions of the AAL-column for serum samples. After purification by HILIC, glycopeptides were
identified by the IGOT-LC—MS method. From the AAL(+) glycoproteins, 21 glycoproteins were selected for further verification of HCC-associated
glycan alteration (enhanced fucosylation). See Methods for further details.
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Figure 2. Venn diagram presentation for glycoprotein profile comparison. Lectin-bound glycopeptides were prepared from culture media (HepG2 and
HuH-7) and sera of HCC patients and then identified by the IGOT-LC—MS method. In all, (a) 744 AAL(+) and (b) 234 DSA(+) glycoproteins were
identified. AAL(+) and DSA(+) glycoproteins were identified from the sera of healthy volunteers (HV; red circle), and RCA120(+) glycoproteins were
identified from the sera of HV arid HCC patients (green circle). By comparing the glycoprotein profiles, HCC_AAL(+) proteins were classified into 3
groups. (c) Glycoproteins of HCC_AAL(+) and DSA(+) glycoproteins were compared. Most DSA(+) glycoproteins also possess fucosylated glycans.

1), we analyzed the glycan profiles of culture media of HCC cell AAL has specificity for fucosylated glycans'® and DSA for
lines (HepG2 and HuH-7)"® and found that the lectin array branched asialoglycans (tri- or tetra-antennary N—glycans).19 Itis
signals of AAL and DSA as well as RCA120 were significant. known that the levels of these glycan motifs are increased by
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Table 1. Biomarker Candidates Selected for Further Verification of HCC-Related Glycan Alteration (Fucosylation)”

applicability of o e ;
antibody results of verification of the candidatens
‘ serial lectin =
fractionation and
candidate no.  group in Venn : WB P P and CAAL -
at verification. = diagram i (for  (from Lectinarray  fractionation .. LCA(-)
step (Bignre 2)  genesymibols® - description sera)  sera)  (AAL) and WB LCA(+) AAL(+)
1 I CPB2 plasma carboxypeptidése B2 \/ \/ ND 1 - —
2 1 CPN2 carboxypeptidase N, polypeptide 2, 83 kD \/ \/ 1 NT NT NT
3 I CSFIR colony stimulating factor 1 receptor \/ \/ 1 1 t 1
4 I FN1 fibronectin 1 isoform 7 \/ - NT NT - T
5 1 LAMP2 lysosomal-associated membrane protein 2 \/ \/ ND NT T -
6 I SERPINA7  serine (or cysteine) proteinase inhibitor, v - NT NT - T
clade A, member 7
7 1 SHBG sex hormone-binding globulin V - NT 1 1 1
8 Jis ICAM2 intercellular adhesion molecule 2 \/ - NT 1 — -
9 it SPARCL1  SPARC-like 1 v v > 1 - 1
10 I AEM afamin v - NT NT 1 1
11 I AHSG alpha-2-HS-glycoprotein \/ \/ NT NT T -
12 m APOD apolipoprotein D v - NT NT 1 -
13 I AZGP1 alpha-2-glycoprotein 1, zinc v - NT NT 1 0
14 I ICOSLG inducible T-cell costimulator ligand \/ \/ T 1 NT NT
15 m ORM1/2  orosomucoid 1/2 (= AGP) v v i NT - 1
16 m PIGR polymeric immunoglobulin receptor \/ \/ I NT T T
17 I PTGDS prostaglandin H2 p-isomerase \/ - NT NT T -
18 I SEPP1 selenoprotein P isoform 1 precursor \/ - NT t ) 1
19 il SERPINA1  serine (or cysteine) proteinase inhibitor, \/ \/ NT NT - t
clade A (alpha-1 antiproteinase,
antitrypsin ), member 1
20 111 SERPINA3  serpin peptidase inhibitor, clade A, \/ \/ NT NT - t
member 3
21 it TF transferrin VAR NT NT 1 -

“Symbols: \/ , applicable; —, not applicable; NT, not tested; ND, not detected;?, enhanced in HCC; —, not enhanced in HCC. ¥See ref 32.

cancer-associated glycan alterations.”*>* In addition, we showed
that N-glycan fucosylation on AFP in the culture media was
enhanced by comparison with that of placenta."® Therefore, we
selected these lectins, AAL and DSA, to enrich HCC marker
candidates. RCA120 recognizes Galf1—4-GlcNAc-terminated
glycans, which are present in the majority of serum glycoproteins
after neuraminidase treatment.”>** Thus, RCA120 was used to
comprehensively obtain glycopeptides from the samples in order
to estimate their abundance.

Identification of Lectin-Captured Glycoproteins in the

Culture Media and Serum Samples Using the IGOT-LC-MS
Method

First, we collected glycopeptide subsets by AAL aflinity
chromatography from tryptic digests of the culture media of
HepG2 and HuH-7. In order to evaluate the capturing specificity
of the AAL column under the conditions employed, glycopep-
tides derived from the serum of an HCC patient were separated
using the AAL column, and N-glycans released from AAL(+) and
AAL(-) glycopeptides were analyzed by MALDI-TOF MS
(Supplementary Figure 1 and Supplementary Method). As a
result, almost all signals of AAL(+) glycans were assigned to have
one or more deoxyhexose (dHex) residue(s) and only one slight
signal having no dHex was observed, suggesting that the
glycopeptides having fucosylated glycans were highly enriched
in the AAL(+) fraction and that AAL has enough selectivity to
capture glycopeptides having fucosylated glycans. However,
because this result could not ensure that all individual
glycopeptides were fucosylated, we dealt the AAL(+) glycopep-
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tides as putative fucosylated glycopeptides. After purification by
HILIC, the AAL(+) glycopeptides were treated with PNGase F
in H,"®0 and identified by LC—MS analysis followed by Mascot
search. In total, 316 and 629 glycoproteins were identified from
HepG2 and HuH-7, respectively (Figure 2a, Supplementary
Tables 3 and 4). Similarly, we identified 122 AAL(+)
glycoproteins from serum samples of 5 HCC patients. In total,
744 AAL(+) glycoproteins were identified as first-step biomarker
candidates. Exemplary MS/MS spectra are shown in Supple-
mentary Figure 2 to support the reliability of glycopeptide
identification by the IGOT-LC—MS method. Next, we analyzed
AAL(+) glycopeptides from HV sera and identified 100
glycoproteins. Finally, we used RCA120 to obtain glycopeptides
from HV and HCC sera in order to estimate their abundance in
serum and the number of N-glycosylated sites on each
glycoprotein. Using this procedure, we identified 172 glyco-
proteins as abundant glycoproteins (Figure 2a).

The same experimental protocol allowed us to identify 154
and 172 DSA(+) glycoproteins from the culture media of HepG2
and HuH-7, respectively (Figure 2b). In addition, 84 DSA(+)
glycoproteins were identified from HCC sera; in total, 234
glycoproteins were identified in HCC samples. Furthermore, 117
DSA(+) glycoproteins were identified from HV sera (Figure 2b).
Details of the identified glycopeptides are given in Supple-
mentary Table 3. Identified proteins in each sample are listed in
Supplementary Tables 4 (AAL) and S (DSA). These results were
registered to the glycoprotein database, GlycoProtDB, which was
constructed using our experimental-based information and is

dx.doi.org/10.1021/pr301217b | /. Proteome Res. 2013, 12, 26302640
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Figure 3. Detection of HCC-associated enhancement of fucosylation on the candidate glycoproteins by the immunoprecipitation-ALP method.
Candidate glycoproteins were enriched from pooled sera of HV and HCC patients by immunoprecipitation with their antibodies and analyzed by lectin
array (ALP method). Signal images for AAL spots (above, n = 3). Histogram indicating relative intensity of AAL to DSA (relative intensity of AAL signal

against DSA signal).

currently available for mouse and C. elegans glycoproteins
(http://jcggdb.jp/rcmg/gpdb/ ).1¢ The overlap of AAL(+) and
DSA(+) proteins was 209 (Figure 2c, Supplementary Table 6).

Selection of Biomarker Candidates for Further Verification
by Glycoproteome Profiles and Availability of Their
Antibodies

As described above, we identified 744 AAL(+) proteins in the
media of HepG2 and HuH-7 and the serum samples of HCC
patients. These proteins correspond to 398 gene symbols.
Among them, 80 glycoproteins (gene symbols) are previously
reported to have core-fucose in part or to bind with fucose-
recognizing lectins.”>** The remaining 318 proteins are newly
identified in this study as AAL-reactive proteins. Considering the
selectivity of the AAL column under the employed conditions, as
shown in Supplementary Figure 1, these are putative fucosylated
glycoproteins that had not been formerly identified as
fucosylated. Next, as a reference to select candidates to be
verified, we classified the first-step AAL(+) candidates obtained
from HCC samples into 3 groups by comparing the
glycoproteome profiles as follows (Figure 2a). First, we
compared these AAL(+) proteins with those in pooled HV
serum (n = 100), and found 87 proteins in common. These
common proteins were classified into Group III, whose N-
glycans are also fucosylated in the healthy state. The other
proteins were then compared with RCA120(+) serum proteins.
This comparison identified 53 common proteins, suggesting that
they are abundant in the serum. These proteins were classified
into Group I The remaining 604 proteins were designated as
Group II. These proteins were detected only in the culture
media, suggesting that they were less abundant in serum, but
concentrated in the media. At this point, we minimized the
number of proteins by using the gene symbols to avoid
redundant identifications, such as splice variants and family
proteins.

Next, we further selected the candidates on the basis of the
tissue expression level and specificity for liver, as well as the
availability of antibodies, which is essential to enrich or detect
each candidate protein for verification. Moreover, glycoproteins
supposedly produced by cells other than hepatocytes (e.g,
immunoglobulins) were deleted from the list. We also eliminated
some types of glycoproteins, such as complement factors and
coagulation factors, as these were considered to be inappropriate
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for serological tests, because it is presumed easily that the level of
complement components is influenced by inflammation in
subject patients and the major parts of coagulation factors and
fibrinogen are removed from serum samples during blood
clotting (in preparation of serum from blood). Consequently, a
total of 21 glycoproteins (gene symbols) were selected for
further verification (Table 1). These candidates included
glycoproteins known to have fucosylated glycans.”*° Nonethe-
less, we verified the glycan alteration between HCC and HV to
confirm the effectiveness of our strategy.

The DSA(+) glycoproteins were also classified into 3 groups
(Figure 2b) in the same manner as for the AAL(+) proteins.
However, we did not select these candidates for further
verification for the following reasons. First, although Group I
(19) included glypican 3 (GPC3), which was reported to be a
useful tumor marker of HCC and some other cancers,*! other
proteins were mostly coagulation factors, complement compo-
nents, and fibrinogens, which are deemed unsuitable as described
above. Thus, we could not find any suitable candidates in Group I
of DSA(+) except GPC3. The DSA(+) candidates belonging to
Group II (115) were identified only in the culture media, which
means low abundance in serum. Furthermore, many of the
DSA(+) proteins in Group III (100) were the same as those
selected from the AAL(+) proteins. A further technical difficulty
was that DSA(+) proteins were barely released from DSA-
agarose in the preliminary experiments. Thus, subsequent
verification of HCC-associated glycan alteration was performed
only for the AAL(+) candidates.

Verification of HCC/LC-Associated Glycan Alteration
{Enhanced Fucosylation) on the Candidate Glycoproteins

We verified HCC/LC-associated glycan alteration of the selected
candidates using pooled sera of HV and HCC patients (with LC
as background) by one or more of the following methods: (1)
immunoprecipitation followed by lectin array analysis, (2) AAL-
protein fractionation followed by Western blotting, and (3)
LCA/AAL-serial lectin fractionation followed by Western
blotting. Because these analyses require appropriate antibody
for each protein, we tested commercially available antibodies
using a pooled serum of HV (data not shown). Antibodies
applicable for our verification analyses are listed in Supple-
mentary Table 2.
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1. Immunoprecipitation Followed by Lectin Array
Analysis. Enhancement of fucosylation associated with HCC
was confirmed by purification of the candidate proteins using
immunoprecipitation followed by antibody-assisted lectin
profiling (ALP) analysis'” Among the 8 candidate proteins
analyzed by this method, carboxypeptidase N polypeptide 2
(CPN2), polymeric immunoglobulin receptor (PIGR) and
inducible T-cell costimulator ligand (ICOSLG) showed an
apparent increase of AAL signal in the HCC sera compared to
HV. As shown in Figure 3, the AAL signal of HCC sera was
increased compared with the respective HV sera by the following
factors: 3.1-fold for CPN2, 1.7-fold for PIGR, and 4.1-fold for
ICOSLG. Results of the remaining candidates are shown in
Supplementary Figure 3a and summarized in Table 1. The
number of candidate proteins applicable to the ALP analysis is
limited due to the lack of suitable antibodies. However, the ALP
analysis also provided the reactivity information against other
lectins, which is useful for reselecting the most appropriate
lectin(s) for detection of glycan alteration associated with HCC/
LC (fibrosis) as exemplified by al-acid glycoprotein (AGP or
ORM1/2).%*

2. AAL-Fractionation Followed by Western Blotting
Analysis. We fractionated pooled sera of HV and HCC patients
into AAL(+) and AAL(—) fractions using an' AAL column. To
estimate the amount of candidates in each fraction, the protein
fractions and untreated sera were subjected to SDS-PAGE, and
then each candidate was visualized by Western blotting. The
levels of all 7 candidates tested by this analysis increased in the
AAL(+) fraction of HCC sera compared with HV, suggesting
enhanced fucosylation associated with HCC/LC. Specifically, as
shown in Figure 4, sex hormone binding globulin (SHBG: Group

HV HCC

o
]
<

SHBG

ICAM2

SEPP1

CSF1iR

Figure 4. Detection of HCC-associated enhancement of fucosylation on
the candidate glycoproteins by AAL-fractionation followed by Western
blotting. Pooled sera of HV and HCC patients were fractionated with
AAL-agarose. AAL(+), AAL(—), and untreated sera were separated by
SDS-PAGE. The candidate glycoproteins were detected by Western
blotting. Blot images of each candidate are shown.

1), colony stimulating factor 1 receptor (CSFI1R: Group I),
intracellular adhesion molecule 2 (ICAM2: Group II), and
selenoprotein P (SEPP1: Group III) indicated significantly
increased signals in AAL(+) of HCC sera compared with that of
HV sera. Results of other 3 candidates are shown in
Supplementary Figure 3b.

3. LCA-AAL Serial Lectin Fractionation Followed by
Western Blotting Analysis. As described above, branching
and fucosylation of glycans are known to be enhanced in
association with HCC.**** Thus, measuring the glycoproteins

2636

that underwent both fucosylation and branching might be a
clearer indication of glycan alteration by HCC compared to
estimating the overall fucosylation level. In many cases,
fucosylated glycoproteins are enriched by LCA or AAL; however,
their specificities are different. LCA binds specifically to a1,6-
fucosylated biantennary glycans, and AAL binds to fucosylated
glycans regardless of branched structures.”® Therefore, we
separated the fucosylated candidate glycoproteins into 2
fractions by LCA-AAL serial lectin fractionation (refer to
schematic shown in Figure Sa). First, a serum sample was
applied to the LCA column to capture glycoproteins having a1,6-
fucosylated biantennary glycans, and then the pass fraction
(LCA(-)) was applied to the AAL column to recover the
remaining glycoproteins having fucosylated glycans. Thus, by
serial fractionation glycoproteins having both fucosylated and
branched glycans are enriched in the LCA(—)/AAL(+) fraction.
These fractions were separated by SDS-PAGE, and then each
candidate protein was detected by Western blotting (Figure Sb).
As a result, ORM1/2 (AGP), which is known to have highly
branched glycans, was detected only in the LCA(—)/AAL(+)
fraction (data not shown), indicating that the serial fractionation
worked as intended. As summarized in Table 1, the ratio of the
LCA(—)/AAL(+) fraction was higher in the HCC sera than HV
sera for 12 of the 19 candidates tested (Figure Sb for SHBG,
PIGR, CSFIR, and SEPPI; Supplementary Figure 3c for the
remaining). These observations suggest that HCC/LC-associ-
ated increases of fucosylation and branching occur on the
common glycans. In total, 16 of the 21 candidates were identified
in both AAL(+) and DSA(+) fractions. Hence, glycans on a wide
range of glycoproteins display both fucosylation and branching.
However, the bands of proteins in the LCA(+) fraction also
increased in HCC sera, suggesting that fucosylation associated
with HCC/LC is independent of branching. Conversely, there
were also proteins whose associated glycan was less highly
branched or not branched at all. For 6 candidates, only the rate of
the LCA(+) fraction was higher in the HCC sera (e.g,, LAMP2
and SPARCL1). Thus, serial lectin fractionation may be useful
for confirming the onset phase of fucosylation and branching
individually in the course of chronic fibrosis, LC to HCC.

B DISCUSSION

Currently, AFP, PIVKA-II (protein induced by vitamin K
absence or antagonists-II, also known as des-y-carboxy
prothrombin [DCP]) and AFP-L3% (ratio of LCA-reactive
AFP to total AFP) have been used for the diagnosis of HCC.
However, the sensitivity and specificity of these markers are
insufficient for diagnosis of early stage HCC.>* Although many
candidate serum biomarkers for HCC have been reported by
proteomics- and/or glycoproteomics-based research, there is still
a clinical need to develop more reliable markers for HCC.
However, it is fundamentally difficult to discover a serum
biomarker for early stage cancer by comparing serum protein
profiles between patients and healthy volunteers or disease
controls. Empirically, we know that glycan alteration of particular
cells is a good index for detecting a change of cell status such as
differentiation and carcinogenesis. However, it is also difficult to
detect early stage cancer by comparative profiling of the entire
glycome of serum glycoproteins, ie., by analyzing glycans
released from serum glycoproteins in vitro. This is because the
altered glycans emerge “ectopically” in association with carcino-
genesis and thus do not have structures “specific to the cancerous
cells”. For example, sialyl Lewis X is known as a cancer-related
antigen in colon,® non-small cell lung,36 breast,>* and pancreatic
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Figure S. Detection of HCC-associated enhancement of fucosylation on the candidate glycoproteins by LCA/AAL-serial lectin chromatography
followed by Western blotting. (a) Outline of the serial fractionation. Serum was fractionated with LCA-agarose. Glycoproteins in the LCA(+) fraction
were presumed to have core-fucosylated biantennary glycans. Then, LCA(—) proteins were fractionated with AAL-agarose. Glycans of AAL(+)
glycoproteins were presumed to be both fucosylated and branched. (b) Lectin-bound fractions were separated by SDS-PAGE, and then the candidate

proteins in each fraction were detected by Western blotting.

cancers.”” However, the glycan structure is also expressed by
noncancerous cells such as endothelial cells of high endothelial
venules (HEV) and lymphocytes associated with inflammation.>®
Similarly, although enhanced fucosylation is recognized as a
glycan alteration related to HCC, fucosylation does not
necessarily occur only in HCC, and fucosylated glycans are
expressed ubiquitously. Therefore, it is important to detect
glycan alteration on hepatic cell-specific proteins, especially
when seeking a serum marker. In order to clarify glycan alteration
associated with HCC, we first analyzed glycomes of the “culture
media” of HCC cell lines (HepG2 and HuH-7) by lectin array as
described previously."”> Proteins in the culture media are
undoubtedly secreted by HCC cells and carry glycans
synthesized in the cancer cells. Thus, we used the culture
media for the glycome analysis. In this sense, it is important to
use a cell line that maintains in vivo characteristics of the cancer
for the discovery procedure. In HCC, enhanced fucosylation and
branching were reported in both cell lines and cancer tissues.”***
As expected, we found that the array signals of AAL and DSA in
the media were very strong. Therefore, we selected the two
lectins, AAL and DSA, to enrich glycoproteins carrying their
cognate glycans, ie., fucosylated and branched glycans,
respectively. As exemplified by AFP-L3, which is AFP bearing
al,6-(core) fucosylated N-glycan, enhancement of fucosylation
in HCC is a promising marker for cancer-associated glycan
alterations.***” Indeed, AFP-L3 is used as a U.S. Food and Drug
Administration-approved HCC serum marker.

Neutral loss-triggered MS/MS (Electron Transfer Dissocia-
tion or Collision-Induced Dissociation) identification after
partial deglycosylation with Endo F3 is a novel technology for
assigning core fucose-bearing glycopeptides without employing
lectin affinity. This method has been developed and used for
marker discovery of HCC.***' In general, however, glycopro-
teins having fucosylated N-glycans were enriched using fucose-
recognizing lectins such as AAL, LCA, PSA, and VFA to capture
not only the core fucose-bearing glycoproteins/peptides but also
terminal a1,2/1,3-fucose-bearing molecules.

Next, we identified AAL(+) and DSA(+) glycopeptides from
the culture media of HCC cell lines to ensure they were actually
produced by liver cancer cells. In total, 703 AAL(+) and 211
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DSA(+) glycoproteins were identified from the media (Figure
2). These represent currently the largest data sets of human
glycoproteins having a particular glycan motif (fucosylation or
branch). It is well recognized that proteins obtained by affinity
chromatography include those bound to the column nonspecifi-
cally or indirectly. For this reason, we captured glycopeptides,
rather than glycoproteins, to minimize nonspecific identification.
The IGOT method employed in this study also served to
distinguish glycopeptides from non-N-glycosylated peptides with
high precision.'

In addition, we also identified AAL(+) and DSA(+)
glycopeptides from HCC sera.. As the majority of serum
glycoproteins are known to be derived from liver, serum samples
are appropriate only for the marker discovery of hepatic diseases.
We identified 703 and 122 AAL(+) glycoproteins from the
culture media and the patients’ sera, respectively. Roughly two-
thirds of the AAL(+) glycoproteins from HCC sera (81/122)
were also detected in the media, suggesting these glycoproteins
were derived from liver cells. The remaining AAL(+)
glycoproteins (41) were identified solely from the HCC sera,
some of which are known to be primarily expressed in the liver.
Thus, we selected S glycoproteins as candidates for further
verification from the serum AAL(+) proteins.

Next, we compared the glycoproteome profiles as presented in
Figure 2 to classify the candidates into three groups based on the
following two factors. Due to the reasons outlined above, we
confine our discussion to AAL(+) proteins only. The first factor
is the degree of fucosylation under a physiological state. A
preferable cancer marker is a glycoprotein having little or no
fucosylated glycans in the healthy state. Thus, we divided the
AAL(+) candidate proteins according to whether they were
identified only in the HCC samples or in common with HV.
Glycoproteins identified in common were classified into Group
III (Figure 2). Another factor is the abundance of the core
protein in serum. The RCA120(+) proteins identified from
serum samples were thought to be highly abundant in serum. In
addition, the number of RCA(+) peptides identified from each
protein indicates the number of glycosylation sites on the target
glycan. The more glycans the protein has, the easier the protein
can be detected, for example, by sandwich ELISA using
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antibodies and lectins, because multivalent binding strengthens
the affinity between glycans on the glycoprotein and lectin
molecules. The AAL(+) proteins identified in HCC samples that
were in common with RCA120(+) proteins were classified into
Group L. The remaining proteins were designated into Group II
as shown in Figure 2. From each group, we selected 21 candidates
for further verification based on the availability of antibodies and
their abundance in serum. These candidates were then verified by
one or more of the subsequent methods (Table 1).

Among 7 candidates in Group I, 4 proteins were already
known to have enhanced fucosylation in HCC by comparison to
the healthy state.”>"** Glycoproteins of Group I include AFP,
GP73 (GOLM1), and GPC3. Fucosylated AFP, known as AFP-
L3, is actually being used in clinical practice for diagnosis of
HCC. Moreover, fucosylated GP73 was reported as a marker for
HCC with higher sensitivity than AFP.*** These results suggest
our approach for identifying candidate markers has been
successful. In this study, all selected candidates in Group I
(including CPB2, CSFIR, LAMP2, and SHBG) were newly
identified AAL(+) glycoproteins displaying enhanced levels of
fucosylation (Table 1). Among them, we expected CSFIR and
CPN2 to be promising candidate HCC markers. Specifically, in
comparison with other candidates, CSF1R and CPN2 show
lower fucosylation in HV and increased expression in the liver
and have many potential N-glycosylation sites (7 in CPN2;** 9 in
CSF1R*), which would facilitate detection by sandwich ELISA
using their respective antibodies and AAL lectin.

Glycoproteins in Group III included many classical plasma
proteins as represented by transferrin, hemopexin, alpha 2-
macroglobulin, kininogen, ceruloplasmin, complement factors,
and so on.*® Among 11 selected candidates, all but ICOSLG were
reported to show elevated fucosylation in HCC.”® However,
these proteins in Group III were suggested to have fucosylated
glycans in healthy individuals. This also suggests that these
Group III proteins might be biomarkers that reflect the status of
the liver as a whole rather than a local change, i.e., carcinogenesis.
Namely, if the ratio of fucosylation on a glycan of a candidate
biomarker is 1% in the healthy state and enhanced to 100% in
HCC, the amount of this protein having fucosylated glycan
would increase only 2-fold at most in a patient with a small
cancer, ie., 1% by weight (1¥100:1*99 + 100 = 1:2). Thus, as
discussed above, these proteins may become surrogate fibrosis
markers. These markers are also clinically desirable, because a
quantitative index indicating the degree of fibrosis is important in
identifying high-risk individuals, who should be referred for
imaging and cytological diagnosis (biopsy), e.g, hepatitis
patients infected by HBV or HCV. Moreover, such an approach
will be useful for evaluating the benefit of treatment or
medication in patients and for the development of new
medicines for liver fibrosis.*” In this sense, ORM1/2 (AGP),
PIGR, SERPINA3, AZGP1, ICOSLG, PTGDS, and SEPP1
might be good markers for fibrosis. In fact, we found that glycan
alteration on ORMI1/2 correlated with progression of liver
fibrosis, which can diagnose LC with an accuracy of over
909, 54849

In Group I, the ratio of AAL(+) of 2 candidates, SPARCL1
and ICAM2, increased in HCC. Elevated expression of
SPARCLLI is known to be associated with the progression of
hepatic disease along with sinusoidal capillary transformation.*
As the serum level of these candidates is low, improvement of
detection sensitivity will be needed for practical use as
biomarkers.
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As demonstrated in this study, we could identify many
glycoproteins carrying glycans with enhanced reactivity to AAL
in HCC sera and hepatoma cell lines using our high-throughput
strategy. Furthermore, this approach also enabled us to provide a
large set of data on human glycoproteins having particular glycan
motifs through our glycoprotein database, GlycoProtDB, http://
jeggdb.jp/remg/gpdb/.

In this study, we also carried out a verification of glycan
alteration between HCC patients and HV for many candidate
proteins. The verification procedure involved three methods
including the newly developed technique of serial lectin
fractionation. Because we used sera of HCC patients having
LC as samples for the discovery and verification, the glycan
alteration is thought to be associated with HCC or LC.
Therefore, for each marker candidate, it should be verified at
which stage on the long-term pathological course toward HCC
the enhancement of glycan alteration (fucosylation) occurs.
Detailed comparison using sera of patients at various stages of the
disease may allow us to identify stage-specific biomarkers. We
have already verified that glycan alteration on ORM1/2 (AGP in
Group III) can distinguish the fibrosis stage between F3 and F4
(LC) by immunopurification followed by a lectin array analysis
using sera from over 100 patients.g’2 Furthermore, subsequent
validation studies of this marker using an automated bedside
clinical chemistry analyzer in more than 1000 HBV/HCV-
infected patients have demonstrated that the diagnostic accuracy
for detecting LC is superior to that of other fibrosis indices or
instruments.”*** Thus, we expect that a novel and clinically
applicable glycobiomarker for early stage HCC can be selected
using the stage-established samples in a future study.
Furthermore, we believe that this approach is applicable to
discover biomarkers not only for other cancers but also for
fibrogenic diseases such as Alzheimer’s disease and fibrosis of

lung and kidney.
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Novel point mutations and mutational complexes in the
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In this study, a cohort of 182 patients [55 hepatocellular carcinoma (HCC) and 127 non-HCC] infected with hepatitis B virus
(HBV) in Saudi Arabia was investigated to study the relationship between sequence variation in the enhancer I (Enhll), basal -
core promoter (BCP) and precore regions of HBV genotype D (HBV/D) and the risk of HCC. HBY genotypes were determined by
sequencing analysis and/or enzyme-linked immungosorbent assay. Variations in the Enhll, BCP and precore regions were
compared between 107 non-HCC and 45 HCC patients infected with HBV/D, followed by age-matched analysis of 40 cases
versus equal number of controls. Age and male gender were significantly associated with HCC (p = 0.0001 and p = 0.03,
respectively). Serclogical markers such as aspartate aminotransferase, albumin and anti-HBe were significantly associated
with HCC (p = 0.0001 for all), whereas HBeAg positivity was associated with non-HCC (p = 0.0001). The most prevalent HBV
genotype was HBV/D (94%), followed by HBV/E (4%), HBV/A (1.6%) and HBV/C (0.5%). For HBV/D1, genomic mutations .
-associated with HCC were T1673/G1679, G1727, C1741, C1761, A1757/T1764/G1766, T1773, T1773/G1775 and £1909.
Age- and gender-adjusted stepwise logistic regression analysis indicated that mutations G1727 [odds ratio (OR) = 18.3; 95%
confidence interval (C) = 2.8-118.4; p = 0.002], A1757/T1764/G1766 (OR = 4.7; 95% Cl=1.3-17.2; p=0.01) and T1773
(OR =14.06; 95% (1 =2.3-84.8; p = 0.004) are independent predictors of HCC development These results |mpucate novel
individual and combination patterns of mutations in the X/precore region of HBV/D1 as predictors of HCC. Risk stratification
based on these mutation complexes would be useful in determmmg high-risk patnents and improving dlagnastlc and freatment.
strategies for HBV/D1. .

Approximately three billion people in the world are
exposed to hepatitis B virus (HBV), of whom 350-400
million are persistently infected with it.! The two primary
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clinical manifestations associated with chronicity of the dis-
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ease are cirrhosis and hepatocellular carcinoma (HCC),
either of which may lead to liver-related death. It is esti-
mated that chronic HBV carriers have a 100-fold increased
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risk for developing HCC compared to noncarriers®; how-
ever, the incidence rates of developing HCC vary widely
around the world.

HBV has been characterized into elght genotypes (A-H)
based on a divergence over the entire genome of greater than
8%.> Two new genotypes, I and J, have recently been
reported and await international recognition.*” These HBV
genotypes are known to have a distinct geographical distribu-
tion. Most studies on clinical outcome in relation to HBV
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The accumulation of mutations in hepatitis B virus (HBV) over the course of long-term infection may increase its carcindgenic-
ity, leading to the development of hepatocellular carcinoma (HCC). The combined effect of multiple mutations, however, has
not been explored in detail. Here, novel mutations in the BCP and precore regions of HBY subgenotype‘lk)l were associated
with HCC in a study population in Saudi Arabia. The associations held for individual mutations and for combination patterns

- invelving multiple mutations. The mutation complexes may help identify patients at high risk for HCC and could influence

treatment strategies for HBY/D1.

genotypes have their origin in East Asia, having been con-
ducted on patients infected with genotypes B and C. Geno-
type C is generally considered to be more virulent than
genotype B.%” Reports are emerging that subgenotypes within
a genotype may also differ in the capacity to induce HCC
based on viral sequence variations and recombination.®

In addition to the HBV genotype, variations in the X/
basal core promoter (BCP)/precore regions have been
shown to affect viral functions in vitro. Many functional
sequences of HBV genome, such as enhancer II (Enhll),
BCP, X-terminal signal, start points of two pregenomic
messenger RNA, poly A signal and Epsilon, lie within this
region.” Nucleotide changes in this region are therefore
presumed to have a high carcinogenic capability.'®™'* Most
of the previous studies have focused on the evaluation of
individual mutations or only the combined effect of BCP
double mutation T1762/1764 with respect to the develop-
ment of HCC rather than evaluating the combined effect
of multiple mutations or pattern of combinations.">'* As
mutations accumulate gradually during long-term HBV
infection, it is better to evaluate the combined effect of
multiple mutations, which is expected to impart greater
stress on the liver leading to HCC.

HBV genotype D (HBV/D) is the most prevalent genotype
in South and Central Asia and the Middle East. To date, Six
subgenotypes of HBV/D (D1-D6) have been identified and
are distributed throughout the world.'>'® The predominance
of each subgenotype differs geographically and as such its
role in the natural history of HBV infection may differ. It
has been reported that genotype D is the most prevalent
genotype in Saudi Arabia; however, there is no information
about the prevalence of subgenotypes of HBV/D and their
relation to advanced liver disease.'”'® Very few studies
related HBV/D1 with severity of disease; however, these stud-
ies were hampered by a small sample size and unavailability
of balanced clinical groups in comparison.'”*?*°

Our study was conducted on a cohort of HBV-infected
patients in Saudi Arabia recruited from different hospitals in
the Kingdom of Saudi Arabia (KSA). We examined HBV
genotypes in these patients and analyzed the sequence varia-
tions in the EnhII/BCP/precore regions of HBV/D1 associ-
ated with the clinical course of the disease. Data on other
viral factors, including viral load, HBeAg and antibodies
against HBeAg (anti-HBe), were also included to analyze
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their associations with sequence variations in HBV disease
sequelae.

Material and Methods

Patients

A total of 182 serum/plasma samples were obtained from
chronic carriers of HBV [presence of HBsAg for >6 menths
and detection of antibody to hepatitis B core antigen (anti-
HBc)] enrolled in different hospitals of KSA. The diagnosis
of HCC was based on published guidelines for the diagnosis
and management of HCC.*"* In brief, enhancement of a
liver lesion during the arterial phase and contrast washout
during the portal phase in patients with background cirrhosis
was considered diagnostic of HCC. Computed tomography
and magnetic resonance imaging were the imaging modalities
used for diagnosis. Trucut biopsy or fine-needle aspiration
was obtained only where considerable doubt existed after
imaging studies. Chronic carriers of HBV infection, who had
been regularly screened with imaging studies (showing no
concerning lesion), performed 6 months apart for 12 months,
along with normal o-fetoprotein (AFP) levels were selected
as controls. The exclusion criteria for all patients were as
follows: (i) coinfection with hepatitis C, human immunodefi-
clency virus or delta virus; (if) coexistent autoimmune
or metabolic liver disease; (iif) hepatotoxic medications in
the preceding 3 months; (iv) another hepatobiliary malig-
nancy; (v) alcohol consumption >20g/day and (vi) organ
transplantation.

Serological markers of infection

Serum samples collected at each hospital were tested for ala-
nine aminotransferase and aspartate aminotransferase (AST),
albumin levels and serology for HBeAg and anti-HBe using
commercial kits (Abbott laboratories, Diagnostics Division,
Abbott Park, IL 60064, USA). HBV genotypes were deter-
mined by enzyme-linked immunosorbent assay (ELISA) with
monoclonal antibodies directed to distinct epitopes on the
preS2-region (HBV GENOTYPE EIA; Institute of Immunol-

ogy, Tokyo, Japan).

Extraction and quantification of HBY DNA

Total DNA was extracted from 200 pl of serum using a
QIAmpDNA mini kit (Qiagen). Quantitative HBV DNA lev-
els were measured by Abbott Real-Time HBV assay (Abbott
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Molecular, Des Plaines, IL), allowing detection up to 100 viral
DNA copies per milliliter used for DNA quantification.”

Amplification of HBY DNA, sequencing and molecular
evolutionary analysis

HBV DNA sequences bearing the partial S- and X-gene were
obtained according to the method proposed by Sugauchi
et al” with slight modifications. The amplification in the
BCP and precore region was carried out with a forward
primer HB7F: 5-GAGACCACCGTGAACGCCCA-3' (at.
1611-1630) and an antisense primer HB7R: 5'-CCTGAGTG
CAGTATGGTGAGG-3' (nt. 2072-2052). HBV DNA sequen-
ces spanning the S-gene were amplified by two PCR reactions
with heminested primers. The first round of PCR was per-
formed with a sense primer HB1F: 5-AAACTCTGCAAGAT
CCCAGAGT-3' (nt. 18-39) and an antisense primer HB2R:
5-CAGACTTTCCAATCAATAGG-3' (nt. 989-970). In the
second round, PCR products were obtained in two overlap-
ping fragments. For fragment I, PCR was performed with the
sense primer HBIF and an antisense primer HBIR: 5'-
GATACATAGAGGTTCCTTGAGCAG-3' (nt. 557-534), and
for fragment 2, PCR was performed with the sense primer
HB2F: 5-TGCTGCTATGCCTCATCTITC-3' (nt. 414-433)
and the antisense primer HB2R. The amplicons obtained
were directly sequenced with Prism Big Dye (Applied Biosys-
tems, Foster City, CA) in an ABI 3100 DNA automated
sequencer. HBV genotypes were determined by phylogenetic
analysis in the partial S and core regions of HBV genome.
Reference sequences for phylogenetic analysis were retrieved
from DDBJ/EMBL/GenBank. Alignments were performed
using CLUSTALW (http://clustalw.ddbj.nig.ac.jp/top-e html),
and neighbor-joining trees were constructed with six-
parametric method and bootstrapped 1,000 times to confirm
the reliability of the phylogenetic tree.”®

Analysis in the Enhll/BCP and precore regions

Analysis of the whole set of HBV/D1-infected cohort was
performed in the partial BCP, precore and core regions using
BioEdit program version 7.0. The nucleotide mutation was
defined by comparing the sequences with differences in the
reference HBV/D1 sequence (GenBank accession number
AY721612), whereas dual type or deletion was considered as
a mutant type. This reference sequence was chosen to be
very close to represent the consensus sequence for HBV/D1
based on previously published sequences.

A case-control analysis

Age-matched control patients (n=40) were selected from
within the non-HCC cohort with a cutoff age of 60 years.
They were matched to within 5 years of the age of case HCC
patient. HBeAg was a nonsignificant factor between both
groups (p =NS; Table 4). Absence of HCC in the control
patient was ascertained by a lack of any definite markers of
HCC (normal AFP levels and imaging results showing
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absence of any concerning lesion) at the point of diagnosis of
HCC in the case patient.

Statistical analysis

The nonparametric Mann-Whitney U test, Fisher’s exact test
or XZ test with Yate’s correction were used to compare data,
as appropriate. Stepwise Jogistic regression analysis was con-
ducted to identify factors independently associated with the
development of HCC. All tests were two-sided, and a p-value
of less than 0.05 was considered significant. SPSS (version
19) was used to perform the analysis.

Results
Baseline characteristics of patients
The demographic and clinical characteristics of the 182
patients with chronic liver disease (non-HCC =127 and
HCC = 55) are shown in Table 1. Overall, the mean age of
the patients was 52.6 = 20.1 years, and HCC patients were
significantly older (p = 0.0001) than non-HCC patients. Male
gender was significantly abundant among HCC patients
(p=0.03). AST, albumin and anti-HBe were significantly
higher in HCC patients compared to the non-HCC patients
(p=0.0001); inversely, HBeAg positivity was significantly
more frequent among non-HCC patients (p = 0.0001).
HBV/D was the most prevalent genotype found in 94%
(171/182) of patients followed by genotype E in 3.8% (7/182),
genotype A2 in 1.6% (3/182) and C2 in 0.5% (1/182) with no
statistical significance between both groups. Phylogenetic
analysis was used as a major tool to determine the HBV
genotypes and subgenotypes. HBV genotyping by ELISA was
performed in a total of 18 cases who were either difficult to
amplify by PCR or had a short S or core region sequence.
These 18 cases along with one subgenotype D2 case were
excluded from further analysis. Table 2 presents the baseline
characteristics of 152 patients with HBV/D1. Consistent with
the findings in the overall cohort (Table 1), age, male gender,
anti-HBe, albumin and AST were significantly higher in
HCC patients compared to non-HCC patients with HBV/D1
(Table 2).

Patterns of Enhll/BCP and precore mutations

The patterns of the BCP and precore mutations in patients
infected with HBV/D1, with or without HCC, are presented
in Table 2. A novel double mutation T1673/G1679 located in
between Box & and Box B'® was found to be significantly
higher in the HCC group (p = 0.007) compared to the non-
HCC group. The frequency of G1727 and C1741 was also
significantly higher in the HCC group than in those without
HCC (p=0.005 and p = 0.0006, respectively). The presence
of C1761 was also more frequent in the HCC group
(p =0.0005). Apart from this, different kinds of single, dou-
ble and triple mutation patterns were observed in the region
encompassing nucleotides 1757-1768. The polymorphism at
position A or G1757 shaped these patterns as double muta-
tion T1762/A1764 and was found in both patterns but did
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Table 1. Baselme and cllmcal characteristics of 182 patlents with chronic liver disease mfected w1th HBV in Saudl Arabla

 Features . Total(n=182)  NonHCC(n=127) . Heo-s . 2
59 (6-93) 56 (6-85) 68 (40-93) 0.0001
- s . b . 0
4 94 (51 6) 85 (66 9) 9 (16.3) 0.0001
'841+1545 946+175” 895933 NS
y melsaas e e 0 gt
Albumin’ . 4282 “183.2 1549 0.0001
D - ‘\171 (939) 119 (93 7) 52 (94 5) NS
e 70 L sen oaen L
i ; S
B S

Numbers in parenthesis represent % age.

1p: Mann-Whitney U test for continuous data, and y? or Fisher's exact test for categorical data.

2Median (range).

3Mean = SD. Abbreviation: ALT: alanine aminotransferase; AST: aspartate aminotransferase; NS: nonsignificant.

not show statistical significance between both clinical groups.
However, it was observed that a combination of A1757/C or
T1764/G1766 (triple mutation) was significantly higher in
HCC patients compared to non-HCC patients (p = 0.0004).
The point mutation at nucleotide position 1773 (C1773T),
alone or in combination with Al775G was significantly
higher in HCC patients compared to non-HCC patients
(p = 0.005 and p = 0.003, respectively). The mutations A1896
and Al899 in the precore region were frequent in both
groups showing no statistical significance, whereas a novel
mutation in the core gene C1909 appeared significantly
higher in HCC patients compared to the non-HCC group
(p = 0.014). Stepwise logistic regression analysis in HBV/D1-
infected patients showed older age (>58 years), male gender
and viral mutations G1727, T1773, A1757/T1764/G1766 as
independent predictive markers of HCC (Table 3).

Age-matched case-control analysis

Age- and gender-matched case~control analysis of 40 patients
in each non-HCC and HCC group is shown in Table 4.
Cases and controls did not differ significantly for eAg or eAb
status in the matched set of samples. There were five controls
and two HCC cases that were dually positive for HBeAg and
anti-HBe, whereas four controls did not seroconvert. HBV
viral load was significantly higher in HCC compared to non-
HCC patients. The double mutation T1673/G1679 and the
point mutations G1727 and C1741 remained significantly
higher in HCC patients (p = 0.01, p = 0.0007 and p = 0.006,
respectively). G1757 alone was significantly higher in the
non-HCC group (p=0.03), whereas in combination with
T1762/A1764, it turned up as a protective mutation pattern,
relatively higher in non-HCC compared to HCC patients
(p=0.08). The presence of triple mutation A1757/T1764/
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G1766 in association with HCC was consistent with the over-
all findings, as shown in Table 1 (p=0.01). As expected,
T1773 was more frequent in HCC (p = 0.0001), whereas in
combination with G1775, it appeared only in the HCC group
(p = 0.01). Stop-codon mutation A1896 did not reach statisti-
cal significance; however, A1899 was associated with
non-HCC (p = 0.04). The stepwise logistic regression analysis
confirmed A1727, A1757/T1764/G1766 and T1773 as inde-
pendent predictive markers for HCC in this case-control
analysis (Table 5).

Discussion
It is believed that HBV genotypes and even subgenotypes
may differ in the clinical presentation of the disease and its
treatment outcome. In our study, we found that the majority
of patients were infected with HBV/D, subgenotype D1
(HBV/D1), followed by genotype E. These results are consist-
ent with previous findings from the region.”>"” HBV/D1
association with a benign course of disease has been sug-
gested from studies elsewhere; however, most of these studies
were hampered by their small sample size. Considering the
data arising only from the Mediterranean region, HBV/D7
strains have been reported from Morocco and Tunisia but
were not associated with advanced liver diseases.'*?®

To our knowledge, this is the first case-control study
nested within a cohort study of HBV carriers infected with
HBV/D1. A significant positive correlation of HBV variants
in the X/precore region with HCC was found individually
and in combination. In the cohort analysis between 107 non-
HCC and 45 HCC patients, individual mutations G1727,
C1741, C1761 and T1773 were significantly associated with
HCC. These mutations, except for C1761, were also associ-
ated with HCC in the case-control analysis. The magnitude
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Table 2. Comparison of demographic characteristics and BCP and PC mutation factors among 152 patients with chronic liver disease infected

with HBV/D1
Factors Non-HCC (n=107) * Hee n = 45y P
Age? 56 (26-65) 68 (65.5-71.5) 0.0001
Gender (M/P) 71/36 39/6 0.01
HBeAg+ 66 (61.6) 5(11.1) 0.00dl
Anti-HBe+ 47 (43.9) 41 (91.1) 0.0001
ALT? 86.5+187.8 93.5 + 94.5 NS
AST? 69.7+197.9 206.9+333.7 0.002
AFP? 3 (2.6-7.3) 36.5 (6.8-1,000) 0.0001
Albumin® 40.9 + 8.02 186.6 + 165.4 0.0001
viral load (log 1U/ml)® 6.03 3.3 6.65+3.7 NS
C1653 TorY 14 (13) 8(17.7) NS
T1678 C 10 (9.3) 4 (8.8) ' NS
- A1679 G (alone) 10 3 0.08
C1673T/A1679G (double) 3 (2.8) 7 (15.5) 0.007
A17276G 13 (12.1) 15 (33.3) -~ 0.005
T1741 C 6 (5.6) 12 (26.6) 0.0006
T1753 Cor A 43 (40.2) 16 (35.5) NS
A1757G 38 (35.5) 12 (26.6) NS
T1761C 2018 877 0.0005
A1762T (alone) 5 (4.6) 1.2 NS
G1764A or T (alone) 467 o D
' 61757/T1762/A1764 (triple) 26 (24.2) 9 (20) NS
A1757/T1762/A1764 (triple) 13 (12.1) 4 (8.9 NS
A1757/T or C1764/G1766 (triple) 12 (11.2) 16 (35.6) 0.0004
C1766T (alone) 7 (6.5) 5 (11.1) - ‘ NS
C1766T/T1768A (double) 9 (8.4) 5 (11.1) NS
C1773T (alone) 60 (56.0) 36 (80) ; 0005
A1775G (alone) 4 (3.7) 0 k k ' ND
€1773 T/A17756 (double) 208 7 (15.5) 0003
G1896A 47 (43.9) 25 (55.5) NS
G1899A 37 (34.5) Tiemy NS
T1909C 8 (7.4) 10 22.2) 0.014
T1912¢C 1003 @A e

Numbers in parenthesis represent % age.

p: Mann-Whitney U test for continuous data, and ° or Fisher's exact test for categorical data.

’Median (interquartile range).

3Mean = SD. Abbreviations: ALT: alanine aminotransferase; AST: aspartate aminotransferase; NS: nonsignificant; ND: not determined.

of OR was highest for T1773 mutation (silent mutation) in
the cohort and the case—control analysis, that is, 11.8 and 14,
respectively. The presence of this mutation in severe liver dis-
ease has also recently been reported among Turkish patients
infected with HBV/D1.”” The clinical impact of the point
mutation A1727G (silent mutation) is not clear in HBV/D1
infection; however, the reverse mutation, G1727A, has been
reported as a marker of HCC in occult HBV infection from
Taiwan where infections by genotypes B and C are com-
mon.'? The missense mutation C1761, causing amino acid

change K130Q, has previously been reported from Iran in
connection with severe liver disease.'”” The missense point
mutation C1741 causing amino acid change L123S is novel;
however, the mechanism whereby its interaction exists with
other BCP mutations is yet unclear.

Our observation of an increased risk of HCC associated
with infection by HBV strains in combination of mutations
in the X-gene is far more novel and interesting. In the case~
control analysis, the missense point mutation C or Al753
(causing amino acid change I1127N/T) appears to be a

Int. ). Cancer: 133, 2864-2871 (2013) © 2013 UICC
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protective one (p = 0.03), in contrast to the previous finding
where this mutation has been found associated with the
development of HCC in HBV/C-infected patients. Polymor-
phism at nucleotide position 1757 (sense mutation) has been
evidenced in relation with the BCP double mutations T1762/
A1764 (CP1) or T1764/G1766 (CP2).'"*** In our study, the

Tabie 3. Stepwise logistic regression analysis for factors independ-
ently associated with the development of HCC in patients infected
with HBV/D1

Factors 0dds ratio (95% Cl) Pt

Age (>58 years) 6.78 (2.5-18.3) 0.0001
Male : 2.96 (0.93-9.4) 0.06
61727 3.97 (1.34-11.7) 0.01
T1764/G1766 2.8 (1.01-7.8) 0.04
11773 11.8 (2.5-55.7) 0.002
1p: Wald test.

2869

CP1 mutation appeared in combination with G at position
1757, showing a protective trend from HCC (p = 0.08); how-
ever, this needs to be further studied and confirmed by larger
studies. CP1 affects amino acid changes K130M and V131I
and, contrary to our findings, is a characteristic HCC-related
double mutation in HBV/C and/or HBV/Ba infections.*'**"
The CP2 mutation that results in amino acid change C131L
was observed in combination with A1757 and was signifi-
cantly associated with HCC (p = 0.01). Our results are in
agreement with previous reports where this double mutation
has been reported in association with severe liver disease in
HBV/D infections."”*® A recent in vitro study”” showed that
the CP2 mutation induced high levels of viral replication and
transcription efficiency in HuH7 and HepG2 cells, which
were comparable to those induced by the CP1 mutation. The
effect of the CP2 mutation was significantly increased by the
addition of the 1757A mutation by creating a binding site for
the transcription factor HNF3, thereby increasing its

Table 4. Age- and gender-matched case—control analysis in the BCP and PC regions of HBV/D1 in patients with chronic liver disease

Factors Non-HCC (n = 40) HCC (n = 40) : p!
HBeAg 4 (10) 0 NS
HBeAg + anti-HBe  t(25) 209 =
Viral load (logy ml™ H? 4.33%3.0 6.48=3.9 0.008
16537 605 7 (17.5) .
A1679G (alone) 3 (7.5) 3 (7.5) 0.06
C1673T/A1679G (double) ‘ o yary . o5
T1678C ' 8 (20) 4 (10) ‘ NS
A17276G 26 14 (35) 0.0007
T1741C 3 (7.5) 12 (30) 0.006
T1753CorA 21 (52.5) 112 30) 0.07
A17576 21 (52.5) 11 (27.5) 0.03
e 105 615 e, NS
A1762T (alone) 3(7.5) 1(2.5) NS
G1764A0r T (alone) 105 125 NS
G1757G/T1762T/A1764 (trlple) 16 (40) 8 (20) 0.08
A1757/T1762/A1764 (triple) . aQ0 S e
AL757/T or C1764/G1766 (trlple) 5125 15 (37.5) ‘ 0.01
CizesT@long . 5 .
C1766T/T1768A (double) 3 (7.5) s@gs NS
1773t - i 3. 00001
C1773T/A177SG (double) 0 7 (17.5) 0.01
G189 s »eEy N
‘G1899A 24 (60) 16 (40) - 004
T1909C G e s
i ory e

Numbers in parenthesis represent % age.

1p: Mann-Whitney U test for continuous data, and ¥ or Fisher's exact test for categorical data.

2Mean = SD. Abbreviation: NS: nonsignificant.
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Table 5. Stepwise logistic regression analysis for factors independ-
ently associated with HCC development for age- and gender-matched
case—control subjects

0dds ratio (95% CI)
18.3 (2.8-118.4)
411y
14.06 (2.3-84.8)

ip: Wald test.

transcriptional activity. In contrast, introduction of the
1757A mutation reduced the transcriptional activity of CP1,
abolishing the viral replication via a reduction in HNF1
binding affinity. The double mutation T1766/A1768 was
found in a small population of HCC patients and controls.
The exact significance of this double mutation is not entirely
clear; however, a few studies have described it as a predictive
marker for cirrhosis.>’ Apart from these double mutations, a
quadruple  mutation = T1673/G1679/T1773/G1775  was
observed in a group of seven HCC patients. Being silent
mutations, the exact biological significance of this combina-
tion of mutations is not entirely clear. Interestingly, these
cases were also carrying point mutations G1727 and C1741.
It is possible that G1727 and C1741 interact with the quadru-
ple mutation in a similar way as CP1 and CP2 mutations
interact with G or A1757, affecting the transcription factor
binding site and inducing high levels of viral replication. It is
possible that silent and missense mutations may synergisti-
cally act for a significantly altered function of X-protein,
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critical in escalating the development of HCC. These muta-
tion complexes are novel risk factors that may facilitate early
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SUMMARY. Hepatitis B virus (HBV) is classified into several
genotypes. Genotype G (HBV/G) is characterised by world-
wide dispersion, low intragenotypic diversity and a peculiar
sequence of the precore and core region (stop codon and
36-nucleotide insertion). As a rule, HBV/G is detected in
co-infection with another genotype, most frequently HBV/
A2. In a previous in vivo study, viral replication of HBV/G
was significantly enhanced by co-infection with HBV/A2.
However, the mechanism by which co-infection with HBV/
A2 enhances HBV/G replication is not fully understood. In
this study, we employed 1.24-fold HBV/A2 clones that
selectively expressed each viral protein and revealed that
the core protein expressing construct significantly
enhanced the replication of HBV/G in Huh7 cells. The
introduction of the HBV/A2 core promoter or core protein
or both genomic regions into the HBV/G genome showed

that both the core promoter and core protein are required
for efficient HBV/G replication. The effect of genotype on
the interaction between foreign core protein and HBV/G
showed that HBV/A2 was the strongest enhancer of HBV/
G replication. Furthermore, Western blot analysis of Dane
particles isolated from cultures of Huh7 cells co-transfected
by HBV/G and a cytomegalovirus (CMV) promoter—driven
HBV/A2 core protein expression construct indicated that
HBV/G employed HBV/A2 core protein during particle
assembly. In conclusion, HBV/G could take advantage of
core proteins from other genotypes during co-infection to
replicate efficiently and to effectively package HBV DNA
into virions.

Keywords: co-transfection, core protein, genotype A, geno-
type G, hepatitis B virus, replication.

INTRODUCTION

Hepatitis B virus (HBV) infection affects more than
350 million people and is one of the major causes of acute
and chronic liver disease. Acute HBV infection in adults is
usually self-limiting, while chronic HBV infection can
cause chronic hepatitis, liver cirrhosis or hepatocellular
carcinoma [1]. As the clinical course in infected individuals
depends on a complex interplay among various factors
including viral, host and environmental factors, molecular
characteristics of HBV including the genotype could
become increasingly important in our understanding of
HBV clinical implications [2].

Abbreviations: CMV, cytomegalovirus; CP, core promoter; HBeAg,
hepatitis B e antigen; HBsAg, hepatitis B surface antigen; HBV,
hepatitis B virus; SEAP, secreted alkaline phosphatase.
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Eight major HBV genotypes (A-H) have been identified by
a sequence divergence >8% in the entire HBV genome [3,4]
and have a relatively distinct geographical distribution,
which may be associated with anthropological history [5].
Hepatitis B virus genotype G (HBV/G) was first described in
2000 by studies carried out in France [6]. It is usually
detected during co-infection with other genotypes, most fre-
quently with HBV/A2 [7,8]. Co-infection with HBV/C and H
has also been reported [9-11]. One of the features distin-
guishing HBV/G from other genotypes is the 36-nucleotide
(nt) insertion in its core gene [6,12]. Recent studies indicated
that the 36-nt insertion increased core protein translation
without enhancing mRNA abundance {13], and insertion of
the 36-nt in the core region of genotypes A and D impaired
genome replication, despite upregulation of core protein
expression, indicating that the 36-nt insertion could alter
core protein expression without altering the mRNA expres-
sion [14]. The other feature of the HBV/G genome that is
unique is the possession of two stop codons in the precore
region that prevents the expression of hepatitis B e antigen
(HBeAg) [6,12]. Nevertheless, some HBV/G carriers are
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