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Abstract
Fetal growth restriction (FGR) affects 3–5%

of pregnancies and is associated with increased
perinatal morbidity and mortality. Currently,
there is no reliable biochemical test to differen-
tiate a pathological FGR from a nonpathologi-
cal one. The objective of this study was to
screen whole maternal plasma to identify dif-
ferentially expressed relatively abundant pro-
teins associated with FGR. We analyzed
maternal plasma from FGR (n = 28) and healthy
(n = 22) pregnancies using two-dimensional gel
electrophoresis (2D-GE) followed by software
image analysis. Three spots with molecular
weight (Mr) 18 kDa corresponding to hap-
toglobin (hp) α2, as identified by LC-MS/MS

and immunoblotting, showed differential
expression patterns in FGR. The distribution of
hp α2 variants in maternal plasma samples
showed the hp α2 variant 1 was low in 72% of
FGR, medium in 16%, whereas high in 12%. In
comparison, hp α2 variant 1 was high in (41%)
of controls, medium in 41%, and low in 18% of
cases. Based on the software image analysis, the
mean spot volume for hp α2 variant 1 was 0.12
(SD = 0.18) for FGR compared to 0.26 (SD =
0.19) for control (p = 0.006). Given that hp
turnover is indicative of its maturation process
and is traceable in plasma by its dominant/
suppressed variants, we propose that hp α2 is
an important potential target for evaluation of
its clinical and pathophysiological role and as
a diagnostic biomarker in FGR.
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Introduction

Fetal growth restriction (FGR) is a preg-
nancy condition where estimated fetal weight
is below the 10th percentile expected for gesta-
tional age (GA) (1,2). The condition affects
3–5% of pregnancies, and is associated with
high perinatal morbidity and mortality (3).
FGR infants may also have an increased risk of
adverse neurodevelopmental outcomes and of
cardiovascular and metabolic diseases later in
life (4,5). Currently, fetal size is routinely ascer-
tained using imaging technology; however, the
differentiation of normal, constitutionally small
fetuses from those with pathologic FGR
remains a clinical challenge. Identification of
proteins that can be used as biomarkers is an
antecedent step in the development of non-
invasive diagnostic or prognostic tests for FGR.
Discovery of a candidate biomarker protein or
a group of proteins that are associated with the
pathophysiology of FGR, should lead to the
development of rapid detection and quantifi-
cation methods, for example immunoassays
(6,7), for possible clinical screening. The mea-
surement of biomarkers combined with
advanced ultrasonographic (US) biometry and
fetal Doppler technology in a temporal manner
will provide the ability to more accurately and
precisely detect the presence of FGR.

Clinically significant FGR is caused by
reduced fetal growth resulting from maternal
conditions such as undernutrition, smoking,
drugs, and prepregnancy or pregnancy dis-
eases, that include chronic hypertension or
preeclampsia (8). Although the etiology and
pathophysiology of FGR may be varied (2), 
it is widely accepted that poor placental
development and or placental disease is the
major common factor that is associated with
abnormal fetal growth (8,9). Once congenital

infection and chromosomal or congenital
anomalies have been ruled out, FGR is mostly
a result of uteroplacental insufficiency (10).
Proteomic analysis of maternal plasma may
also provide us with better understanding of
the pathophysiology underlying FGR.

Profiles of plasma proteins can illustrate
changes owing to altered metabolism and/or
disease process. They may have a causal rela-
tionship and/or indicate disease severity. Dif-
ferential expression of proteins in blood
plasma has been widely used to study various
diseases (11–13). The significance of several
plasma peptides in gestational diseases with
respect to biomarker discovery, and the impor-
tance of proteomics in identifying these candi-
date proteins have been well denoted (14).
Analysis of global plasma proteins is a chal-
lenge because of the complexity of plasma
proteome’s large dynamic range, chemical
similarity of multiple protein species and in
addition presence of major plasma proteins
such as albumin and γ globulin. To overcome
these difficulties, prefractionation and deple-
tion is often employed to adequately quantify
detectable spots. Because these strategies
often lead to high variability, this study is
focused on rapid screening of whole plasma
using two-dimensional gel electrophoresis
(2D-GE) as a proteomic approach to detect
changes in plasma proteome profiles associ-
ated with FGR.

Materials and Methods

Materials

All chemicals for 2D-GE and LC-MS/MS
analysis were of electrophoretic or analytical
grade. The total plasma protein concentrations
were measured using BCA Protein Assay Kit
(Pierce Biotech Inc., Rockford, IL), following
the microplate technique as outlined by the
manufacturer. BSA was used as the standard.
Replicates were analyzed in a Multiskan EX
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microplate reader (Thermo Electron Corp.,
Vantaa, Finland).

Subjects

With approval from the University of West-
ern Ontario, Health Sciences Research Ethics
Board (HSREB) and written informed consent
from participants, pregnant women were
recruited at St. Joseph’s Hospital, London, ON,
Canada. Blood samples were collected prior
to delivery from mothers who consented to
participate in the study. Table 1A shows a
summary of the characteristics of the patients
studied, and the inclusion and exclusion cri-
teria for subject recruitment. Gestational age
(GA) was determined by certain last men-
strual date of mothers or the first trimester US
crown rump length. Congenital infection and
chromosomal or congenital anomalies were
ruled out. Clinical information abstracted
from the antenatal records included standard
tests for the evaluation of fetal health and risk
factors as part of normal surveillance. The
diagnosis of FGR group was based on last
trimester estimated fetal weight as deter-
mined by fetal US biometry (15) and calcu-
lated using the Hadlock II formula. Birth
weight percentiles were calculated based on
their respective gender and GA using a stan-
dardized growth chart (16,17). Control group
subjects consist of normal pregnancies with-
out medical or obstetric problems and with
fetuses within normal growth percentiles
(>25th). Measurements less than the 10th per-
centile for GA at birth were confirmed to be
growth restricted (Table 1B). Placental insuf-
ficiency was determined by abnormal umbili-
cal artery Doppler (18).

Maternal Plasma Samples

One to two milliliters of maternal venous
blood from FGR and control subjects were col-
lected in EDTA coated tubes. Blood was cen-
trifuged (2000g, 10 min at 4°C) and plasma

samples were saved in small aliquots at –70°C
until analysis.

SDS Polyacrylamide Gel Electrophoresis
(1D- and 2D-GE)

All protein separations on 1D and 2D gels
were conducted using 1.5 mm 12% SDS
polyacrylamide gels, run for 20 min at 80 V
followed by approx 1 h 15 min at 120 V.
Prestained Broad Range SDS molecular weight
(Mr) marker (Bio-Rad Labs, Hercules, CA) was
used for estimation of Mr. All relevant
reagents for 2D-GE were purchased from
Bio-Rad and used according to manufacturer’s
instructions.

First Dimension Isoelectric Focusing for 2D-GE

The isoelectric focusing (IEF) was performed
using PROTEAN IEF cell with ReadyStrip
immobilized pH gradient (IPG) strips, 7 cm,
pH 3.0–10.0 nonlinear (NL), unless otherwise
specified. For first dimension separation,
maternal plasma (1.5 µL, ~90 µg protein) was
made up to 125 µL with rehydration buffer 
(8 M urea, 2% CHAPS, 50 mM dithiothreitol
[DTT], 0.2% Biolyte pH 3.0–10.0 ampholyte,
0.001% bromophenol blue). Prior to IEF, IPG
strips were rehydrated overnight using active
or passive rehydration. Proteins were sepa-
rated using a programmed voltage gradient in
steps; S1, 200 V, 100 Vh; S2, 500 V, 250 Vh; 
S3, 1000 V, 500 Vh; S4, 8000 V, 8000 Vh; S5
500 V (holding step), with rapid ramping and
a maximum current of 50 µA/strip through-
out. Electrofocused strips were stored at –80°C
until used.

Second Dimension Separation for 2D-GE

Focused strips were incubated for 20 min in
2.5 mL equilibration buffer (Tris, pH 8.8 
[50 mM], urea [6 M], SDS [2% w/v], and glyc-
erol [30% v/v] containing DTT [1% w/v]), fol-
lowed by another 20 min incubation with 2.5 mL
equilibration buffer containing iodoacetamide 
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(2.5% w/v). The IPG strips were placed on the
second dimensional gel using 0.5% low melt-
ing gel agarose in 1X Tris glycine SDS buffer
with 0.003% bromophenol blue. Electrophore-
sis was performed on SDS gels with a narrow
(7%) stacking gel. Fixation was for 30 min (10%
methanol and 7% acetic acid) followed by
staining overnight with SYPRO Ruby gel stain
(Bio-Rad). Destaining was done for a mini-
mum of 1.5 h using 10% methanol and 7%
acetic acid solution.

Two D-GE Image Processing

The 2D gels were stained with SYPRO Ruby
Red and the monochromatic 16-bit digital
images were acquired using the Fluorochem

8800 imaging system (Alpha Innotech Corp.
San Leandro, CA) employing ultraviolet light
excitation with a SYPRO-500 filter integrated
with imaging software. Acquisition of all
images was performed under controlled con-
ditions with consistent exposure times.

Phoretix 2D Expression Software Analysis

Phoretix 2D Expression 2005 software
(Nonlinear Dynamics Ltd., Newcastle Upon
Tyne, UK) was used for image analysis of 2D
gels using normalization of the spots on
replicate gels. Preliminary mapping of
plasma protein spots on 2D gels was per-
formed based on the published plasma map
(SWISS 2D-GE database available at the

Table 1A
Study Group Characteristics

Subject characteristicsa FGR Normal pregnancy p-value

Total study subjects n = 28 n = 22
Abnormal Doppler n = 15
Normal Doppler n = 7
No Doppler n = 6
Mean maternal age

(range 18 to 37 yr) 25.8 yr (SD = 6.2) 25.9 yr (SD = 4.6) 0.96
GA (range 23 to 40 wk) >28 wk 25 (89.2%) 15 (68%) 0.084

≤28 wk 3 (10.7%) 7 (31.8%)
Mean placental weight (g) 28–36 wk 336.7 (SD = 40.9) 489.18 (SD = 137.1) 0.006
Mode of delivery Vaginal 14 (50%) 16 (72.7%) 0.1

Caesarian section 14 (50%) 6 (27.3%)
Gender of newborn Male 13 (46.4%) 18 (81.8%) 0.01

Female 15 (53.6%) 4 (18.2%)

Table 1B
Distribution of Percentile of the Newborn Based on Gestational Age in FGR Group

FGR Newborn percentile <28 wk GA (n) >28 wk GA (n)

<5th 1 6
5th–10th 3 18

aInclusion and exclusion criteria: Singleton pregnancies with growth restricted fetus in North American pop-
ulation were included. The subjects with twins, premature ruptured membranes, abruption placenta, fetal con-
genital or genetic abnormalities, diabetes, thyroid disorder and chronic hypertensive disorders, chorioamnionitis,
preeclampsia smokers, drug users, and subjects with malnutrition were excluded.
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ExPASy (Expert Protein Analysis System)
website (http://ca.expasy.org/ch2d).

Protein Identification Using LC-MS/MS

Peptide Sample Preparation

Specific spots containing proteins of inter-
est were picked and manually excised for in-
gel digestion. In brief, excised gel spots were
transferred to siliconized tubes, destained, and
washed. Proteins were reduced, alkylated, and
then digested with sequencing grade trypsin
(Promega, Madison, WI) overnight at 37°C.
After extraction of peptides from the gel, the
samples were dried in a vacuum centrifuge
and dissolved in 0.2% formic acid ready for
LC-MS/MS analysis.

LC-MS/MS

LC-MS/MS analysis was carried out on a
Q-TOF Global Ultima mass spectrometer
(Waters Micromass® MS; Waters Corp., Mil-
ford, MA) coupled with a Waters CapLC. The
LC system consisted of a C18 analytical
column (75 µm × 15 cm, 5 µm, LC Packings,
Amsterdam, the Netherlands) and nano-ESI
source. For the standard LC-MS/MS proce-
dure, a gradient (solvent A, 0.2% formic acid
in water, B, 0.2% formic acid in acetonotrile,
5% B to 90% B in 60 min) was used to elute
the peptides. The data-dependent acquisition
function was used to both detect and sequen-
tially perform collision-induced dissociation
(CID) on the multiply charged ions that satis-
fied the selection criteria. The mass spectrom-
eter was operated in positive-ion mode with
MS data acquisition range, 300 to 1900 and
MS/MS data acquisition range, 50 to 1900. The
collision energy (CE) for MS/MS experiments
was determined by the charge state and/or by
the m/z range of the precursor ion. The CE
values were according to standard charge-
state recognition and CE files recommended
by Micromass (Waters Corp.). The MS to
MS/MS switching was allowed for the four

most abundant precursors in the survey
experiment with a 30-s time period set for
MS/MS data acquisition for each peptide. In
some cases, a precise list of peptides was set
so that specific precursor ions were targeted to
undergo tandem MS preferentially. For the MS
and MS/MS experiments, the time-of-flight
(TOF) instrument was calibrated with an
MS/MS spectrum of Glu-fibrinopeptide-b.
Data were acquired using MassLynx 4.0 soft-
ware (Waters Corp.).

Analysis of MS/MS Data

Data was further analyzed using MassLynx
4.0 software (Waters Corp.) and Mascot (19) for
database search on Swiss-Prot. The mass toler-
ance for precursor and fragment ions was set to
1.2 and 0.1 Da, respectively. Carbamidomethy-
lated cysteine residue was set as a variable
modification. All identified peptides during
Mascot or Peaks (Bioinformatics Solutions Inc.
Waterloo, Canada) searching were verified by
manual interpretation of the spectra.

Identification and Qualitative Evaluation
of hp Variants by 2D Western
Immunoblot Analysis

The identity of hp subtypes/subunits (α1,
α2, and β) and qualitative assessment of their
expression in select plasma samples was per-
formed by 2D Western immunoblot analysis.
An equal volume of maternal plasma (~45 µg
protein) from a severe case of FGR and a GA
matched control subject were compared using
7-cm IPG strips, pH 4.0–7.0 for 2D-GE. Pro-
teins separated on the gels were transferred
onto a PVDF membrane (0.45 µm) (Hoffmann-
La Roche Ltd., Basel, Switzerland) using a
semi-dry Transblot apparatus (Bio-Rad). The
membrane was blocked with 5% non-fat dry
milk in TBS (50 mM Tris, pH 7.5, 150 mM
NaCl) for 2 h at room temperature, followed
by incubation with the primary polyclonal
rabbit anti-human hp antibody that recognizes
all hp subtypes (Dako, Glostrup, Denmark)
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(1:5000 in TBS containing 1% non-fat dry milk
and 0.1% Tween-20) at 4°C for 3 h. Anti-rabbit
IgG was used as a secondary antibody in 1:8000
dilution (TBS containing 5% non-fat dry milk)
at room temperature for 1 h. The blot was rinsed
in TBS containing 0.5% Tween-20, and proteins
were visualized using ECL Western Blotting
Detection System (GE Healthcare, Piscataway,
NJ) according to manufacturer’s instructions.

Identification and Semiquantitative 
Evaluation of hp Subtypes Using 1D
Western Immunoblot Analysis

One-dimensional Western immunoblot anal-
ysis of maternal plasma was performed on five
representative samples from FGR and three
from the control group. The FGR subjects were
the most severe cases with <3rd percentile
newborn birth weight for GA, whereas con-
trols were of appropriate for gestational age.
The dilutions of the polyclonal rabbit, anti-
human hp antibody (Dako) and the conditions
for immunoblotting were the same as described
earlier for 2D immunoblots. The plasma samples
in equal volumes (~5 µg protein) were pre-
treated with 2-mercaptoethanol (final concen-
tration 1%) and subjected to 1D-GE. The
immunoblot consisted of 0.1 µg standard
purified hp (GE Healthcare) as a reference/
positive control. Optical densitometric analysis
of bands corresponding to the three hp subtypes
(α1, α2, and β) in respective bands on the 1D
immunoblot was performed using Phoretix 1D
software. The background subtraction, selection
of lanes analyzed and the detection of specific
bands for software quantification were all done
manually. The quantification of 1D immunoblots
was performed by densitometry using Phoretix
1D advanced v5.10 software (Nonlinear
Dynamics Ltd.).

Two D-GE Image Pocessing and Phoretix
2D Expression Software Analysis

For quantification of intensities of the spots
on 2D gels for the specified proteins, Phoretix

2D expression software was used to analyze
replicate gels under identical conditions. The
software includes automated spot detection,
gel matching, background correction, and data
normalization. For analysis in this study how-
ever, spots of interest were manually matched
because of the complexity of the gel images.
The background intensity for individual spots
was based on the intensity in a radius that
extended 45 pixels in all directions (mode of
non-spot). The spot volume was denoted by
the sum pixel intensity within a spot minus
the background. Individual spot volumes
were divided by the sum total of all spot vol-
umes on a particular gel and multiplied by a
constant (100). “Normalization of spot vol-
umes” was carried out to correct for random
error as well as inherent total protein varia-
tion, and was used for statistical comparison.

Statistical Analysis

Chi-square test was used to compare cate-
gorical variables between the FGR and control
groups, or the Fisher’s exact test where appro-
priate. The independent samples t-test was
used to compare mean differences in continu-
ous variables between the two groups. The
Pearson correlation coefficient assessed the
relationship between two continuous variables
and scatter plots were produced to test for lin-
earity. Statistical significance was determined
at p ≤ 0.05. Because the sample sizes based on
GA grouping described in Table 1A were low
in the respective groups, and the observations
in each group did not follow a normal distri-
bution, we employed a nonparametric proce-
dure using the Mann-Whitney test.

Results

Clinical Data

The clinical characteristics of the subjects 
in this study are described in Table 1A,B.
Pregnancies were categorized into two groups
namely <28 wk or ≥28 wk gestation. The
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controls were of appropriate for GA. Based on
the uterine artery Doppler velocimetry >50%
of subjects were diagnosed with placental
insufficiency, and the majority were in the ≥28
wk GA group. The placental weights of FGR
pregnancies (336.7 ± 40.9 g) were significantly
lower than those of controls (489.2 ± 137.1 g)
(p = 0.006).

Proteomic Analysis of Maternal Plasma
From FGR and Normal Pregnancies
Using 2D-GE

Initial evaluative studies showed that IEF
with active rehydration provided a better res-
olution of proteins as compared to passive
rehydration (data not shown). In addition, an
improved resolution of proteins was attained
on the 2D gels using IPG strips, pH 3.0–10.0
NL compared to linear that is currently not
depicted. All subsequent 2D-GE analyses were
thus performed using IPG strips pH 3.0–10.0
NL. A representative comparison of protein
spots on 2D-GE maps of maternal plasma
from GA matched FGR and control subjects is
shown in Fig. 1A (i) and (ii), respectively.
Although IPG strips, pH 3.0–10.0 NL provided
better resolution of plasma proteins, the 7-cm
strips did not optimally separate all abundant
plasma proteins, specifically, in the higher Mr

range. High abundant proteins, such as albu-
min and IgG, obscured the identification and
quantification of minor proteins in and around
this zone. The current protocol however,
allowed successful discrimination of protein
quantities between control and FGR samples,
specifically in the lower Mr region. Only well-
separated and defined spots on the 2D gel
images, quantifiable by software analysis,
were further characterized. From the gel
images, a set of five major visible spots in the
lower Mr range, were prominent, labeled as
1–5 (Fig. 1 [ii]). Comparison with the plasma
map (EXPASY) indicated spots 1–3 as hp α2
chain variants, spot 4 as transthyretin (TTR),
and spot 5 as retinol binding protein (RBP).

The hp α2 in plasma from FGR pregnancies
showed three different patterns of expression.
In the first pattern, hp spots 1, 2, and 3 were
near to, or below, the threshold of detection,
as shown in Fig. 1B (i), that was seen in 29%
of FGR pregnancies. This pattern in controls
was detected in 33% of pregnancies. In the
second pattern, all three hp spots (1, 2, and 3)
were of relatively high intensity, as shown in
Fig. 1B (ii), was most commonly observed in
controls (52% of pregnancies) and present in
only in a small number (13%) of FGR preg-
nancies. In the third pattern, only spot 1 was
reduced in intensity, as shown in Fig. 1B (iii),
was most prevalent (67%) in the FGR preg-
nancies, and was not commonly seen in the
controls (14% of pregnancies).

Shown in Fig. 1C is the correlation of the
same protein between two gels run under
identical conditions. The R-squared for the
linear plot was 0.86 suggesting relatively low
intergel variability.

Identification of Proteins

The identities of spots 1, 2, and 3 as variants
of hp α2 chain, and spot 4 as TTR were made
by LC MS/MS followed by Mascot searches
(Table 2). Although a low coverage (3–11%) for
hp α2 variants and (28%) for TTR were
obtained, the high quality of MS/MS spectra
(Fig. 2) established the identity of these proteins
in the select spots. No significant hits for other
proteins were found in the region of these spots.

Hp α2 variant proteins identified by MS
were confirmed by 2D immunoblot analysis
(Fig. 3A [i]). Plasma from FGR and control sub-
ject showed variable intensities of protein
species with Mr 16, 18, and 42 kDa, correspond-
ing to α chains (α1 and α2) and a β chain of hp,
respectively (Fig. 3A [i, ii]). Both hp α1 and α2
variants were reduced significantly in FGR
(Fig. 3A [i]) compared to controls (Fig. 3A [ii]).
Immunoblotting corroborated the 2D-GE data
with SYPRO Ruby stained gels (Fig. 1A [i, ii]).
Additional spots (a, b, and c) were detected
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Fig. 1. (A) Representation of comparison of 2D-GE maps using maternal plasma from FGR (i) and control (ii)
subjects with matched GA. For FGR gels (i) spots 1, 2, and 3 (hp α2 variants) were absent as compared with
the control (ii). Spot 4 (TTR) was moderately increased in FGR subjects while spot 5 (RBP) showed no
detectable change in its expression. (B) A magnified, maximally contrasted three-dimensional rendering of 2D
images for spots 1–5.The three different patterns primarily observed are represented (B [i, ii, and iii]). (C)
Comparison of matched spots with normalized volumes detected on two 2D-GE maps of an identical maternal
plasma sample prepared on separate occasions.The R squared for the trend-line was 0.86.

compared to 2D-GE. As shown in Fig, 3A (ii),
spot (a) corresponded to the fourth variant of
hp α2, whereas spots (b) and (c) corresponded

to two extra variants of hp α1 in the control
plasma. The additional spots (a), (b), and (c)
seen in the controls were absent in the FGR.
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Semiquantitative Evaluation of hp 
Variants Using 1D Immunoblotting

The specificity of the polyclonal antibody
provided additional information on all hp
subtypes. The analysis of plasma samples
from FGR and control subjects (Fig. 3B) using
anti-human hp antibody showed variable
intensities of three bands with Mr 16, 18, and
42, corresponding to hp α1, α2, and β sub-
types, respectively (Fig. 3B, lanes 1–8). The hp
standard purified from pooled human plasma
shown in lane 9 (Fig. 3B) as a positive control,
exhibited high intensity of 18 and 42 kDa
bands but a fainter band at 16 kDa.

Of the five samples representing the mater-
nal plasma from FGR subjects in this study,

three revealed hp α2 to be absent in FGR (Fig.
3B; lanes 2, 3, and 5). The band corresponding
to hp α1 however, was absent in two out of
five FGR samples (Fig. 3B; lane 1 and 4),
whereas the intensity of this variant was rela-
tively reduced in the remaining three samples
(Fig. 3B; lanes 2, 3, and 5). Although the rep-
resentative samples from controls (lanes 6–8)
showed varied signals, the intensities for both
hp α2 and hp α1 bands were relatively higher
than the FGR group. Quantitation of mean hp
band intensity using optical densitometry led
to determine the reduction in hp. A 25.6%
reduction was observed for hp β, 31.3% for hp
α1 and 93.0% for hp α2 subtypes in FGR com-
pared to the control. The data demonstrated a

Table 2
Summary of Software Spot Quantation of 2-D Gels and MS/MS Identification on Specific Protein Spots

From Maternal Plasma From FGR and Control Pregnancies.

*not identified.
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moderate or inconclusive reduction of hp β
and hp α1 expression, nonetheless, a distinct
reduction in hp α2 in FGR.

Image Analysis Quantification 
of hp α2 Variants

Statistical evaluation of normalized spot
volumes for spots 1–3, (hp α2 variants 1 to 3),
spot 4 (TTR), and spot 5 (RBP) on 2D gels as
represented in Fig. 1A (i, ii) in FGR and
control subjects is shown in Table 2. We used
RBP as a quantitative control for a better indi-
cation of validity of evaluation of spots on the
gels. The mean spot intensity for hp variant 1
was significantly reduced in FGR compared 

to controls (p = 0.006), whereas TTR was
higher in FGR compared to controls (p = 0.001).
To further analyze the distribution of hp vari-
ant 1 between control and FGR, the distribu-
tion of normalized volumes was plotted based
on their z score, low (<0), medium (0–1 to 1)
and high (normal) (>1). Figure 4 illustrates the
intensity of hp α2 variant 1 to be high or
medium in the majority (59%) of controls, in
comparison to only 28% of FGR subjects. As
shown in Fig. 4, the distribution of hp α2 vari-
ant 1 volumes for FGR were negatively skewed,
with 72% of hp α2 variant 1 volumes being >1
SD below the overall mean compared to 40%
in control.

Furthermore, we investigated the relationship
between uterine artery Doppler flow velocime-
try and the frequency of reduced hp α2 variant
1 in FGR accompanied by abnormal Doppler.
Hp spot 1 expressed as normalized volumes
were low to medium (53.3% with low and 27%
with medium) in 80% of FGR accompanied by
abnormal Doppler, as compared to only 20% of
FGR with normal Doppler.

Discussion

Our results suggest that 2D-GE combined
with LC-MS/MS is a feasible approach to
identify changes in relatively abundant low
molecular weight proteins in unfractionated
plasma. Although 2D-GE analysis of whole
plasma is a challenging and time consuming
approach for comprehensive protein analysis, it
allowed us to discover semiquantitative changes
in the proteome of FGR pregnancies. New pow-
erful image analysis software was crucial in the
initial identification of changes in the plasma
proteome and led us to determine that a specific
variant of hp α2 chain was reduced in the
maternal plasma of FGR, but not of controls.

FGR is associated with increased mortality
of the fetus and increased morbidity in the
neonatal period and childhood, as well as in
adulthood (4). Ultrasound fetal biometry is
used for the estimation of fetal weight in FGR

Fig. 2. LC-MS/MS spectra for the identification of the
tryptic peptides sequences of hp α2 variants and
TTR. MS/MS spectra of ion at m/z 656.31 (+2) (A)
and 720.33 (2+) (B) from spot 1, 2, and 3 corre-
sponding to hp α2; and ion at m/z 683.88 (+2) (C)
from spot 5 corresponding to TTR.
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fetuses (15–18,20), and umbilical artery Doppler
(18) is used to distinguish FGR fetuses owing
to uteroplacental insufficiency. Biophysical pro-
file assessment is also used to determine fetal
health and to provide indications for delivery.
However, these tests reflect the condition 
of the fetus at the time of assessment and do
not indicate the pathology or progression 
of the disease process that underlay FGR.
Additional tests are, therefore, necessary to

determine pathological FGR and its potential
pathophysiology.

FGR is a multifactorial disease with diverse
etiology and pathophysiology (2), thus changes
in the proteome may not be universal.
Correspondingly, to minimize heterogeneity
and the effects of confounding factors in this
study, the exclusion criteria used in the cur-
rent selection of subjects ensured requisite
health and lifestyle factors that also include

Fig. 3. (A) A comparative 2D Western immunoblot analysis using equal amount of maternal plasma protein
from a FGR (i) and a GA matched control (ii). Differentially expressed spots were detected and are identi-
fied numerically. Figure 3A (i) shows significantly reduced spots 1, 2, and 3 corresponding to hp α2 variants
as compared to the control (ii).An additional spot, denoted as (a) was detected in the control (ii) that rep-
resents the fourth variant of hp α2 (plasma map, EXPASY). Spots (b) and (c), corresponding to hp α1 vari-
ants, were only detected in the control (ii) sample. (B) Semiquantitative evaluation of hp variants in maternal
plasma using 1D immunoblot analysis. Representative maternal plasma samples from FGR (n = 5) and control
(n = 3) subjects were selected. Lane “M” consists of Mr marker. Lanes 1–5 are maternal plasma from FGR sub-
jects with low birth weight newborns (<5th percentile for GA); lanes 6–8 from the control subjects with
normal birth weight infants. Equal amount of total protein was loaded in lanes 1–8. Lane 9 consists of 0.1 µg
pure hp (Sigma) used as a positive control. Sample in lanes 4 and in 8 were common between 1D and 2D (A)
immunoblot analysis.
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malnutrition. All subjects in this study were
confirmed cases of FGR and the majority of
them were a result of uteroplacental insuffi-
ciency (21). Because delivery was delayed if
intervention was not necessary (2), most of
the FGR pregnancies were ≥28 wk gestation.
Poor placental growth has been shown to limit
concurrent development of the fetus (21) and as
expected, our data shows the placental weight
of FGR pregnancies to be significantly smaller
than the matching controls. These results concur
with the significance of abnormal placental
development in FGR pregnancies (22).

Based on their relationship to growth and
development of the fetus, several peptides
have been proposed as potential biomarkers
(23). Prealbumin has been suggested to be
associated with fetal defects and pregnancy
complications (24). Leptin may reflect a
generalized response to hypoxic stimuli (25),
and free β-hCG and PAPP-A levels have been
associated with general fetal abnormality (26).
Elevated α-fetoprotein levels in the amniotic
fluid through amniocentesis have been
suggested to be of potential use in the detection
of FGR (27), however, its association with
adverse pregnancy outcome has not been con-
firmed (28). Novel biomarkers that may be more
reliable and specific in their diagnostic and prog-
nostic value in FGR remain to be identified.

Proteomic approaches offer new opportuni-
ties for potential biomarker discovery in
pregnancy disorders (14). When searching for
diagnostic markers in plasma, depleting most
abundant protein(s) may be valuable, however,
it could also lead to variability and nonspecific
protein loss (29). Although whole plasma anal-
ysis renders the possibility of detecting the
desired biomarkers challenging (30,31), it
nonetheless mitigates the complications asso-
ciated with plasma prefractionation (32). Pro-
tein expression profiling using direct MS may
be superior for identifying a larger number of
total proteins (33), however, because of the lack
of complete amino acid sequence coverage for
a protein using either MALDI-MS or LC-
MS/MS, there has been limited success in
using MS based approach to identify the iso-
form and posttranslational modification in
plasma (34). 2D gels on the other hand, gener-
ate different spots that correspond to a change
in overall protein charge and/or molecular
weight. In the current study, this technique has
allowed the identification of hp α2 as a differ-
entially expressed protein in the plasma pro-
teome, which was then confirmed by
immunoblotting. This study was feasible
because of the high abundance and adequately
separate detectable spots for hp which were
discriminated by software analysis. These
spots have previously been recognized as
structurally different species of hp α2 chain
(11,35,36). Immunoblotting revealed additional
hp α2 and hp α1 variants in the control
plasma, which has been reported previously
(35). Subsequent studies in a larger FGR popu-
lation using an immunological assay with
higher sensitivity and specificity will be crucial
in determining the clinical utility of hp α2. Hp
is a positive acute phase protein (37) that is
variably expressed in maternal plasma during
the course of pregnancy (38). Increased expres-
sion of serum hp α2 has been detected in ovar-
ian cancer and is used as a biomarker for
screening this disease (39,40). The specific

Fig. 4. Quantitative distribution of significantly differ-
ent hp α2 variant 1 expression in maternal plasma
from FGR and control subjects.
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reduction in hp α2 variant, and possibly of hp
α1 protein chain, may not reflect a generalized
positive acute phase response in the FGR.

Our data is the first to demonstrate consis-
tently, the absence and/or suppression of only
a specific variant of hp α2 that migrates in the
most acidic location of the three variants as
identified on 2D gels. The differences in
isoelectric points (pI) of hp α2 variants may be
because of its posttranslational modification,
such as deamidation of asparagines (41,42).
Although the variability in intensity of hp α2
variant 1 has been linked with a carboxypep-
tidase that leads to different turnover rates of
this variant in blood (35), the pathophysiologic
basis for the suppression of specific hp vari-
ants in FGR is still unknown. The rates of
deamidation of human proteins have been
suggestive of a biologically relevant phe-
nomenon that serves as molecular timer of
biological events (43). It is possible that differ-
ences that lead to the separation or comigra-
tion of hp α2 variants in FGR may be
attributed to subtle structural modifications of
the protein that occurs during the disease 
process. The site and the cause/effect pheno-
menon for this modification in FGR is not
known, however, it is likely that the placenta
plays an important role in this process.
Changes in posttranslational processing and
not in the synthesis or secretion of hp have
been shown in colon cancer (44).

Hp is an important protein in reproduction
(45) and has been shown to be involved in the
early signaling process during preimplanta-
tion (46). Hp is present in uterus and its role in
endometrium has been suggested to be in 
protecting the fetus from a maternal allograft-
like immune response (47). Hp is involved 
in HELLP syndrome, which is linked with
hemolysis (48–50). It also suggested to be
involved in placental angiogenesis (51–53).
Because placental insufficiency is the major
common factor in FGR, it is logical to suggest
the role of hp in placental vessel remodeling.

Given the contribution of hp to placental devel-
opment (47), it will be important to determine
if hp is a marker of placental insufficiency.

Clinically relevant biomarkers may however
be of either causal or associative in nature (54).
Based on our current findings, we have initiated
a study to elucidate the mechanistic basis for hp
suppression in the pathophysiology of FGR
using human hepatoma cells as hepatic syn-
thetic machinery in vitro (55,56). Our on-going
study shows that hp biosynthesis in hepatoma
cells is altered in a similar manner by hypoxia
(unpublished data), a condition that is com-
monly associated with FGR.

In this study, we present evidence that
expression of a specific variant of hp α2, that is
a high abundance protein, is unique in FGR
patients. This is the first report in our search
toward discovery of biomarker(s) in FGR. How-
ever, for detection of larger number of plasma
proteins, specifically of low molecular weight
and low abundance, we propose to employ
our recently established prefractionation strat-
egy in a follow up study to further elucidate
the FGR proteome. Furthermore, identification
of proteins in the plasma by 2D-GE followed by
MS and the high throughput 2D LC-MS has
demonstrated that the majority of the identified
protein set was unique to each method (57)
therefore, for a comprehensive coverage, as 
suggested by Choi et al. it will be ideal to apply
the two methods to achieve optimal results for
the analysis of the plasma proteome.

The maternal blood samples in this study
were collected from pregnant women just
before delivery. The results from this study are
consistent among the subjects, who in our
assessment represent the clinical population
with the problem, and, therefore, strongly show
that we have been successful in identifying a
potential biomarker in maternal plasma indica-
tive of a late manifestation of FGR. It is recog-
nized that a differential expression does not
positively identify any protein as a biomarker
of FGR, fulfillment of other criteria such as a
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larger sample size, collection of maternal
plasma prior to birth at different gestational
ages and multifactorial analyses, will be essen-
tial before hp α2 could be used in a clinical set-
ting. The fact that the change in hp α2 correlates
with the Doppler outcomes suggests it can be a
potential diagnostic and/or prognostic marker.
If changes of hp precede the clinical diagnosis
of FGR and placental insufficiency, inclusion of
this protein in routine antenatal estimation of
fetal weight and/or umbilical artery Doppler
examination could be useful clinically.

Acknowledgments

The authors are grateful to Mr. Jamie
Seabrook, Department of Pediatrics, University
of Western Ontario, London, ON, Canada, for
his valuable statistical expertise and for criti-
cally reading this manuscript. We thank Ms.
Phyo Aye for recruiting the subjects for this
study, collection of high quality samples as
well for compiling clinical data. This research
was generously supported by Children’s Health
Research Institute, London ON Canada and
Human Growth Foundation, USA.

References
1. Cetin, I., Foidart, J. M., and Miozzo, M., et al.

(2004) Fetal growth restriction: a workshop
report. Placenta 25, 753–757.

2. Resnik, R. (2002) Intrauterine growth restric-
tion. Obstet. Gynecol. 99, 490–496.

3. Jarvis, S., Glinianaia, S. V., Torrioli, M. G., 
et al. (2003) Cerebral palsy and intrauterine
growth in single births: European collaborative
study. Lancet 362, 1106–1111.

4. Barker, D. J. (2004) The developmental origins
of well-being. Philos. Trans. R. Soc. Lond. B.
Biol. Sci. 359, 1359–1366.

5. Jornayvaz, F. R., Selz, R., Tappy, L., and
Theintz, G. E. (2004) Metabolism of oral glu-
cose in children born small for gestational age:
evidence for an impaired whole body glucose
oxidation. Metabolism 53, 847–851.

6. Abdo, M., Irving, B., Hudson, P., and Zola, H.
(2005) Development of a cluster of differentia-
tion antibody-based protein microarray. 
J. Immunol. Methods 305, 3–9.

7. Abdolkhaleg D, Behrooz S. (2005) A sensitive
immunoblotting method for screening of
microalbuminuria in diabetic patients’ urine.
Saudi Med J 26(7), 1075–1079.

8. Ergaz, Z., Avgil, M., and Ornoy, A. (2005)
Intrauterine growth restriction-etiology and
consequences: what do we know about the
human situation and experimental animal
models? Reprod. Toxicol. 20, 301–322.

9. Wilhelm, D., Mansmann, U., Neudeck, H.,
Matejevic, D., Vetter, K., and Graf, R. (2002)
Decrease of elastic tissue fibres in stem villus
blood vessels of the human placenta during
IUGR and IUGR with concomitant pre-
eclampsia. Anat. Embryol. (Berl) 205, 393–400.

10. Sibley, C. P., Turner, M. A., Cetin, I., et al.
(2005) Placental phenotypes of intrauterine
growth. Pediatr. Res. 58, 827–832.

11. Quero, C., Colome, N., Prieto, M. R., et al.
(2004) Determination of protein markers in
human serum: Analysis of protein expression
in toxic oil syndrome studies. Proteomics 4,
303–315.

12. Crameri, R. (2005) The potential of proteomics
and peptidomics for allergy and asthma
research. Allergy 60, 1227–1237.

13. Davidsson, P. and Sjogren, M. (2005) The use
of proteomics in biomarker discovery in neu-
rodegenerative diseases. Dis. Markers 21, 81–92.

14. Shankar, R., Gude, N., Cullinane, F., Brennecke,
S., Purcell, A. W., and Moses, E. K. (2005) An
emerging role for comprehensive proteome
analysis in human pregnancy research. Repro-
duction 129, 685–696.

15. Gaziano, E. P. (1995) Antenatal ultrasound and
fetal Doppler. Diagnosis and outcome in
intrauterine growth retardation. Clin. Perina-
tol. 22, 111–140.

16. Arbuckle, T. E., Wilkins, R., and Sherman, G. J.
(1993) Birth weight percentiles by gestational
age in Canada. Obstet. Gynecol. 81, 39–48.

17. Gelbaya, T. A. and Nardo, L. G. (2005) Cus-
tomised fetal growth chart: a systematic review.
J. Obstet. Gynaecol. 25, 445–450.

18. Barkehall-Thomas, A., Wilson, C., Baker, L., ni
Bhuinneain, M., and Wallace, E. M. (2005)
Uterine artery Doppler velocimetry for the
detection of adverse obstetric outcomes in
patients with elevated mid-trimester beta-
human chorionic gonadotrophin. Acta. Obstet.
Gynecol. Scand. 84, 743–747.

19. Perkins, D. N., Pappin, D. J., Creasy, D. M.,
and Cottrell, J. S. (1999) Probability-based 

08_Gupta  10/19/07  7:53 AM  Page 182



Volume 2, 2006 ________________________________________________________________ Clinical Proteomics

Maternal Haptoglobin α2 in Fetal Growth Restriction ____________________________________________ 183

protein identification by searching sequence
databases using mass spectrometry data. Elec-
trophoresis 20, 3551–3567.

20. Hobbins, J. (1997) Morphometry of fetal
growth. Acta. Paediatr. Suppl. 423, 165–169.

21. Baschat, A. A. and Hecher, K. (2004) Fetal
growth restriction due to placental disease.
Semin. Perinatol. 28, 67–80.

22. Rutland, C. S., Mukhopadhyay, M., Under-
wood, S., Clyde, N., Mayhew, T. M., and
Mitchell, C. A. (2005) Induction of intrauterine
growth restriction by reducing placental vas-
cular growth with the angioinhibin TNP-470.
Biol. Reprod. 73, 1164–1173.

23. Tjoa, M. L., Oudejans, C. B., van Vugt, J. M.,
Blankenstein, M. A., and van Wijk, I. J. (2004)
Markers for presymptomatic prediction of
preeclampsia and intrauterine growth restric-
tion. Hypertens. Pregnancy 23, 171–189.

24. Jain, S. K., Shah, M., Ransonet, L., Wise, R.,
and Bocchini, J. A., Jr. (1995) Maternal and
neonatal plasma transthyretin (prealbumin)
concentrations and birth weight of newborn
infants. Biol. Neonate 68, 10–14.

25. Tommaselli, G. A., Pighetti, M., Nasti, A., et al.
(2004) Serum leptin levels and uterine
Doppler flow velocimetry at 20 weeks’ gesta-
tion as markers for the development of pre-
eclampsia. Gynecol. Endocrinol. 19, 160–165.

26. Krantz, D., Goetzl, L., Simpson, J. L., et al.
(2004) Association of extreme first-trimester
free human chorionic gonadotropin-beta,
pregnancy-associated plasma protein A, and
nuchal translucency with intrauterine growth
restriction and other adverse pregnancy out-
comes. Am. J. Obstet. Gynecol. 191, 1452–1458.

27. Roig, M. D., Sabria, J., Valls, C., et al. (2005)
The use of biochemical markers in prenatal
diagnosis of intrauterine growth retardation:
insulin-like growth factor I, Leptin, and alpha-
fetoprotein. Eur. J. Obstet. Gynecol. Reprod. Biol.
120, 27–32.

28. Ilagan, J. G., Stamilio, D. M., Ural, S. H.,
Macones, G. A., and Odibo, A. O. (2004) Abnor-
mal multiple marker screens are associated
with adverse perinatal outcomes in cases of
intrauterine growth restriction. Am. J. Obstet.
Gynecol. 191, 1465–1469.

29. Granger, J., Siddiqui, J., Copeland, S., and
Remick, D. (2005) Albumin depletion of
human plasma also removes low abundance
proteins including the cytokines. Proteomics 5,
4713–4718.

30. Wang, H., Clouthier, S. G., Galchev, V., et al.
(2005) Intact-protein-based high-resolution
three-dimensional quantitative analysis system
for proteome profiling of biological fluids.
Mol. Cell. Proteomics 4, 618–625.

31. Pieper, R., Su, Q., Gatlin, C. L., Huang, S. T.,
Anderson, N. L., and Steiner, S. (2003) Multi-
component immunoaffinity subtraction chro-
matography: an innovative step towards a
comprehensive survey of the human plasma
proteome. Proteomics 3, 422–432.

32. Zolotarjova, N., Martosella, J., Nicol, G., Bailey,
J., Boyes, B. E., and Barrett, W. C. (2005) Dif-
ferences among techniques for high-abundant
protein depletion. Proteomics 5, 3304–3313.

33. Koller, A., Washburn, M. P., Lange, B. M., 
et al. (2002) Proteomic survey of metabolic
pathways in rice. Proc. Natl. Acad. Sci. USA 99,
11,969–11,974.

34. Person, M. D., Shen, J., Traner, A., et al. (2006)
Protein fragment domains identified using 2D
gel electrophoresis/MALDI-TOF. J. Biomol.
Tech. 17, 145–156.

35. Mikkat, S., Koy, C., Ulbrich, M., Ringel, B., and
Glocker, M. O. (2004) Mass spectrometric pro-
tein structure characterization reveals cause of
migration differences of haptoglobin alpha
chains in two-dimensional gel electrophoresis.
Proteomics 4, 3921–3932.

36. John, H. A. and Purdom, I. F. (1989) Elevated
plasma levels of haptoglobin in Duchenne
muscular dystrophy:electrophoretic variants
in patients with a severe form of the disease.
Electrophoresis 10, 489–493.

37. Haram, K., Augensen, K., and Elsayed, S.
(1983) Serum protein pattern in normal preg-
nancy with special reference to acute-phase
reactants. Br. J. Obstet. Gynaecol. 90, 139–145.

38. Gatzka, C., Bremerich, D., Kaufmann, M., and
Ahr, A. (2002) Isolated decrease of haptoglobin
during pregnancy: diagnosis by chance or
pathological? Zentralbl. Gynakol. 124, 120–122.

39. Ahmed, N., Barker, G., Oliva, K. T., et al. (2004)
Proteomic-based identification of haptoglobin-
1 precursor as a novel circulating biomarker of
ovarian cancer. Br. J. Cancer 91, 129–140.

40. Ahmed, N., Oliva, K. T., Barker, G., et al.
(2005) Proteomic tracking of serum protein
isoforms as screening biomarkers of ovarian
cancer. Proteomics 5, 4625–4636.

41. Sarioglu, H., Lottspeich, F., Walk, T., Jung, G.,
and Eckerskorn, C. (2000) Deamidation as a
widespread phenomenon in two-dimensional

08_Gupta  10/19/07  7:53 AM  Page 183



Clinical Proteomics ________________________________________________________________ Volume 2, 2006

184 _______________________________________________________________________________ Gupta et al.

polyacrylamide gel electrophoresis of human
blood plasma proteins. Electrophoresis 21,
2209–2218.

42. Robinson, N. E. and Robinson, A. B. (2001)
Deamidation of human proteins. Proc. Natl.
Acad. Sci. USA 98, 12,409–12,413.

43. Robinson, N. E. and Robinson, A. B. (2001)
Molecular clocks. Proc. Natl. Acad. Sci. USA 98,
944–949.

44. Bresalier, R. S., Byrd, J. C., Tessler, D., et al.
(2004) A circulating ligand for galectin-3 is a
haptoglobin-related glycoprotein elevated in
individuals with colon cancer. Gastroenterology
127, 741–748.

45. Ueda, K., Yamamasu, S., Nakamura, Y., et al.
(2001) Involvement of phenotypes and serum
levels of haptoglobin in the outcome of in vitro
fertilization and embryo transfer. Gynecol.
Obstet. Invest. 51, 219–222.

46. Herrler, A., von Wolff, M., and Beier, H. M.
(2002) Proteins in the extraembryonic matrix
of preimplantation rabbit embryos. Anat.
Embryol. (Berl) 206, 49–55.

47. Berkova, N., Lemay, A., Dresser, D. W.,
Fontaine, J. Y., Kerizit, J., and Goupil, S. (2001)
Haptoglobin is present in human endometrium
and shows elevated levels in the decidua
during pregnancy. Mol. Hum. Reprod. 7,
747–754.

48. Wilke, G., Rath, W., Schutz, E., Armstrong, V.
W., and Kuhn, W. (1992) Haptoglobin as a 
sensitive marker of hemolysis in HELLP-syn-
drome. Int. J. Gynaecol. Obstet. 39, 29–34.

49. Raijmakers, M. T., Roes, E. M., te Morsche,
R. H., Steegers, E. A., and Peters, W. H.
(2003) Haptoglobin and its association with
the HELLP syndrome. J. Med. Genet. 40,
214–216.

50. Yamamoto, H., Nishikawa, S., Yamazaki, K.,
and Kudo, R. (2000) Efficacy of haptoglobin
administration in the early postoperative
course of patients with a diagnosis of HELLP
syndrome. J. Obstet. Gynaecol. 20, 610–611.

51. Cid, M. C., Grant, D. S., Hoffman, G. S., Auer-
bach, R., Fauci, A. S., and Kleinman, H. K.
(1993) Identification of haptoglobin as an
angiogenic factor in sera from patients with
systemic vasculitis. J. Clin. Invest. 91, 977–985.

52. Dobryszycka, W. (1997) Biological functions of
haptoglobin: new pieces to an old puzzle. Eur.
J. Clin. Chem. Clin. Biochem. 35, 647–654.

53. de Kleijn, D. P., Smeets, M. B., Kemmeren, P. P.,
et al. (2002) Acute-phase protein haptoglobin
is a cell migration factor involved in arterial
restructuring. FASEB J 16, 1123–1125.

54. Rapkiewicz, A. V., Espina, V., Petricoin, E. F.,
3rd, and Liotta, L. A. (2004) Biomarkers of
ovarian tumours. Eur. J. Cancer 40, 2604–2612.

55. Elliott, H. G., Elliott, M. A., Watson, J., Steele,
L., and Smith, K. D. (1995) Chromatographic
investigation of the glycosylation pattern of
alpha-1-acid glycoprotein secreted by the
HepG2 cell line; a putative model for inflam-
mation? Biomed. Chromatogr. 9, 199–204.

56. Popovici, R. M., Lu, M., Bhatia, S., Faessen,
G. H., Giaccia, A. J., and Giudice, L. C. (2001)
Hypoxia regulates insulin-like growth factor-
binding protein 1 in human fetal hepatocytes
in primary culture: suggestive molecular
mechanisms for in utero fetal growth restric-
tion caused by uteroplacental insufficiency.
J. Clin. Endocrinol. Metab. 86, 2653–2659.

57. Choi, K. S., Song, L., Park, Y. M., et al. (2006)
Analysis of human plasma proteome by 2DE-
and 2D nanoLC-based mass spectrometry.
Prep. Biochem. Biotechnol. 36, 3–17.

08_Gupta  10/19/07  7:53 AM  Page 184


