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MALDI-TOF MS

Omar S. Barnaby?, Ronald L. Cerny?, William ClarkeP, and David S. Hage™2
aDepartment of Chemistry, University of Nebraska, Lincoln, NE

bDepartment of Pathology, Johns Hopkins School of Medicine, Baltimore, MD

Abstract

Background—The glycation of human serum albumin (HSA) during diabetes can affect the
ability of this protein to bind drugs and small solutes in blood. This study describes the use

of 160/180-labeling and matrix-assisted laser desorption/ionization time-of-flight mass
spectrometry to compare the levels of modification that occur throughout HSA under various
glycation conditions in vitro. These quantitative studies build on a recent report that has identified
the early and advanced glycation products that are formed on such samples of HSA.

Methods—Glycated HSA samples were prepared by incubating 42 g/l HSA with 0 to 15 mmol/Il
glucose at pH 7.4 and 37°C for up to 5 weeks. A control HSA sample was digested in 160-
enriched water and glycated HSA samples were digested in the presence of 180-enriched water.
These 2 types of samples were then mixed and the amounts of 160- vs. 180-labeled peptides were
measured to determine the levels of modification that were occurring throughout HSA.

Results—The largest levels of modification occurred in residues 101-119, 1-10 or 42-51, 87-100,
360-372, 521-531, and 275-286 of HSA after 2 weeks of glycation, and in residues 21-41, 1-10 or
42-51, 521-531, 82-93, and 146-160 after 5 weeks of glycation. Some of these regions contained
the N-terminus, K199, K439, and K525, which have been previously identified as major glycation
sites on HSA. The glycation pattern of HSA was dominated by early glycation products (e.g.,
fructosyl-lysine) after a reaction period of 2 weeks for mildly glycated HSA, while advanced
glycation end products became more prominent at longer reaction times.

Conclusions—The time course of the observed modifications indicated that the pattern of
glycation products changed as HSA was incubated over longer periods of time with glucose.
Several regions found to have significant levels of modification were at or near the major drug
binding regions on HSA. These results explain why the interaction of some drugs with HSA has
been observed to vary with the level of glycation for this protein.
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1. Introduction

The non-enzymatic glycation of various proteins in the body has been linked to many of the
chronic complications of diabetes, including nephropathy, macrovascular problems, and
cataract formation [1-4]. These reactions and processes are typically accelerated during
diabetes because of the increased blood sugar concentrations found in this disease [4,5]. The
early stages of glycation involve the reaction of a reducing sugar, such as glucose, with
primary amine groups on a protein [6-8]. This reaction leads to the formation of a Schiff
base, which can later rearrange to form a more stable Amadori product (see Figure 1) [9,10].
Over time, reactive dicarbonyl compounds can form through the degradation of glucose or
other free sugars (e.g., via retroaldol condensation and auto-oxidation) [11,12] and can
combine with arginine or lysine residues on proteins to form advanced glycation end
products (AGEs). Some AGEs can also form through the oxidation and rearrangement of
Amadori products [13].

It has been proposed that glycation-related modifications of human serum albumin (HSA),
the main protein in serum, can alter the binding of this protein with drugs and small solutes
[14-18]. HSA is the major carrier protein for many drugs and hormones in the circulation
[19], which makes studies of HSA glycation of great potential interest in understanding how
the role of this protein as a binding and transporting agent may be altered during diabetes. A
few previous studies have been conducted to determine the levels of modification that occur
at various regions on glycated HSA, but most of these reports have only looked at specific
modifications such fructosyl-lysine (FL) or some types of AGEs (e.g., those formed from
methylglyoxal) [19-22]. However, it is known there are actually many glycation-related
modifications that can occur on HSA [19,20,22]. It has also been found that different levels
of glycation can alter the binding properties of this protein [14,22-24]. These results indicate
that there is a need for a better understanding of how the degree and types of glycation-
related modifications on HSA may change as the extent of glycation for this protein is varied
[1,20].

The purpose of this study is to quantitatively examine the modification patterns that occur
for in vitro glycated HSA at various overall levels of glycation. These patterns will be
examined by using 160/180-labeling and matrix-assisted laser desorption/ionization time-of-
flight mass spectrometry (MALDI-TOF MS). To analyze the glycation patterns, a control
digest of HSA will be made in the presence of an 160-enriched buffer, while similar digests
of glycated HSA samples will be prepared in an 180-enriched buffer (Fig. 2) [25-27]. These
samples will then be mixed and the 160/180 ratios for the peptides in each digest sample
versus the control will be determined by using MALDI-TOF MS. The use of 10-labeling in
mass spectrometry has been shown to be highly sensitive to changes in peptide
concentration, with detection limits in the femtomol range having been reported in Ref. [28].
MALDI-TOF and 160/180-labeling has previously been used to rank modification sites in a
single, commercial sample of mildly glycated HSA [27] but has not yet been used to
compare multiple samples of glycated HSA.

In this current study, 160/280-labeling and MALDI-TOF MS will be used to determine
which regions on HSA have undergone a change in their level of modification during
glycation and to examine these changes as a function of reaction time or glycation
conditions. A recent report has used qualitative peptide mass fingerprinting to examine the
same glycated HSA samples that will be examined in this current study [29]; this earlier
report found that several residues on glycated HSA can contain early or advanced glycation
products (e.g., lysine 93, 199, 276, 281, 286,414, 439 or 524/525, and arginine 98, 197 or
521). It has also been observed in this prior work that some of these modifications occur at
or near the major drug binding regions on HSA [29]. This current study will expand on these
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findings by providing quantitative information on the relative degree of modification that
occurs at such regions of HSA and on how the pattern of these modifications can change
over the time allowed for glycation. This work will be carried out by using in vitro samples
of glycated HSA that are prepared under conditions mimicking those found in blood during
diabetes. The information generated in these experiments should be valuable in
understanding how changes in glycation may affect the ability of HSA to bind drugs and
small solutes during diabetes. The methods described in this report should also be useful for
the quantitative analysis and comparison of other proteins or protein modifications that are
of interest to clinical and biomedical research.

2. Materials and methods

2.1. Materials

The following chemicals were purchased for Sigma-Aldrich (St. Louis, MO): des-
Argbradykinin (97% pure), glu-fibrinopeptide (97%), angiotensin | (97%, acetate salt), 2,3-
dihyroxybenzoic acid (98%), a-cyano-4-hydroxycinnamic acid (99%), HSA (99%,
essentially fatty acid and globulin free), trypsin (sequence grade), Glu-C (sequence grade),
Lys-C (sequence grade), D-glucose (99%), iodoacetamide (99%), trifluoroacetic acid (98%),
sodium azide (99%), formic acid (96%), molecular biology-grade water (DNase, RNase, and
protease free), methanol (HPLC-grade, 99.9%), 180-enriched water (97%), 160-enriched
water (99.99%), and acetonitrile (HPLC-grade, 99.9%). Unless indicated otherwise, all
water used for sample pretreatment and the preparation of solutions was obtained from a
Nanopure system (Barnstead, Dubuque, 1A).

2.2. Apparatus

The siliconized low retention microcentrifuge tubes (0.6 ml and 1.5 ml) and 0.20 um nylon
filters were obtained from Fisher Scientific (Pittsburgh, PA). Slide-A-Lyzer dialysis
cassettes (7000 Da MW cutoff, 0.1-0.5 ml and 0.5-3 ml) were from Pierce (Rockford, IL).
The p-Cqg ZipTip pipette tips (0.2 pl bed volume) were purchased from Millipore (Billerica,
MA). Mass spectra were collected on a Voyager 6148 MALDI-TOF MS system (Applied/
Perspective Biosystems, CA). The instrument settings were as follows: positive-ion delayed
extraction reflection mode; delay time, 100 ns; accelerating voltage, 25 kV; guide wire
voltage, 0.008% of accelerating voltage; grid voltage, 77% of accelerating voltage. Matlab
2009a, which included the bioinformatics toolbox, was obtained from Mathworks (Natick,
MA). Mascot Wizard was obtained from Matrix Science (London, UK) [30].

2.3. Preparation and digestion of glycated HSA

The preparation of the glycated HSA has been described in detail in a previous report [29].
The HSA was dissolved at a concentration of 42 g/l (or 0.63 mmol/l) in pH 7.4, 0.2 mol/I
potassium phosphate buffer. This buffer also contained 1 mmol/l sodium azide as a
preservative and prepared using molecular biology-grade water [31,32]. The initial
concentration of HSA was selected to mimic the level of HSA that is typically found in
serum (i.e., 35-50 g/I). Two initial solutions of HSA were prepared: the first solution
contained 15 mmol/l D-glucose (or 270 mg/dl), which represented a glucose concentration
that is typically found in blood during poorly-controlled diabetes [33]. The second HSA
solution was used as a control and did not contain glucose. The control solution was
incubated for 5 weeks at 37 °C. The HSA/glucose mixture was incubated under the same
conditions, with aliquots being removed after 2 weeks and 5 weeks. Following the
incubation step, the HSA was removed from the other solution components by using size-
exclusion chromatography and several cycles of dialysis against water. The purified HSA
was lyophilized and stored at 4 °C until later use. The glycation content of each HSA sample
was determined by using a modified fructosamine assay [29].

Clin Chim Acta. Author manuscript; available in PMC 2012 August 17.
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The pretreatment of HSA (i.e., denaturation, reduction, and alkylation) was performed
according to recent methods reported in the literature [27,29]. Following these pretreatment
steps, each HSA sample was placed into a 0.1-0.5 ml dialysis cassette. Dialysis was
performed on these samples versus three 1000 ml portions of water for 4 h each at room
temperature. The resulting control and glycated HSA solutions were adjusted to the same
volume. A 40 pl aliquot of each HSA solution was placed into several low retention
microcentrifuge tubes and these samples were dried under vacuum with no heating. The
vials, which now contained approximately 80 ug of either the control HSA or glycated HSA,
were stored at -80 °C until use. Digests of these samples were prepared using trypsin, Glu-C
and Lys-C, as described previously [27]. The digested samples were stored at -80 °C until
use.

2.4. MALDI-TOF MS

The procedures used for preparing the MALDI matrix, calibrating the mass spectrometer,
and carrying out peptide fractionation for the various digests of HSA have been described in
detail elsewhere [27,29]. The MALDI matrix consisted of a mixture of 2,3-dihyroxybenzoic
acid and a-cyano-4-hydroxycinnamic acid. Glu-fibrinopeptide (1570.68 Da), des-Arg-
bradykinin (904.47 Da), and angiotensin | (1296.68 Da) were used as external mass
calibrants. The HSA digests were fractionated using pu-C1g ZipTip pipette tips and step
gradients of 5, 10, 20, 30, or 50% acetonitrile in water [34-36]. The eluted peptides were
mixed with the MALDI matrix, spotted onto a MALDI plate, dried, and analyzed by
MALDI-TOF MS. Peptide mass mapping was performed with a maximum allowed mass
error of 50 ppm.

The 160/180 ratio for a given peptide in a mixed digest was obtained from the MALDI-TOF
MS data by using Eqgn. (1) [27,35].

Yo 1y
BO (I"o+ 1" 20+ 40) ()

The terms I” and 1” in Eqn. (1) represent the contributions from the 160- and 180-labeled
components of the mixed digest, respectively. The subscripts 0, 2, and 4 in Eqgn. (1) refer to
whether the given contribution comes from peptides that contained zero (M+0 peak), one (M
+2 peak), or 2 (M+4 peak) 180-labels. These contributions were determined algebraically by
incorporating mass/area values from both the 160- and 180-labeled spectra, as described
earlier [27,35]. Unless stated otherwise, the measurement of the 160/180 ratio for a given
peptide in a collected fraction from a digest was performed in triplicate, and the 160/180
ratios for the same peptide found in different fractions were combined and averaged. A
Student's t-test [37] was carried out at the 90% confidence level to identify peptides

with 160/180 ratios in a test sample that were significantly higher than results for the same
peptides in the reference, control sample.

3. Results and discussion

3.1. Initial analysis of glycated HSA

The control HSA sample used in this study had only a small amount of glycation-related
modifications (i.e., less than 0.1 mol hexose per mol of HSA), as determined by a
fructosamine assay [29]. The glycated HSA samples that were prepared using 2 or 5 weeks
of incubation with 15 mmol/I glucose contained 0.7 (= 0.1) or 1.2 (= 0.1) mol hexose per
mol of HSA when measured by the same approach. These levels of glycation represent the
amount that is typically found in pre-diabetes (~0.5-1 mol hexose per mol HSA) or diabetes

Clin Chim Acta. Author manuscript; available in PMC 2012 August 17.
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(1-15 mol hexose per mol HSA), respectively [38,39]. When combining the results for all
digests, these samples were found to have usable sequence coverages of 86%, 82%, and
86%, respectively, for the quantitative studies that are described in this report (see Figure 3).
The coverage obtained in this work was sufficient for the analysis of the N-terminus, all
arginines, and 84-85% of the lysine residues on HSA in all of the samples that were
examined. Analysis of the remaining 15-16% lysines in HSA was not required in this report
because these particular residues have been found in prior studies to not have any
measurable levels of glycation-related modifications [19-22].

In the analysis method that was used in this study, the glycation or modification of a given
peptide should have led to a decrease in the amount of unmodified peptide and an increase
in the corresponding 1607180 ratio for this region when comparing the control sample to a
glycated HSA sample. Figure 4 illustrates this approach by showing some typical mass
spectra that were obtained when there was an increase in the 160/180 ratio for a peptide
containing residues 521-531 of HSA. This particular region of HSA contains K525, which is
a well-characterized glycation site on this protein [20]. Based on an analysis of the mass
spectrum in Figure 4(a) and through the use of Eqgn. (1), the reference 160/180 ratio for this
peptide in the original control sample was found to be 1.15 (x 0.13). When using the data in
Figure 4(b), the 1607180 ratio increased to 1.80 (+ 0.46) in the mildly glycated HSA sample
that was obtained after 2 weeks of incubation with glucose. An even larger increase in this
ratio to 2.00 (+ 0.46) was found in the glycated HSA sample after 5 weeks of incubation
with glucose (data not shown). By using these ratios, it was possible to obtain a quantitative
measure of the relative degree to which this and other regions of HSA were affected by
glycation-related modifications at different incubation times with glucose.

To make it easier to compare changes in the 160/180 ratios for different peptides from the
glycated HSA samples versus normal HSA, a correction was also made for the small
variations that occurred in the degree of 160- or 180-labeling during the production of
peptide fragments from HSA. For instance, the 160/180 ratios for peptides in the control
sample (i.e., as found by examining the control sample versus itself when prepared in 160-
enriched or 180-enriched buffer) varied from 0.58-2.76, 0.50-3.37, and 0.17-2.12 for the
trypsin, Glu-C, and Lys-C digests, respectively. The variations seen in these values for the
control most likely reflect the differences in how the given enzymes interact with various
regions of HSA, as has been noted when using a similar approach to compare immobilized
HSA versus soluble HSA [35]. In this type of situation, a comparison of the 160/180 ratio
for a test sample versus the same ratio for an appropriate control sample was found to be a
more effective route for comparing the amount of modification that was occurring at
different regions of HSA. This approach was employed in this study by

determining 1607180 ratios for 1) each glycated HSA sample versus a control sample of
normal HSA and 2) the control HSA sample versus itself after digestion of this sample in
both 160-enriched and 180-enriched water. A value referred to here as the “glycated/control
index” was then determined for each peptide by dividing the 60/180 ratio for that peptide
in the glycated HSA/control HSA mixture by the 160/180 ratio for the same peptide in the
control HSA/control HSA mixture. The glycated/control index provided a normalized scale
in which all peptides in the original control sample had an initial reference index of one. An
index value greater than one was produced when a glycation-related modification occurred
in a given region of HSA, with the size of this index increasing as the amount of
modification increased. This feature made it possible with this index to better determine
which regions of HSA were most affected by glycation-related modifications and to
compare the time course of these processes, as will be discussed later.

Table 1 shows the 160/180 ratios that were obtained for all of the peptides that were
examined in this work and the glycated/control index values that were calculated for the
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various regions on HSA from which these peptides originated. The standard error of the
mean for each 160/180 ratio and for each calculated glycated/control index is also provided
in Table 1. Regions on HSA that had significant levels of modification were identified by
using a Student's t-test to compare the 1607180 ratios for the control sample to the 160/180
ratios for the glycated HSA samples. Peptides from the glycated HSA samples that gave an
increase in the 160/180 ratio versus the control sample at the 90% confidence level were
considered to represent significant levels of modification. The corresponding glycated/
control index values for these peptides were then used in further work to compare the levels
of modification that were measured for peptides from different regions of HSA.

3.2. Peptides with high 160/180 ratios in mildly glycated HSA

A detailed examination was first made of the results for the mildly glycated HSA that was
prepared using a 2 week incubation period with 15 mmol/l glucose. A total of 16 peptides in
this sample gave 160/180 ratios that were significantly higher (at the 90% confidence level)
versus results for the same peptides in the control HSA sample. These peptides had a
relative increase of 6% to 77% in their glycated/control indices versus the control. Based on
these ratios, the largest amount of modification in the mildly glycated HSA sample was
found to occur at residues 101-119, 1-10 or 42-51, 87-100, 360-372, 521-531, and 275-286.
The peptides from these regions gave glycated/control indices that represented a relative
increase of 47-77% in the 160/180 ratios for these residues in the mildly glycated HSA
versus the control sample. Smaller amounts of modification were found on residues
324-336, 414-428, 373-389, 241-257, 142-153, 154-167, 502-518, 426-442, 209-227, and
61-82 in the mildly glycated HSA, with glycated/control index values that represented an
increase of 16-31% in the 160/180 ratios versus the control sample.

The N-terminus, K525 and K281 are among the most common glycation sites that have been
reported for HSA [19,20,27,34,40]. In this study, these residues were found to occur in
peptides with glycated/control index values of 1.64, 1.57, and 1.47, respectively, for the
mildly glycated HSA. These residues are all located in regions that were found to have the
highest levels of modification in glycated HSA after 2 weeks of incubation with glucose. In
addition to these regions, a peptide corresponding to residues 426-442 was found to have an
elevated glycated/control index of 1.20 (£ 0.07). The increase in the glycated/control index
at this latter region was lower than that seen for the glycated/control index of the more
commonly-identified modified regions in glycated HSA. However, this site is worth
mentioning because it has been previously identified as a likely modification site for in vivo
glycated HSA [20]. Residues 189-208 may also have had an elevated glycated/control index
(e.g., due to modification at K199, a known glycation site on HSA) [20,34], with a value of
1.25 (£ 0.49) for the mildly glycated HSA sample. While the variation in this index and the
corresponding 160/180 ratios meant that this increase was not significant at the 90%
confidence level, this region did have a significant increase in its glycation/control index for
the more highly glycated HSA that was produced after 5 weeks of incubation with glucose
(see next section).

The regions in the mildly glycated HSA sample that were found to contain significant
amounts of modification were compared to observations made in prior work with glycated
HSA. For instance, all of the regions found to have moderate-to-high levels of modification
in a previous report using a commercial in vitro preparation of minimally-glycated HSA [27]
were also found to have moderate-to-high levels of modification for the mildly glycated
HSA sample that was prepared and examined in this current study. These regions contained
residues R81, K212/R218, R114, K525, and R428, which have all been noted to be
important modification sites in glycated HSA [19,20,22,24,34].

Clin Chim Acta. Author manuscript; available in PMC 2012 August 17.
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Some other regions that were found to have measurable levels of modification in the mildly
glycated HSA (e.g., residues 324-336, 241-257, 142-153, and 502-518) were unique to this
current study and have not been previously reported. The possible modification sites in these
regions include arginines 336, 257, 144 and 145. Although no modified peptides were found
previously in these regions of HSA when using peptide mass fingerprinting [29], this may
have been a result of the low levels of modifications seen in these regions in this current
report (as indicated by 180-labeling) and the variety of AGEs that could be formed as these
sites. The binding of glucose or carbonyl-containing compounds at any of these sites has the
potential to alter the structure and binding properties of HSA through allosteric effects.
Furthermore, modified residues in regions 142-153 or 241-257 on HSA could potentially
alter the binding properties of HSA because these residues are located in one of the major
drug binding sites of this protein (i.e., Sudlow site I).

3.3. Peptides with high 160/180 ratios in highly glycated HSA

A similar examination was made of the results for the more highly glycated HSA that was
prepared after 5 weeks of incubation with 15 mmol/l glucose, as used here to represent
typical levels of glycation that might be seen in diabetes. A total of 21 peptides in this
sample were found to have a significant increase (at the 90% confidence level) in their
glycated/control index values versus the control sample. These peptides gave an increase in
the glycated/control index that ranged from 7% to 105% versus the control. The largest
amounts of modification in this sample occurred within residues 21-41, 1-10 or 42-51,
521-531, 82-93, and 146-160 of HSA. These regions gave glycated/control ratios in the
highly glycated HSA sample that were increased by 67 to 105% versus the control. Several
additional residues containing lower amounts of modification were also identified, as listed
in Table 1.

For the highly glycated HSA, peptides that contained the N-terminus or K525 gave the
highest levels of modification. Other residues found to have significant levels of
modification included K199, R114, R218, R428 and K439 (e.g., regions 189-208, 101-119,
209-227, and 426-442). All of these residues have previously been identified as being the
most likely regions of modification on HSA when this protein is incubated with glucose
[20,40] or methylglyoxal (i.e., a reactive dicarbonyl compound that leads to AGE formation)
[22,24]. In addition, it was noted that the ranking of the major modification sites in the
highly glycated HSA sample was similar to the ranking of modification sites for the mildly
glycated HSA that was discussed in Section 3.2. For both of these samples, peptides
containing the N-terminus had the highest amount of modification, followed by peptides that
contained lysines 525, 199 and 439. Lysine 281, which was found to have a high glycated/
control index in the mildly glycated HSA sample, had a glycated/control index in the highly
glycated HSA sample that was also significantly elevated at the 90% confidence level.

3.4. Comparison of the glycated/control index for early and advanced glycation products

It was possible by combining the qualitative results from Ref. [29] with the quantitative data
from this current study to determine the modifications that were associated with the greatest
degrees of modification in the mildly and highly glycated HSA samples. For instance, in the
mildly glycated HSA there were 5 peptides with elevated glycated/control index values,
which corresponded to residues 1-10, 275-286, 87-100, and 414-428. The modifications that
occurred in these general regions of HSA have been described in Ref. [29]. Such
modifications included the formation of a dehydrate of fructosyl-lysine (FL-1H,0) at the N-
terminus plus 1-alkyl-2-formyl-3,4-glycosyl-pyrrole (AFGP) at K4; the formation of FL at
K276 plus FL-1H,0 at K281; the formation of FL at K281 plus N¢-carboxyethyl-lysine
(CEL) at K286 (or FL-2H,0 at K281 plus pyrraline (Pyr) at K286); the production of
FL-2H,0 at K93 (or CEL at K93 plus N¢-(5-hydro-5-methyl-4-imidazolon-2-yl)ornithine
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(MG-H1) at R98); and the creation of FL-1H,0 at K414 plus AFGP at R428 (or AFGP at
K414 plus N¢-[5-(2,3,4-trihydroxybutyl)-5-hydro-4-imidazolon-2-yl]ornithine (3-DG-H1) at
R428).

When these modified residues in the mildly glycated HSA were ranked in order of their
glycated/control index values, the N+/K4 region had the highest amount of modification,
followed by regions containing K276/K281/K286, R98/K93, and K414/R428. A peptide that
corresponded to residues 196-205, and that was found earlier to contain FL at K199 plus 3-
DGH1 at R197 [28], also had a relatively high glycated/control index, but the 160/180 ratio
for this peptide in the mildly glycated HSA sample was not significantly different from the
control result at the 90% confidence level, as stated in Section 3.2. One general observation
made from these results was that lysines (as opposed to arginines) had the highest amount of
modification in the mildly glycated sample. It was also noted that FL, or closely-related
dehydrated forms of FL, were found on these lysines. These observations are consistent with
a model in which the formation of early glycation products is favored over AGEs at the
relatively short incubation time of 2 weeks that was used to prepare the mildly glycated
sample.

In the highly glycated HSA sample, peptides that were found to have elevated glycated/
control index values included residues 521-531, 189-208, and 426-442. These regions of the
highly glycated HSA have been determined in Ref. [29] to involve the formation of Pyr at
K524 plus Ng-(5-hydro-4-imidazolon-2-yl)ornithine (G-H1) at R521; the creation of Pyr at
K199 plus imidazolone B (IB) at R197; the formation of 3-DG-H1 or AFGP at R428; and
the production of FL-1H,0 at K525. When the modified residues were ranked in order of
their glycated/control index values, the region containing K525, K524 and R521 was found
to have the highest amount of modification, followed by the regions that contained K199/
R197 and R428. A comparison of these results with those for the mildly glycated HSA
indicated that the relative importance of AGEs versus early glycation products tended to
increase with the time allowed for glycation. This finding is consistent with a model in
which there is a gradual shift from early glycation products to these products plus AGEs
over time and there is an increase in the complexity of the glycation patterns as a protein is
allowed to react with glucose over longer time intervals [1].

3.5. Changes in the glycated/control index with overall level of glycation

Most of the modified residues that were monitored in this study had a general increase in
their glycated/control indices as the total level of glycation of HSA increased (e.g., as
occurred when HSA was incubated over longer intervals of time with glucose). The majority
of this increase occurred during the first 2 weeks of incubation between HSA and glucose.
However, the rate of this increase did vary between different regions of HSA. This behavior
is illustrated in Figure 5 for residues 1-10, 189-208, 521-531, and 426-442. As indicated
earlier, these particular residues contain the N-terminus, K199, K525, and K439/R428,
which are known to have high amounts of modification within both in vivo and in vitro
glycated HSA [19,20,24]. There were also a few peptides that gave an increase in glycation-
related modifications over 2 weeks of incubation with glucose, followed by an apparent
reduction in the levels of modification at 5 weeks of incubation (i.e., see results for residues
101-119, 154-164, 275-286, 360-372, 414-428, and 502-518 in Table 1). However, the
relative change in the modification levels between 2 and 5 weeks was generally small and/or
not statistically significant in each these cases (Note: The only possible exception was the
result for residues 360-372 in the Lys C digest, but no significant difference between the 2
and 5 week samples of glycated HSA was seen for the same peptide in the tryptic digest).

Figure 5 shows that different regions of HSA did vary in their rates of modification due to
glycation, which included related processes such as AGE formation. It was possible from
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this information to estimate the rate constants for these processes by preparing plots of the
natural logarithm of the glycated/control index versus incubation time. This type of plot
would be predicted to give a linear response if the glycation process followed a pseudo-first
order model, with the slope being related to the rate constant for the modification process. A
pseudo-first order model was sufficient in this case for use in the relative comparison of
reaction rates and was reasonable because glucose was initially present in a 24-fold mole
excess versus HSA (Note: additional time points would be needed to better determine the
order and rates of these reactions in future studies). When the data in Figure 5 were
examined according to a pseudo-first order model, the apparent rate constants for the initial
rate of glycation product formation at the N-terminus, K525, K439/R428, and K199 (or
K205) were estimated to be 2.5 x 107, 2.2 x 102, 1.1 x 10, and 1.1 x 107> min'1,
respectively, based on data acquired over incubation times of up to 2 weeks at pH 7.4 and
37°C. The rate constants obtained using data for incubation times up to 5 weeks for the same
sites were 1.3 x 1075, 1.0 x 10, 0.7 x 10%, and 0.6 x 107> min"L.

The other regions on HSA that were examined by this approach gave a similar range of rate
constants for the glycation process. For instance, the modifications that occurred over 2
weeks at residues 241-257 (R257), 142-153 (R145), 61-82 (K64/K73), 154-167 (K159/
R160), and 209-227 (R218) gave pseudo-first rate order constants for these reactions of 1.3
x 107, 1.2 x 107, 1.1 x 10, 0.9 x 10, and 0.7 x 10" min-1. Using data for the same sites
over 5 weeks of incubation gave rate constants of 0.6 x 107, 0.6 x 107, 0.4 x 10, 0.3 x
107 and 0.3 x 10" ° min-L. The results obtained over 2 weeks of incubation for residues
101-119 (R114), 360-372 (K372) and 275-286 (K281) gave rate constants of 2.8 x 10, 2.3
x 10, and 1.9 x 10 min-1, while data over 5 weeks of incubation resulted in rate constants
0f 0.8 x 10, 0.7 x 10 and 0.4 x 10~ min-1. Although the rate of modification did vary
from one region of HSA to the next, all of the observed regions and modifications gave
pseudo-first order rate constants in the range of 106 to 10> min® under the incubation
conditions used in this study.

3.6 Comparison of levels of modification for in vitro versus in vivo glycated HSA

In a recent study [41], FL modifications within in vivo glycated HSA were compared and
measured in samples from 5 diabetic patients. These samples were processed by digesting
the serum samples with trypsin, passing the digests through a phenylboronic acid column
and analyzing the retained peptides by LC/MS/MS. The relative amount of each FL-
modified peptide was then determined by comparing the signal to that for the FL-modified
peptide with the largest response (i.e., a peptide containing K525). Table 2 compares the
modification sites an relative ranking of these glycation sites with the results that were
obtained for the same types of modifications in this current study.

Several peptides were found to have high levels of modification for both the in vitro
glycated HSA in this current report and the in vivo glycated HSA in Ref. [41]. Of the 18
glycation sites that were found in Ref. [41], eleven of these sites were also associated with
high and significant 160/180 ratios in this current study. This group included all of the sites
that were found to have the greatest levels of FL formation in Ref. [41]. Of the remaining FL
sites that were examined previously [41], four were not included in the sequence coverage in
this current study but contained only small levels of FL modification in the prior report (i.e.,
K181, K351, K541, and K545). One of the remaining FL sites (K233) has been found to be
modified in prior work with in vitro glycated HSA [27]; this site may have been elevated in
this current report, although the location of this modification could not be assigned
definitively within a mass accuracy of 50 ppm. The remaining 2 sites that were monitored in
Ref. [41] (i.e., K174 and K359) were also examined in this current study but were associated
with low 160/180 ratios. This latter result was in agreement with the relatively low levels of
FL modification that were seen for the same regions in in vivo glycated HSA [41].
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A comparison of the relative ranking of the detected FL sites in both the in vivo [41] and in
vitro studies revealed that K525 contained the largest amount of modification, followed by
lysines 335, 378, 475, and 262. A comparison of the in vivo glycated samples with the
minimally glycated HSA that was prepared in vitro using 2 weeks of incubation with
glucose revealed an even greater level of similarity that followed the relative pattern of
modification K525 > K276 > K435 > K414 > K378 > K475 > K262. This result indicates
that this in vitro glycated HSA sample was a reasonable model for the in vivo glycated HSA.
A comparison of the same in vivo glycated HSA with the glycated HSA prepared in vitro
after 5 weeks of incubation with glucose also compared well but with a slightly lower degree
of similarity (K525 > K335 > K378 > K475 > K262).

The high level of similarity between the 2 week in vitro glycated HSA sample and the in
vivo glycated HSA when looking at only FL adducts gives strong support to a model in
which FL generation is more important than AGE formation at the early stages of glycation.
A comparison of the 5 week in vitro glycated HSA and the in vivo glycated HSA further
indicates that some alterations in the relative ranking of these modification sites can then
occur as AGEs accumulate over time, coupled with the presence of some FL degradation.
These results are all consistent with the results noted earlier in Section 3.4, in which the
amounts of FL or AGE adducts were found to vary with the total extent of glycation and
time allowed for glycation.

4. Conclusions

This paper investigated the use of 160/180-labeling and MALDI-TOF MS to provide
quantitative information on the modification and modification patterns that occur on in vitro
glycated HSA as a function of glycation time. The work used a glycated/control index to
correct for variations in 160/180 ratios within the control sample throughout the structure of
HSA. This index also made it possible to compare the levels of modification from different
regions of HSA, to examine the glycation patterns of HSA under various reaction
conditions, and to estimate the rates of these modification reactions. The approach used in
this report is not limited to HSA or glycation but could also be used to examine other types
of modifications or protein systems.

By comparing the glycated/control index values, the largest levels of modification in HSA
after 2 weeks of incubation with glucose occurred in regions 101-119, 1-10 or 42-51,
87-100, 360-372, 521-531, and 275-286. After 5 weeks of incubation, the largest amount of
modification was found on residues 21-41, 1-10 or 42-51, 521-531, 82-93, and 146-160.
Many of these regions contained residues that have been previously identified as major
glycation sites on HSA, including the N-terminus, K199, K439, and K525 [20,40]. The
glycation patterns found in this work supported a model in which FL and closely-related
early glycation products dominated at short incubation times (e.g., 2 weeks), with the
formation of AGEs also becoming important at longer incubation times (e.g., 5 weeks).
Although the rates of these modifications varied from one region of HSA to the next, these
processes were estimated to have pseudo-first order rate constants in the general range of
106 to 105 min'L.

The physiological importance of these modifications can be illustrated by comparing the
locations of the affected regions on HSA with the locations of Sudlow sites | and 11 (i.e., the
major drug binding sites on this protein). As shown in Figure 6, and based on data or
methods from Refs. [42,43], significant levels of modification were found to occur at or near
both Sudlow sites I and Il in the mildly glycated HSA and more highly glycated HSA
samples. These modifications included those occurring at K199, K150 or K160, K275,
K281, and R209 and R257, which are all located within Sudlow site I. Modifications at or
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near Sudlow site 11 included those involving K378 and K439 as well as R428. The location
of these modifications explains why glycation has been observed to alter the binding of
some drugs to Sudlow sites | and/or Il of HSA [23,44,45]. The changes in the levels of these
modifications and in the glycation pattern of HSA during the incubation of this protein with
glucose helps explain why the binding of drugs at these sites has been found to change in the
presence of different levels of glycation for HSA, as observed using samples comparable to
those employed in this current report [44,45]. It was further found that the relative order of
residues that formed early stage glycation products for the in vitro glycated HSA were
similar to the order that has been recently reported for in vivo glycated HSA, especially
when comparing the residues with the highest levels of modification [41]. Overall, this work
should provide a more complete picture of how glycation affects the structure of HSA and
the ability of the protein to transport and bind to drugs in individuals that are affected by
diabetes. This information, in turn, should eventually lead to better methods of treatment for
this disease as part of a regime based on personalized medicine.
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Figure 1.

Reaction scheme summarizing the various stages of glycation. The initial step (stage 1) is
reductive amination, which results in the formation of a Schiff base followed by the creation
of an Amadori product. The second stage is characterized by the oxidation of free sugars to
form glyoxal, methylglyoxal, and 3-deoxyglucosone. The final stage of this glycation is
characterized by the formation of advanced glycation end products (AGES).
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Figure 2.

(a) Method used for labeling peptides with 180. HSA is reconstituted in buffer that is
enriched with 160-labeled water and glycated HSA is reconstituted in buffer that was
enriched with 180-labeled water. The HSA and glycated HSA samples are then digested in
an identical fashion. The resulting peptide solution is then mixed in a 50:50 (v/v) fashion.
(b) Mass spectra are collected for the 160, 180, and mixed oxygen labeled digests (left to
right), and the relative abundances obtained from these spectra are used to determine

the 160/180 ratios. The solid bars represent the contribution of 160 and the hashed bars
show the contribution of 180 to each m/z value in an isotope cluster.
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Figure 3.

The usable sequence coverages for the samples examined in this study. The sequence
coverage for the control HSA and five week glycated HSA sample is shown in bold and
caps (Note: The coverages for these two samples were identical). The sequence coverage for
the HSA-2 sample is shown by an underline. The lower case letters represents the remainder
of the sequence in HSA, for which no 160/180 ratio determinations were made.
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Figure 4.
Mass spectra showing the change in 160/180 ratio for a peptide from residues 521-531 of

HSA as the level of glycation for HSA was increased in going from (a) the control digest to
(b) glycated HSA prepared after two weeks of incubation with glucose. An even larger
change was seen in this case when using the glycated HSA that was prepared after five
weeks of incubation with glucose (data not shown). The region of HSA that was examined
in this case contains K525, which is known to be a major glycation site on HSA [20].
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Figure 5.

Plot of the mean glycated/control index values versus time for the most commonly identified
glycation sites on HSA [19,20,24]. These results are for residues 1-10 (o), 521-531 (o),
189-208 (A), and 426-442 (<>). Previous studies have indicated that the N-terminus, R521/
K525, K199/K205 (the K205 being identified by tandem MS), and R428/K439 were
modified to form mixtures of FL and AGEs [29]. The precision of the mean values shown in
this plot are provided in Table 1.
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Figure 6.

Locations of regions on HSA that gave high values for the glycated/control index and that
occurred near Sudlow sites | and 11. This image was generated using the crystal structure of
HSA [41] and Visual Molecular Dynamics software [42]. This structure includes
information on the region of HSA that is being modified, the specific residues that were
most likely modified in this region [34], and the glycated/control index values for this
regions in the glycated HSA samples after two or five weeks of incubation.

Clin Chim Acta. Author manuscript; available in PMC 2012 August 17.



Page 20

(8009 160 (800 %) 880 9'(00F¥80 €'(c00F 180 €'(€00¥) 260 29z-1re - 115852
(0e09) 620 (92709 890 ce'eeoPeErT €'(1eoNeETT €TI0 28T ARASTS G- 02'815¢
(se0%)s0C (6109 2T'T g'(ezrovose ¢€'(0zoF 6T  €'(0TOF)TLT 712 e 82'06v7C
(ST0¥ V0 (Lzo¥)6L0 e'wToF G0 c'eeoR LT €(LT0FELT 615-T0S 1T 010922
(ero®oeT (ero? 1ET 6'(800¥F)S9T 6'0T0OF 9T  6°(L00F) L2T LST-Tve 61- 089802
(eT09) 9e'T (TT09 LTT 9'(LT09)GT €'(000%)89T €'(S00F)EYT 68€-€L€ 0 0T'S¥02
(6007 660 (600 %) 060 9'(00F ST  9'(L00NIET  9(0TOF VT 005-58¢ G- 26°'0T6T
(87°0%) 29T (9v'09) 19T 9'(bzo¥ vz €'(950F)8eT  €(6T0F) 8FT 09T-9%T L T0'668T
(¥€0%) L9T (Gz0F)6T'T e'(evor 65z  €'(0c0F)s8T €'(BOOF)SST 65T-9vT 6- 68'2vLT
(zro¥ Lz (oT0¥ 60T 9'€T0H 98T 6'(GO0F6ST  6(L00F) T 90T-v6 0 08'¥TLT
(ce09oTT (9209 260 €'(hzoPeeT 9'@UONITT 9'Wz0¥HICT 207-06€ T2 2L°189T
(ST0¥)S0T (8T0%) 62T 9'(8009) 8T 9'(6T0F) 69T 9'(BO0F)IET 8Ch-vIv 0 76'6€9T
(ez0¥) 180 (61°0¥) 220 €'€zoP e  €'(0zoNOTT v WT0F ST 715-195 0 €1°129T
(eT09) 59T (Tro# 1eT 9'Qro¥soe 9'Groerz €(e00¥)G8T 9€€-vCE S 0g'gzor  UIsdAuL
(€209 LeT (620%) 09T 9'(8009) 98T 9'(zoFeez  9'(BTOF) VT 2L€-09¢ e 09'2SST
(ec0¥) 60T o) T 9'ccoP YT 9'(bz0F 0T  G(€T0F) LET 982-G/2 4 08'9%ST
(og09 12T (szo# 00T L'(9zoPerz  9'(tro® 10  9(8T0F) 10T 8vE-L€E LT 28°L9vT
(ev0F) veT (90 ¥T'T 9'(e0Perz  9'(vs0F) L0z  9'(BTOF) 18T v12-€92 s Y9'EVYT
(ss09eLt (6e0F ¥TT 9'(8e0¥F) 68T 9'(TE0F 9T €(0TOFOTT €6-28 9- €SVEVT
(sT096L0 (AR 9T G0 <c'€roNsrT  9(CT0F LT 7LT-€9T G- 9S'TLET
(rzoF ert (TT0%) ¥9°0 G'(600PE0T 9'(Go0F Y0  ¥'(200F) 2L0 185-9%§ 11- 29°2reET
(61°0¥) 98°0 (L0 9L0 9'€ToPET  8'OTOF6ETT  6'(FT0F)9ST 02-TT G- 85'9¢2T
(s509) 19T (Lz096L0 9'690F) 0ze 9'(€€0F ST  9'(EC0F 66T  TSCKI00T-T 01- 09'6¥TT
(09 12T (850%) €51 9'(s909) 20z ¢€'(GzoF)ssz  6'(T€0F) L9T 06T-28T 9T- €57.0T
(8T0¥F) 9T'T (6T0F) 6T'T 6'(L00¥F)GST 6'BT0F6ST 6(ETOFVET YYT-LET T 65'G50T
(oro9 10T (600 %) 980 6'(800F)EST 6'(Q0F0ET  6(0TOFIST 0Ty-€0¥ 9 15096
(eT09 et (eTo®LTT 6'(WT0P 207 6 (WTOFVET  6'(80°0F) 99T YYT-8ET 14 0S'L26
w\_m__.:‘mm NEEINS a|dwes 339 \ ¢ a|dwres 339 A § o|dwes X83/\\ ¢ 9|dwes [o1u0d SaNpIsay (Wwdd) 10213 (n) sselN

Clin Chim Acta. Author manuscript; available in PMC 2012 August 17.

Barnaby et al.

Xapu| [013U0D/Patedk|D (u) seyearjday Jo J3QUINN ‘O1FeY Ogr/Ogr

£9509N]6 AW GT Ul UOIBGNIUI JO SY9aM 9AL 10 0M] Jale sajdules \7SH PpaledA|d o) SUsWaINSesw Ogr/Ogy UO Paseq S)Nsay

T alqel

NIH-PA Author Manuscript NIH-PA Author Manuscript NIH-PA Author Manuscript



Page 21

Barnaby et al.

(#0'0 %) G660 (#0'0 %) 660 9'(€00F) 12T 9'€00F9ZT 9'(€00¥) L2T Gez-€1e L
(ST0¥) €60 (9r09 660  9'(TT0F) 8T 9'(S00F9ET  L'(8TOF) LET v.2-€9¢ 8-
(ST0¥) 580 (8T°0¥%) 660 9'(600F) €CT 9'WTOPEYT 9'(BTOF ¥¥T vLT-€91 01-
(6109 20T (9T0F) ¥80  ¢T'(Z20¥ €T 6'(800F 60T  6'(S00F) 62T ETV-E07 €-
(€109 eLo (eToPv,L0  €'(6007) 0T €'(T0ONOTT €UTOFBYT 1G5-9vS G
(6509 66T (670 %) ¥9'T €'(Le0F) 66T 9'TIE0ONYIT  €(€ET0F) 00T 01-T 4
(L1079 260 (sT0%) 280 G'(L00F V0T  €'(h00F) €60  E(BTOFETT AR T-
(Lyz 9 spe (9619 sz G509 9LT  e(ecoPorT  €(T€0F) TG0 212-90¢ 9
(600¥) 81T (ER7ZA 9'(900¥) 080 €'€00F 80  £'(T00¥) 890 28-19 V-
(zeoP et (9v'09) LLT €(G009TeT 9'GroFSLT  9'(200F) 660 6TT-10T -
(6009 TTT (oTo9 ot 9'€00NreT  9'(600F0ET  9'(YOOFCTT 122-60¢ 61-
(rS0¥) 6eT (670¥) ST 9'(czoF6cT  9'OroMITT  §'(S00¥) €60 80¢2-68T T1-
(8109 LTT (8T°09) 02T 9'wtoPErT  9'trod T  9'(0T0H 22T €6€-LL€ 8e-
(2009 22T (2009021 9'(r00 P T 9'(G00F) 8T  G'(YOOFSTT 2rr-9ey 8-
(LTo9eoT (tzo¥ szt €'(0z0H6TT €00 8YT  €£(200F)ITT 815-20S T-
1N pe1oalap 10N 1'€2¢ pe1oalep 10N T'67°0 SOv-TS 0
(ec09erT (reo 9 8yt 9'(0z0oF0LT  9'(6c0FNIUT  S(WTOFETT 001-.8 v
(oro9erT (tros et L'€ET0OP 8T 9'(€00¥F) 86T  9'(800F)€EIT L9T-¥ST e
(veod et (ec09ITT G'(6zoFOrT 9'(ccoreet €'(0TOFSIT 6.7-99% G-
(tTro9sot (TTo9 60T L'GT0F T  6'(G00FN YT 6'(L00F) 6T 26v-08Y 91-
(8809 LTT (€€'0¥) 660 €'(600¥F) 99T €'6EON VT  S'(€T0F erT 815-905 9
(8109 92T (6109 62T 6(9007) 9.7 2r'(€c0¥) 08T 2¢T'(600F) OV'T €6T-2vT 14
(€909 vLT (2509 25T e'oro¥ooc 9'(ro¥ 08T G(ETOFSTT T€G-T¢S 4
(ce09 61T (re09) 2T 9'(bz0¥) 18T 9'(TF0F 00T 9'(BTO¥)LST LT-L L
(#5009 GC'T (tzo¥ 8ro €'(zoPocT  ¢'(GooF 0o  9'(hE0F) 960 G0S-961 9-
(8209 vL0 (8209 sL0  9'(tecoNert  €(woNWT 9 (L20F 26T 9/€-69¢€ €
(709 sTT Pa1313p 10N z'roF 1T Pa1313p 10N 2'(¥00¥) 50T €1€-.82 01-
(5009 80T (S00%) 160 €007 60T €'200F) 260  €(T00FTOT LET-GTT 14
(cc09) v60 (610960 £'(tcoFe60  €£(s00¥)8L0  €'(€00F) 660 99-Giry T-
(S00¥) 260 (9009 20T €(To0oHNITT €'LoNweT  €£(200F 1T 9€T-STT a1
gldwesS oM G 9jdweS M9\ ¢ 9jdweS M9\ G dldWeS e\ ¢ 9|dwes [013uo) Ssnpisey (wdd)y 10113

Xapu| 1041U0D/paresk|D

(u) seyeaijday Jo J8QUINN ‘ONeY Ogy/Ogr

98'6¢ST
€9EVYT
GSTLET
9L'¢SET
€9°¢reT
¢9'6vTT
¢S'€L6
97'vS8
9¢'815¢
60'87€C
Teeece
ST'V6T¢C
66'580¢
86'GG6T
98'GV6T
¢6'T08T
69'LELT
T6'70LT
08'089T
LL'8¥ST
SLTPST
6L'61ST
08'€1ET
L9'00€T
LS'16TT
SY'TE0T
T€V.L6¢
Ev'8LL¢
T€v.9¢
0€°059¢
(n)ssey

0-sA7

N

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Clin Chim Acta. Author manuscript; available in PMC 2012 August 17.



Page 22

Barnaby et al.

‘|aA8] 80UBPILUOD %406 B} 12 ajdLues [0U0D 8y} J0) Oljel
Ogp/Og 2ut Uew Jaybiy sem ajduwes pajeak|B au) 1oy olfel Og1/Ogy PAYRINIEY U UIIUM 0} SSeD Juasaidal PIog Ul SanfeA 3l L “Ueal U} JO 10113 PAepUEIS T F Juasaidal sasayualed Ul UMOUS sanfen ay IN

(S0'0¥) 680
(80°0 %) 080
(80°0 9) 660
(6107 ¥2T
(6T0FVT'T
pe10alsp 10N
(800¥) 160
(so09) 2ot
(€T09) €50
(007 00T
(Lz0¥) 180
(50079 20T

(S00¥) 00T
(0109 860
(80°0 ) 560
(2107 280
(9109 960
pa12818p 10N
(L007) 080
(5009 160
(8109 120
(¥00¥) 20T
(0e'09) 960
(900 F) TET

€'(2009)GL0
€'(S00¥) 0L0
€'(00¥) 260
€'(80'0%) 860
9'(0T'0¥) G610
pa1081ap 10N
9'(€00¥)GT'T
€'(S00¥) 0£'T
€'(L0'0¥) 6€0
9'(€009) LT'T
G'(ST0oR YET
9'o0F Or'T

€'(v0'0¥) 80
€'(500%) 980
9'(c0'0¥) 880
€ (L0079 590
9'(0T'0¥) 080
pe1oslap 10N
9'(900%) 10T
€(€00¥9) LTT
€(T00F) 250
6'(T00¥) 62T
9'(6c0o¥F) 8r'T
9'(S00¥) TL'T

€(100%) 80
€'(200¥) 880
6'(L00F) €60
€(900%) 620
€(100%) €80
9'(€T0¥) ST
9'(900%) 92T
€'(€00¥) 82T
€(€T0F €L0
6 (2009 LT'T
S'(FZ0F) ¥S'T
9'(r00F IET

6ST-8€T
99v-Svy
¢9¢-1ve
-Te
€6-vL
-Te
CEV-YIY
68E-€LE
[47a147
90T-¥6
¢0v-06€
¢LE-09€

9
1T
1T
LT-
0c¢-
9T-
LT-
(4
LT-
-

6-

-

3jduwres S8aMn 6

B ITESNEL WA

Xapu| 1041U0D/Pa1edA|D

3[dWES S99 G

3[dUIes 9 ¢

3[dWes [01U0D

(u) seyed1|day JO JBQUINN ‘ONEY Ogr/Ogr

Sanpisey

(Wdd) 10115

Sy',08¢
6¢'7.9¢
60°985¢
¥¢'06v¢
66'87€C
66'65¢¢
§1'¢50¢
§0'Sv0C
S0've6T
6LVTLT
¥.'L99T
65°¢SST
() ssen

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Clin Chim Acta. Author manuscript; available in PMC 2012 August 17.



Page 23

Barnaby et al.

"HodaJ SIU} Ul 3J0-Id 8L} Se Pasn sem ey Adeinade ssewl Jo |ana] wdd 0g aL Je pajenuaIalIpP aq Jou pnod sapidad asay L “TG-zy 40 OT-T SaNPISaJ JaLIs 0} puodsaliod pinod olfel Ogp/Ogy eInoned siy I

‘uosiiedwod ay ul AUsISISUOD JO 8Xes 8y} 10} ‘Apms Juslind

SIU1 Ul pash Se ‘\YSH ainyew 1oy aduanbas ay Ul SpPIoe oulwe awes ay} Joj SOy} 03 PaLIBAUOD a1am salls palst] ay L ‘[T¥] 4oy ul Buiddew apndad oy pasn sem \SH J0sindaid 1oy aouanbas pioe oulwe mc._.g
"WSH pa1edA|b oAIA Ul pue YSH paredA|h

OJ1IA Ul Y83M BAI} 3Y} Ul payues Afe[IuIS aJe Jey} Sanpisal Juasaidal sanjeA paulliapun ay | "YSH patedA|d OAIA Ul pue \SH ParedA|d 0JlIA Ul %3am OM] aU} Ul YUel Je[IWIs B aARY Jey) Sanpisal Juasaidal pjog
u1 sanfe/\ "sajdwes 8aiyj [[e Ul yuel UOIBIIHIPOW Je|iWIS & dARY Jey} sanpisal Juasaldal SO1fedl Ul sanjeA syl "€T-T woJ) Japio Buiseaoul ui si pue sisayjuased ur uanlf si Buijuel salre|al ay L ‘g6 Bulureiuod
apndad e 1o} xapul awes ay} 01 apidad pajesipul ay) 10} Xapul |011U09/pa1edA|b ay) Burtedwod Ag paulwialap aiem sajdwes o4lA Ul ay} Jog sanjeA ay L “[T] "Jod Woly elep uo paseq aie S}Nsal OAIA Ul UL,

(@¢e 1T (1) 0T olG4 10 0T-T 296vTT  O-sA1

(1) g 40 (T7) 00T 1007 (om) oot GZSM/PESM 10626 08'ETET  O-NID
(6) L9y (€) €90 (6) v6'0 9.2 08'9vST  uisdAiL
(8 s2e 6) G610 (8) €80 GEEN 08'€e9T  uisdAiL
9sTr (@ 090 (L) ego 1492 v6'6€9T  uisdAiL

€ v2 (9) 890 (@60 79X 9z'8/5¢  O-NI9

(01) 6'65 (¥) 590 (9) 220 29T T670LT  O-NID
(9) g0t y8ro () sLo 8LeM 0T'sv0z  wisdAiL

() 9L 9) 0.0 (e vLo G 08'089T  O-NI9
Mer 1250 (@190 292 60'G85¢  O-sA
(@¢ce (8) €60 (1) 050 ol 10 0T-1 09'6vTT  uisdAiL
[TPIVSHONAU]  S[dWESSPeMG  3[dWES oM ¢ qoNpIsed (IR

GZ5> 01 aAne|ay abueyd

eVSH Pa1eaA|b OAIA Ul J0J pue \YSH Pa1edA|b 0411A Ul 10} paulelqo elep aAleiiuenb Jo uosuedwo)d

¢?olqel

NIH-PA Author Manuscript NIH-PA Author Manuscript NIH-PA Author Manuscript

Clin Chim Acta. Author manuscript; available in PMC 2012 August 17.



	QUANTITATIVE ANALYSIS OF GLYCATION PATTERNS IN HUMAN SERUM ALBUMIN USING 16O/18O-LABELING AND MALDI-TOF MS
	

	tmp.1381429764.pdf.97hTc

