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Analysis of serum protein glycosylation by a
differential lectin immunosorbant assay (dLISA)
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Abstract

Background: Lectin immunosorbant assays (LISAs) have been widely used for analyzing protein glycosylation.
However, the analysis of serum samples by LISAs could suffer from high sample-dependent background noise. The aim
of this study is to develop a differential lectin immunosorbant assay (dLISA) with reduced background interferences.

Methods: For the analysis of protein glycosylation, dLISA establishes a dose-response curve for every serum sample.
The sample is split into five aliquots. Four aliquots undergo differential removal of the glycoprotein of interest by
immunoprecipitation. Then, all five aliquots are subject to two measurements: protein by immunoassay and protein
glycans by LISA. A dose-response curve is established by plotting glycans signals on the y-axis and protein levels on
the x-axis for all the aliquots. Slope of the curve, calculated by linear progression analysis and expressed as fluorescence
per concentration of protein, is used for the measurement of protein glycosylation in the serum sample.

Results/conclusions: To demonstrate the feasibility of the dLISA approach, we used recombinant, fucosylated tissue
inhibitor of metallopeptidase 1 (TIMP-1) as the target glycoprotein. Magnetic beads based TIMP1 immunoassay and
TIMP-1 UEA LISA were developed for the measurement of TIMP1 protein and terminal a1, 2 fucosylated glycans on
TIMP1, respectively. Serum samples supplemented with differentially fucosylated recombinant TIMP-1 were used to
demonstrate that the slopes measured the TIMP-1 fucosylation, and were less prone to background interference.
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Introduction

Aberrant glycosylation of proteins has been implicated
in many human diseases [1-3]. To aid in the diagnosis
and prognosis, as well as in the understanding of these
diseases at the molecular levels, there have been many
research initiatives focusing on the development of ana-
lytical tools for effective analyses of subtle, yet biological
significant, glycosylation changes [4-9]. One of the most
informative and sensitive detection techniques for the
analysis of glycans and glycoproteins is mass spectrom-
etry (MS). Analytical tools combining MS with separ-
ation and enrichment techniques such as hydrophilic
interaction chromatography (HILIC) and immunoaffinity
enrichment are expected to provide a wealth of informa-
tion on glycosylation changes that would allow a better
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understanding of the biological attributes of glycopro-
teins [10-13].

Complementary to the MS based techniques are affinity-
based techniques for the analysis of glycosylation changes,
such as lectin immunosorbant assays (LISAs) [4,6,14-16].
LISAs are similar to enzyme-linked immunosorbant assays
(ELISA) except that lectins are used as probes for detecting
glycan structures (Figure 1A). The potential advantages
of LISAs are several. First, LISAs are easy to set up. They
can share the same instrument as the existing proteins
immunoassays. Second, LISAs, when developed together
with protein immunoassays, could generate integrated
protein-glycan information [17]. Third, LISAs provide
easy-to-interpret information that does not require so-
phisticated bioinformatics tools and supporting data-
base. Lastly, due to lectins’ broad specificities, LISAs
could provide additional information on all the glycans
that the lectins bind to and resulting in better sensitivity
for the detection of glycosylation changes of proteins.

LISAs have been used in the discovery and validation
of glycosylation of proteins as biomarkers [4,6,14-16].
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Figure 1 Schematic representation of LISAs. In LISAs, antibody captures the protein of interest and lectin detects the glycan structures on the
protein (Figure 1A). Lectins would bind to antibodies (Figure 1B) and non-specific bound proteins (e.g., to the antibody and/or to solid surface
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Despite the potential advantages, LISAs have not been
widely exploited. In LISAs, lectins could bind to antibodies
since antibodies are glycoproteins, resulting in high back-
grounds that could reduce sensitivity (Figure 1B). Several
ways of blocking the lectin-antibody binding have been
used in LISAs, such as (i) enzymatic release of the glycans
off the antibody and (ii) oxidation of the glycans followed
by derivatization with di-peptides. Although these treat-
ments were able to reduce the background signals, reduc-
tion varied by lectin [4,16,18]. For some lectins (e.g.,
Pisum savitum Lectin and Lens Culinaris Agglutinin),
background signals after blocking were still too high [16].
Lectins could also bind to non-specific bound proteins
(e.g., to the antibody and/or to solid surface that the anti-
body was adhered to) (Figure 1C-D). This could be prob-
lematic, especially when serum specimens are used,
because the majority of serum proteins are glycosylated.
The non-specific bound proteins could be reduced by the

careful selection of blocking conditions. However, they
could not be completely eliminated. Furthermore, the
non-specific binding may vary from sample to sample.
The sample-dependent background introduces significant
variations in the signal generated by LISAs, making the
comparison of glycosylation changes of proteins unreli-
able. In this study, we developed a dLISA approach for the
analysis of protein glycosylation in serum that was less
prone to background interference.

Materials and methods

Reagents

TIMP-1 capture antibody, TIMP-1 biotinylated detection
antibodies, and recombinant TIMP-1 protein were pur-
chased from the R&D Systems (Minneapolis, MN). Bio-
Plex Pro™ magnetic COOH beads, Amine Coupling Kits,
and Cytokine Assay Kits were purchased from Bio-Rad
Laboratories (Hercules, CA). Biotinylated Ulex europaeus
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agglutinin (UEA) was purchased from Vector Labs
(Burlingame, CA). Dynabeads Antibody Coupling Kit was
purchased from Invitrogen (Carlsbad, CA).

Clinical specimens

Serum samples from cancer and non-cancer patients
(breast cancer, colon cancer, hepatocellular carcinoma,
ovarian cancer, lung cancer, and prostate cancer) were
obtained from the Serum Bank at the Center for Biomarker
Discovery and Translation, Johns Hopkins University
(Baltimore, MD) with the approval from the institu-
tional review board.

TIMP-1 immunoassay

TIMP-1 immunoassay was developed using the BioRad
Cytokine Assay Kit (Hercules, CA). TIMP-1 capture anti-
body was coupled to Bio-Plex Pro™ magnetic COOH beads
using the BioRad Amine Coupling Kit. The coupling was
then validated using biotinylated goat anti-mouse IgG anti-
bodies (Sigma-Aldrich, St. Louis, MO) to ensure binding of
the capture antibody to the beads. After the validation, the
beads were counted, and stored in the storage buffer at 4°C.
For the TIMP-1 immunoassay, 2500 of the beads (per well
for a 96-well plate) were incubated with 50 pL of a serum
sample diluted in the Sample Diluent (provided in the
BioRad Cytokine Assay Kit) at room temperature for 60 mi-
nutes. After the incubation, the beads were washed and
incubated with 25 pL of 2 pg/mL biotinylated TIMP-1 de-
tection antibody diluted in the Detection Antibody Diluent
(provided in the Cyotkine Assay Kit) at room temperature
for 30 minutes. Then the beads were washed again and in-
cubated with 50 pL of 2 ug/mL streptavidin-phycoerytherin
diluted in the Assay Buffer (provided in the Cyotkine Assay
Kit) at room temperature for 10 minutes before analysis
using the Bioplex 200 System (BioRad, Hercules, CA).
Bioplex 200 uses 635 nm solid-state Laser to excite the
fluorescent dyes inside the magnetic COOH beads to pro-
vide bead classification and assay identification information,
and uses 532 nm Nd-Yag Laser to excite the phycoerytherin
dye to generate a reporter signal. Recombinant TIMP-1
was used as standard. Concentrations of 0, 0.02, 0.1, 0.39,
1.56, 6.25, and 25 ng/mL of recombinant TIMP-1 were pre-
pared in the Standard Diluent (provided in the Cytokine
Assay Kit) as calibrators for establishment of a calibration
curve for TIMP-1 protein quantification.

TIMP-1 UEA LISA

TIMP1 UEA LISA was established the same way as the
TIMP1 immunoassay except that 20 pg/mL of biotinylated
UEA was used for detection.

Immunoprecipitation of endogenous TIMP-1 in serum
Immunoprecipitation of endogenous TIMP-1 in serum
was achieved using Dynabeads coupled with TIMP1
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capture antibody. The coupling of the TIMP-1 capture
antibody to the Dynabeads was performed using the
Dynabeads Antibody Coupling Kit. For the immunopre-
cipitation, every 10 pL of serum was mixed with 5 pL of
the coupled Dynabeads. The amount of beads (5 pL)
was empirically determined to be the sufficient for the
complete removal of endogenous TIMP-1 from serum
samples. The mixture was then incubated on a rotator
overnight at 4°C. For partial removal of the endogenous
TIMP-1, fewer beads (e.g., 3uL) would be used.

Production of the differential fucosylated recombinant
TIMP-1

Four microliter of the recombinant TIMP-1 (10 pg/mL
prepared in PBS + 1% BSA buffer) was mixed with 4 pL
of al, 2 fucosidase (Catalog# P0724, New England
Biolabs, Ipswich, MA). The mixture (8 pL) was then di-
luted 5 times in the 32 pL of the Reaction buffer
(50 mM Sodium Citrate, 100 mM Sodium Chloride,
pH 6.0) for incubation of 0, 15, 30, or 45 minutes with
shaking at 37°C. After the incubation, each mixture was
spiked into a serum aliquot. Presence of large quantities
of glycoproteins in serum would stop the enzymatic di-
gestion of the TIMP-1 by al, 2 fucosidase. The serum
aliquot did not contain endogenous TIMP-1, which was
immuno-depleted. The immuno-depletion was con-
firmed using the TIMP-1 immunoassay.

Data analysis

Calibration curve for the TIMP-1 immunoassay was
established using the 5-parameter nonlinear regression
model in Bio-Plex Manager™ 6.0. Protein concentrations
were calculated using the calibration curve and reported
by Bio-Plex Manager™ 6.0. For linear regression and stat-
istic analysis of the dose—response curves, we used
Graphpad Prism 5.04. Limit of detection of the TIMP-1
immunoassay, determined using 3 times of standard de-
viation of the zero calibrator over six measurements,
was 0.01 ng/mL. Reproducibility of the TIMP-1 immu-
noassays, determined using the coefficient variance of
the calibrators at concentrations of 0.02, 0.1, 0.39, 1.56,
6.25, and 25 ng/mL, was less than 20%.

Results

Overview of the dLISA approach

Using TIMP-1 fucosylation as an example, the dLISA
approach of measuring glycosylation of serum proteins
is described in Figure 2. A serum sample (S) is splitted
into five aliquots (Al to A5) with equal volume. Mag-
netic beads coupled with TIMP-1 antibodies are used for
the removal of endogenous TIMP-1 in these aliquots:
Al is left untreated, whereas A2 to A5 are treated with
increasing amounts of magnetic beads for the differential
removal; the amount of beads used for A5 is sufficient
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(A) A serum sample (S) is split.

(B) magnetic beads treatment to
remove endogenous TIMP-1

(C) Supernatant is transferred.

(D) Both TIMP-1 UEA LISA assay and
TIMP-1 immunoassay are
performed on each aliquot.

(E) A dose-response curve is constructed using
the measured TIMP-1 concentration (ng/mL) in
each aliquot by the TIMP-1 immunoassay along
with the corresponding fluorescence readout
by the TIMP-1 UEA LISA assay.

TIMP1 protein assay (ng/mL)

LISA assay.

Figure 2 Schematic representation of the dLISA approach. (A) A serum sample is split into five aliquots (A1 to A5). (B) Four of these aliquots
are treated with increasing amounts of magnetic beads coupled with TIMP-1 antibody to gradually reduce the amount of endogenous TIMP-1
present. For aliquot A5, there should be sufficient beads used for complete removal of the endogenous TIMP-1. (C) After the magnetic beads
treatment, the beads were separated using a magnetic separator and the supernatant from each aliquot is transferred. (D) Both TIMP-1 UEA LISA
assay and TIMP-1 immunoassay are performed on each aliquot. (E) A dose-response curve is constructed using the measured TIMP-1
concentration (ng/mL) in each aliquot by the TIMP-1 immunoassay along with the corresponding fluorescence readout by the TIMP-1 UEA

for the complete removal of the endogenous TIMP-1.
After the treatments, all the five aliquots are subject to
the measurement by two methods: TIMP-1 immuno-
assay and TIMP-1 UEA LISA assay. The immunoassay
is used to determine TIMP-1 protein levels in these ali-
quots, which should have decreasing levels of TIMP1
from Al to A5; the TIMP-1 UEA LISA assay is used for
the detection of UEA-associated, al, 2 fucosylated gly-
cans. As explained previously, LISA assays are prone to
interferences. To tease out the portions of the signals
that are specific for TIMP-1, the TIMP-1 UEA LISA
signals of Al to A5 are plotted on the y-axis against
their respective TIMP-1 protein levels on the x-axis to
establish a dose—response curve. Linear progression ana-
lysis determines the slope of the dose—response curve,
which is expressed as fluorescence (A.U.) per TIMP-1

concentration (ng/mL). The slope reflects the changes in
the TIMP-1 UEA LISA signal as a result of changes in
TIMP-1 concentration (ng/mL).

Although LISA assay appears to be similar to dLISA
assay, they are different in several ways: (1) LISA assay is
performed as a single measurement, whereas dLISA
assay establishes a dose—response curve based on meas-
urement of five aliquots; (2) LISA assay measures both
protein abundance as well as protein glycosylation, both
of which are combined together and reported as a single
read out; on the other hand, the dLISA approach
includes protein immunoassay, separating protein abun-
dance from protein glycosylation, and therefore, specific-
ally measures protein glycosylation; (3) Because it
differential removed the target protein using immuno-
precipitation, the dLISA approach is more specific for
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the target protein; (4) The dLISA approach also includes
measurement of the background signal through the ali-
quot A5. This helps to identify serum samples with po-
tential high background signal that interferes with LISA
assay, and thus it demonstrates the advantages of the
dLISA approach with reduced interferences.

Correlation of the slope with serum TIMP-1 fucosylation

We demonstrated that the slopes of the dose response
curves correlated TIMP-1 fucosylation using recombin-
ant TIMP-1. The NSO cell line derived recombinant
TIMP-1 (R&D Systems, Minneapolis, MN) contains ter-
minal al, 2 fucosylated glycans associated with UEA
[19]. First, we prepared 4 serum samples with differen-
tially fucosylated TIMP-1 by treating the recombinant
TIMP-1 with al, 2-fucosidase at various time lengths (0,
15, 30, and 45 mins). al, 2-fucosidase digests off al, 2
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fucose, to which UEA has specificity towards. The longer
the treatment was, the more al, 2 fucose was cut off
from TIMP-1, and the less fucosylated the TIMP-1 be-
came. Therefore, the four treatment conditions (0, 15,
30, and 45 mins) created recombinant TIMP-1 proteins
with 4 differential levels of fucosylation. These proteins
were then spiked into four serum aliquots (S1 to S4) that
did not contain endogenous TIMP-1 (Endogenous
TIMP-1 in these aliquots was immuno-depleted and con-
firmed using the TIMP-1 immunoassay). Second, each of
these four samples (S1 to S4) underwent the dLISA ap-
proach. Curves and slopes of these four samples are illus-
trated in Figures 3A and 3B, respectively. The level of
fucosylation decreased in these samples from S1 to S4, so
were the linear regression slopes, decreasing from
20 +2, 12+ 2, 6 =+ 1, to 5+ 1 (fluorescence/ (ng/mL
of TIMP-1 conc.), respectively. Pearson correlation (r)

A 2000 =

® 15 mins
30 mins
45 mins

1500 -

1000 -

ol
500 -

UEA Fluorescence

e No Treatment

ST

S2

S3
S4

20

o
O =gy

w

25+

15+

Linear Regression Slope
(UEA Fluo./TIMP 1 Conc.)

40 60 80
TIMP1 (ng/mL)

204 % 82

1
100

F 3
—+

S4
-

length of fucosidase treatment (minutes).

Fucosidase Treatment (mins)

Figure 3 Slopes of the dose response curves established using the dLISA approach correlated with TIMP-1 fucosylation. (A) Dose-
response curves of serum samples spiked with differentially fucosylated recombinant TIMP-1. Recombinant TIMP-1 was treated by a1, 2 fucosidase
at different length of time (0, 15, 30, and 45 minutes) before they were spiked into with four serum aliquots. These aliquots came from the same
pool of sera with endogenous TIMP-1 immuno-depleted (confirmed by the TIMP-1 immunoassay). After the recombinant protein spiked in, these
serum samples underwent the dLISA approach. (B) A graph presentation of linear regression slopes of the dose-response curves versus the
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between the lengths of the fucosidase treatments (mins)
and the slopes was -0.96 (95% confidence interval of
-0.99 to -0.05, one-tailed p value of 0.02), indicating
that the slopes correlated with the levels of TIMP-1
fucosylation.

Application of the dLISA approach to serum samples

We applied the dLISA approach to serum samples in
oder to demonstrate its advantages over LISA using 4
specimens (C1 to C4) with the same fucosylated TIMP-1
in different serum matrices. Figure 4A and 4B shows the
dose—response curves and slopes of the dLISA approach,
respectively. Signals of the LISA assay (or the TIMP-1
UEA LISA) for these specimens were shown by the y-
axis of Figure 4A. The dLISA approach indicated that
the slope of C2 was not statistically significant from that
of C1, C3, or C4 (32 + 5 for C2 vs. 22 + 3 for C1, or 26
+ 3 for C3, or 25 * 4 for C4), consistent with the fact
that these specimens contain the same recombinant
TIMP-1. However, the y-axis (Figure 4A) showed the
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higher LISA signals of C2 than those of C1, C3, or C4 at
any given TIMP-1 protein concentrations (x-axis in
Figure 4A), indicating that C2 contained TIMP-1 with
higher level of fucosylation than that of C1, C3, or C4,
inconsistent with the fact that these specimens contain
the same recombinant TIMP-1. This was due to the
higher background signal of C2 (265) than those of Cl1,
C3, or C4 (94, 103, or 75, respectively), as indicated
when TIMP-1 was completely removed in these speci-
mens (when TIMP-1 protein concentration was 0 ng/
mL). Therefore, we demonstrated that the dLISA ap-
proach was less prone to the background interference
than LISA.

We also applied the dLISA approach to serum samples
from normal and cancer conditions. Figure 5 showed the
dose—response curves of the four normal serum samples
N1, N2, N3, and N4. Serum N3 and N4 had the slopes
of -0.3 £ 0.1, and 0.65 + 0.04, respectively. Both slopes
were close to zero, indicating that TIMP-1 in both sera
N3 and N4 had little UEA fucosylation. The dose
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Figure 4 Dose-response curves and slopes of the dLISA approach when applied to serum specimens with the same fucosylated TIMP-1
in different serum matrices. (A) Dose-response curves of four samples with the same fucosylated TIMP1 in different matrices. For preparation
of these specimens, we identified four individual serum samples. Each one of them was then treated for complete removal of endogenous
TIMP-1 (confirmed by the TIMP-1 immunoassay). Recombinant TIMP-1 was added into each of the serum matrices. Then these serum samples
underwent the dLISA approach. (B) A bar graph with linear regression slopes of the dose-response curves.
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Figure 5 Dose-response curves of serum samples from 4 healthy subjects. Healthy serum samples 1, 2, 3, and 4, represented by the
orange, green, red, and blue-colored lines, respectively. Each serum sample underwent the dLISA approach.

response curves of sera N1 and N2 showed that reduc-
tion in TIMP-1 protein increased the fluorescence of
UEA detection in both serum N1 and N2. This indicated
the existence of interferences with the LISA UEA assay
in serum N1 and N2. Nevertheless, the slopes of N1 and
N2, -0.1 + 1.5, and -4 * 1, respectively, were consistent
with N3 and N4, that serum TIMP-1 had little UEA
fucosylation. UEA fucosylation pattern of TIMP-1 were
also analyzed in six different cancers (breast cancer,
colon cancer, hepatocellular carcinoma, ovarian cancer,
lung cancer, and prostate cancer). Linear regression
slopes of their dose-response curves (shown in Table 1
and Additional file 1: Figure S1) were close to zero for
breast cancer, colon cancer, hepatocellular carcinoma,
and lung cancer, indicating that serum TIMP-1 had little
or no UEA fucosylation in these cancer conditions.

Discussion

TIMP-1 belongs to a family of tissue inhibitors of matrix
metalloproteinases (MMPs) whose inhibitory activities
play important roles in cellular homeostasis, tissue re-
modeling, and oncogenesis [20]. Expression of TIMP-1
was increased in cancer tissue in prostate [21]. TIMP-1

was reported to have prognostic and predictive value in
breast cancer [22,23], and serum TIMP-1 was a predictor
of survival outcomes in colorectal cancer [24]. In addition,
TIMP-1 has been implicated in MMP-independent ac-
tions, such as synaptic plasticity of the central nervous
system [25].

Aberrant glycosylation of TIMP-1 was implicated in cancer
progression. Increased 1, 6 branching of N-glycans of
TIMP-1, induced by GnT-V N-acetylglucosaminyltransferase,
was closely correlated with invasive/metastatic potential
of colon cancer cell WiDr [26]. Detection of TIMP-1
UEA al, 2 fucosylation in prostate tissues was found to
be superior to TIMP-1 protein in distinguishing aggres-
sive and non-aggressive prostate cancer [17]. Whether
detection of TIMP-1 UEA fucosylation in serum could
help identify aggressive prostate cancer remained to be
determined. We measured TIMP-1 UEA fucosylation
in sera of prostate cancer and found little UEA
fucosyaltion. The seemingly contradictory findings be-
tween prostate tissues and sera could be due to the
source differences of TIMP-1. Presence of TIMP-1 in
serum may be a combination of physiology (e.g., for car-
rying out their functions in circulation), tissues leakages

Table 1 Linear-regression slopes of the dose-response curves of four individual serum samples of normal, breast
cancer, colon cancer, HCC, ovarian cancer, lung cancer, and prostate cancer

Slopes
Specimen # Normal Breast cancer Colon cancer HCC Ovarian cancer Lung cancer Prostate cancer
1 0115 -09 £ 0.1 0.09 £ 0.13 -1+0 2+£0 -04 +03 2+1
2 -4+ 1 -2+0 0.07 £0.22 -1+0 05+05 -06 05 1+£0
3 0.7 £00 -1+0 -05+02 -03+00 210 2+0 051+ 004
4 -03+00 -08 £03 08 £0.2 05+0.1 2+1 -02+02 0.1+£02
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(e.g., as a result of cell death or damage), and/or aber-
rant secretions (e.g., released from tumors and other
disease tissues, presumably not as a result of a func-
tional requirement) [27]. Given the potential sources of
TIMP-1 in serum, if TIMP-1 from other sources were
not fucosylated, the contribution of prostate tissue
TIMP-1 would be too small to be detected. The same
pattern was also observed in non-cancer sera and sera
of other cancers such as breast, colon, lung, and ovar-
ian, indicating that (1) TIMP-1 from other tissues may
not be fucosylated, and (2) there was no difference in
serum TIMP-1 fucosylation between non-cancer and
cancers. This latter finding was consistent with
Thaysen-Anderson et al., which showed no significant
difference of TIMP-1 glycoprofiles between normal and
colon cancer [9].

Ahn et al. showed that Leukocyte phytohemagglutinin
(L-PHA) captured glycoforms of TIMP-1 in a pooled
colon cancer serum was 5 times higher in abundance
than that in a pooled non-cancer serum by mass spec-
trometric analysis [28]. We did not try TIMP-1 L-PHA
LISA in serum because the recombinant TIMP-1 did
not have L-PHA bound glycans [19] and therefore could
not be used as the standard protein for the feasibility
study. This points out a bigger issue in the field of
glycobiology. In the future, development of protein en-
gineering technology that allows additions of glycans of
interest to proteins and produces highly purified protein
glycoforms [29] would help solve this problem.

Conclusions

Using recombinant TIMP-1 as the model, we determined
a dLISA approach for the analysis of serum protein glyco-
sylation that was less prone to potential interference of
serum matrices. Applying the approach of analysis TIMP-
1 fucosylation in serum samples, we found that serum
TIMP-1 had little or no al, 2 fucosylation in normal and
many cancer conditions.

Additional file

Additional file 1: Figure S1. Dose-response curves of serum samples
of breast cancer (A), colon cancer (B), HCC (C), ovarian cancer (D), lung
cancer (E), and prostate cancer (F). For each condition, there are four
samples 1, 2, 3, and 4, represented by the orange, green, red, and
blue-colored lines, respectively.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions

DL contributed to design of the experiments and drafted the manuscript. HC
performed the experiments. HZ contributed to discussion of the
experimental designs. DWC contributed to editing of the manuscript. All
authors read and approved the final manuscript.

Page 8 of 9

Acknowledgements

We thank the National Cancer Institute Early Detection and Research
Network (NCI-EDRN) for providing grant support (U24CA115102). We thank
Dr. Lori Sokoll and Debra Elliott at the Center for Biomarker Discover and
Translation for providing the clinical specimens.

Received: 28 February 2013 Accepted: 8 August 2013
Published: 9 September 2013

References

1. Meany DL, Chan DW: Aberrant glycosylation associated with enzymes as
cancer biomarkers. Clin Proteomics 2011, 8:7.

2. Lau KS, Dennis JW: N-Glycans in cancer progression. Glycobiology 2008,
18:750-760.

3. Ohtsubo K, Marth JD: Glycosylation in cellular mechanisms of health and
disease. Cell 2006, 126:855-867.

4. Meany DL, Zhang Z, Sokoll LJ, Zhang H, Chan DW: Glycoproteomics for
prostate cancer detection: changes in serum PSA glycosylation patterns.
J. Proteome Res. 2009, 8:613-619.

5. Meany DL, Hackler L Jr, Zhang H, Chan DW: Tyramide signal amplification
for antibody-overlay lectin microarray: a strategy to improve the
sensitivity of targeted glycan profiling. J. Proteome Res. 2011,
10:1425-1431.

6. LY, Tao SC, Bova GS, et al: Detection and verification of glycosylation
patterns of glycoproteins from clinical specimens using lectin
microarrays and lectin-based immunosorbent assays. Anal. Chem. 2011,
83:8509-8516.

7. LiY, Tian Y, Rezai T, et al- Simultaneous analysis of glycosylated and
sialylated prostate-specific antigen revealing differential distribution of
glycosylated prostate-specific antigen isoforms in prostate cancer
tissues. Anal. Chem. 2011, 83:240-245.

8. Ahn YH, Kim YS, Ji ES, et al: Comparative quantitation of aberrant
glycoforms by lectin-based glycoprotein enrichment coupled with
multiple-reaction monitoring mass spectrometry. Anal. Chem. 2010,
82:4441-4447.

9. Thaysen-Andersen M, Thogersen IB, Lademann U, et al: Investigating the
biomarker potential of glycoproteins using comparative glycoprofiling -
application to tissue inhibitor of metalloproteinases-1. Biochim. Biophys.
Acta 2008, 1784:455-463.

10. Marifio K, Bones J, Kattla JJ, Rudd PM: A systematic approach to protein
glycosylation analysis: a path through the maze. Nature chemical biology
2010, 6:713-723.

11. Wuhrer M, de Boer AR, Deelder AM: Structural glycomics using hydrophilic
interaction chromatography (HILIC) with mass spectrometry. Mass
spectrometry reviews 2009, 28:192-206.

12, Madian AG, Rochelle NS, Regnier FE: Mass-linked immuno-selective assays
in targeted proteomics. Anal. Chem. 2013, 85:737-748.

13. Lund H, Lovsletten K, Paus E, Halvorsen TG, Reubsaet L: Immuno-MS based
targeted proteomics: highly specific, sensitive, and reproducible human
chorionic gonadotropin determination for clinical diagnostics and
doping analysis. Anal. Chem. 2012, 84:7926-7932.

14.  Mehta AS, Long RE, Comunale MA, et al: Increased levels of galactose-
deficient anti-Gal immunoglobulin G in the sera of hepatitis C virus-
infected individuals with fibrosis and cirrhosis. J. Virol. 2008,
82:1259-1270.

15. Comunale MA, Wang M, Hafner J, et al- Identification and development of
fucosylated glycoproteins as biomarkers of primary hepatocellular
carcinoma. J. Proteome Res. 2009, 8:595-602.

16. Li D, Chiu H, Chen J, Zhang H, Chan DW: Integrated Analyses of Proteins and
Their Glycans in a Magnetic Beads Based Multiplex Assay Format Clinical
Chemistry. 2012.

17. Li D, Chiu H, Gupta V, Chan DW: Validation of a multiplex immunoassay
for serum angiogenic factors as biomarkers for aggressive prostate
cancer. Clin. Chim. Acta 2012, 413:1506-1511.

18. Chen S, Haab BB: Analysis of glycans on serum proteins using antibody
microarrays. Methods Mol. Biol. 2009, 520:39-58.

19.  Thaysen-Andersen M, Thogersen 1B, Nielsen HJ, et al: Rapid and individual-
specific glycoprofiling of the low abundance N-glycosylated protein
tissue inhibitor of metalloproteinases-1. Mol. Cell. Proteomics 2007,
6:638-647.


http://www.biomedcentral.com/content/supplementary/1559-0275-10-12-S1.pptx

Li et al. Clinical Proteomics 2013, 10:12
http://www.clinicalproteomicsjournal.com/content/10/1/12

20.  Moore CS, Crocker SJ: An alternate perspective on the roles of TIMPs and
MMPs in pathology. Am. J. Pathol. 2012, 180:12-16.

21, Liu AY, Zhang H, Sorensen CM, Diamond DL: Analysis of prostate cancer
by proteomics using tissue specimens. J. Urol. 2005, 173:73-78.

22. Dechaphunkul A, Phukaoloun M, Kanjanapradit K, et al: Prognostic
significance of tissue inhibitor of metalloproteinase-1 in breast cancer.
International journal of breast cancer 2012, 2012:290854.

23. Zhu D, Zha X, Hu M, et al- High expression of TIMP-1 in human breast
cancer tissues is a predictive of resistance to paclitaxel-based
chemotherapy. Med. Oncol. 2012, 29:3207-3215.

24.  Nielsen HJ, Brunner N, Jorgensen LN, et al: Plasma TIMP-1 and CEA in
detection of primary colorectal cancer: a prospective, population based
study of 4509 high-risk individuals. Scandinavian journal of
gastroenterology 2011, 46:60-69.

25. Jourquin J, Tremblay E, Bernard A, et al: Tissue inhibitor of
metalloproteinases-1 (TIMP-1) modulates neuronal death, axonal
plasticity, and learning and memory. The European journal of neuroscience
2005, 22:2569-2578.

26. Kim YS, Hwang SY, Kang HY, et al: Functional proteomics study reveals
that N-Acetylglucosaminyltransferase V reinforces the invasive/
metastatic potential of colon cancer through aberrant glycosylation on
tissue inhibitor of metalloproteinase-1. Mol. Cell. Proteomics 2008, 7:1-14.

27.  Anderson NL, Anderson NG: The human plasma proteome: history,
character, and diagnostic prospects. Mol. Cell. Proteomics 2002, 1:845-867.

28. Ahn YH, Kim KH, Shin PM, Ji ES, Kim H, Yoo JS: Identification of low-
abundance cancer biomarker candidate TIMP1 from serum with lectin
fractionation and peptide affinity enrichment by ultrahigh-resolution
mass spectrometry. Anal. Chem. 2012, 84:1425-1431.

29. Hang HC, Bertozzi CR: Chemoselective approaches to glycoprotein
assembly. Accounts of chemical research 2001, 34:727-736.

doi:10.1186/1559-0275-10-12

Cite this article as: Li et al: Analysis of serum protein glycosylation by a
differential lectin immunosorbant assay (dLISA). Clinical Proteomics

2013 10:12.

Page 9 of 9

Submit your next manuscript to BioMed Central
and take full advantage of:

¢ Convenient online submission

¢ Thorough peer review

* No space constraints or color figure charges

¢ Immediate publication on acceptance

¢ Inclusion in PubMed, CAS, Scopus and Google Scholar

* Research which is freely available for redistribution

Submit your manuscript at ( -
www.biomedcentral.com/submit BiolVed Central




	Abstract
	Background
	Methods
	Results/conclusions

	Introduction
	Materials and methods
	Reagents
	Clinical specimens
	TIMP-1 immunoassay
	TIMP-1 UEA LISA
	Immunoprecipitation of endogenous TIMP-1 in serum
	Production of the differential fucosylated recombinant TIMP-1
	Data analysis

	Results
	Overview of the dLISA approach
	Correlation of the slope with serum TIMP-1 fucosylation
	Application of the dLISA approach to serum samples

	Discussion
	Conclusions
	Additional file
	Competing interests
	Authors’ contributions
	Acknowledgements
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


