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Abstract

Objectives: Hemoglobin (Hb) variants remain an impor-
tant cause of erroneous HbA1c results. We present an
approach to overcome the interference of Hb variants on
HbA1c measurements using matrix-assisted laser desorp-
tion/ionization time-of-flight mass spectrometry
(MALDI-TOF MS).
Methods: Samples containing or not containing Hb vari-
ants were analyzed for HbA1c using an MALDI-TOF MS
system (QuanTOF) and a boronate affinity comparative
method (Ultra2). For QuanTOF, two sets of HbA1c values
were obtained through α- and β-chain glycation.
Results: A robust correlation between the glycation de-
grees of the α- and β-chains was found, and HbA1c values
derived from α- and β-chain glycation correlated well with
the Ultra2 results. Statistically significant differences
(p<0.01) were found for all the Hb variants tested. When
using the conventional β-chain glycation to determine
HbA1c, clinically significant differences were only found
among samples containing β-chain variants detected by
QuanTOF (i.e., Hb J-Bangkok, Hb G-Coushatta, and Hb
G-Taipei). In contrast, based on α-chain glycation, no
clinically significant differences were found for these three
variants.
Conclusions: In addition to conventional β-chain glyca-
tion, α-chain glycation can be used to calculate HbA1c

values. The interference of Hb variants on HbA1c quantifi-
cation can be overcome by employing the glycation of the
globin chain without a genetic variant to estimate HbA1c

values.

Keywords: α-chain glycation; glycation degree; HbA1c;
hemoglobin variant; interference; matrix-assisted laser
desorption/ionization time-of-flight mass spectrometry.

Introduction

Hemoglobin A1c (HbA1c) is characterized by the attachment
of glucose to the N-terminal valine residue of the β-chain,
which plays an essential role in the long-term monitoring
of glycemic levels, the prediction of complications associ-
ated with diabetes mellitus, and diagnosing diabetes [1–3].
However, despite the considerable improvement in the
assay performance of commercial automated HbA1c ana-
lyzers, the accuracy of HbA1c quantification is still
adversely affected by the presence of Hb variants [4–6].

The interference caused byHb variants depends on the
method used and the type of Hb variant [7]. Various pop-
ular methods, such as cation-exchange high-performance
liquid chromatography (HPLC), capillary electrophoresis
(CE), boronate affinity HPLC, and immunoassays, have
been developed and introduced to measure HbA1c [8–10];
each method with different principles has specific advan-
tages and potential pitfalls, as well as different capabilities
for detecting and dealing with Hb variants. In regions such
as southern China, ethnic diversity is associated with the
existence of multiple Hb variants [11, 12], which further
complicates this interference. For patients with an Hb
variant trait but normal red blood cell turnover, an HbA1c

assay without Hb variant interference should be used [13].
Therefore, in case of such patients, it could be beneficial to
eliminate or minimize such interference.

In addition to these widely used methods, matrix-
assisted laser desorption/ionization time-of-flight mass
spectrometry (MALDI-TOF MS) has been proposed to
determine HbA1c values with β-chain glycation, which
resulted in satisfactory agreement with diabetes control
and complications trial (DCCT)-traceable methods [14–17].
However, some drawbacks, such as high-cost equipment,
complex manual operation, and high requirements for
personnel expertise, inhibit its wide utility in clinical lab-
oratories. In addition, the effects of Hb variants on HbA1c
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measurements byMALDI-TOFMS remain unclear. Here, we
evaluated the interference of Hb variants common in
southern China on HbA1c measurements by MALDI-TOF
MS, and more importantly, we discuss the potential of
MALDI-TOF MS to overcome the interference.

Materials and methods

Blood samples

Blood samples from a biobank at the Medicine Laboratory of Peking
University Shenzhen Hospital were accessed following approval by
the Ethics Committee of the same institution, and informed consent
of all participants was obtained. In total, 614 samples, from patients
with or without diabetes, were collected in EDTA tubes and tested.
Samples without Hb variants (Hb AA, n=282) were used to determine
the correlation between the α- and β-chain glycation degrees and to
evaluate the HbA1c values based on α- and β-chain glycation. The
other samples (n=332) each harbored one of six heterozygous Hb
variants common in southern China [11, 12]: Hb E (n=119), Hb
J-Bangkok (n=44), Hb G-Coushatta (n=35), Hb G-Taipei (n=26), Hb
Q-Thailand (n=72), and Hb G-Honolulu (n=36). These samples were
used to evaluate the effects of Hb variants on HbA1c measurements
with MALDI-TOFMS. These Hb variants were originally identified by
a CE-based HbA1c procedure (Capillarys 3 TERA, Sebia) and
confirmed by Sanger sequencing before the residual samples were
placed in the biobank at −80 °C. The molecular characteristics of Hb
variants are summarized in Table 1.

HbA1c measurements

HbA1c quantification was performed for all samples with a boronate
affinity HPLC system (Ultra2, Trinity Biotech) as a comparativemethod
and anMALDI-TOFMS system (QuanTOF, Intelligene Biosystems). All
operations were conducted according to the manufacturers’ in-
structions. For QuanTOF, HbA1c was tested following the approach
described in our previous study [17]. SinceQuanTOF canmeasure each
chain and the corresponding glycated form, degrees of α- and β-chain
glycation were calculated using the area (under each peak) ratio of
glycated chains to total chains. Linear regression analysis was carried
out to ascertain the correlationbetween the glycationdegrees ofα- and
β-chains.

The standard curve for QuanTOF to quantify HbA1c was deter-
mined directly based on the correlation between the target HbA1c

values and the glycation degrees of α- or β-chains. This curvewas used
to convert the MALDI-TOFMSmeasurements of α-or β-chain glycation
in clinical samples into HbA1c values. Thus, HbA1c values calculated
with α- and β-chain glycation were obtained.

Interference of Hb variants on MALDI-TOF MS

A total of 332 samples with four β-chain variants (Hb E, Hb J-Bangkok,
Hb G-Coushatta, and Hb G-Taipei) and two α-chain variants (Hb
Q-Thailand and Hb G-Honolulu) were analyzed to evaluate the inter-
ference of Hb variants on HbA1c measurements by QuanTOF. A paired
t-test was employed to ascertain whether the presence of Hb variants
caused any statistically significant differences (p<0.01) relative to the
comparative method (Ultra2). Linear regression and Bland–Altman
analyses were performed to evaluate the agreement of HbA1c results
obtained by Ultra2 and QuanTOF. Deming regression was applied to
estimate whether these Hb variants produced a clinically significant
interference on HbA1c results at clinical decision levels; clinically
significant interference was designated as a difference exceeding ±7%
of the evaluation levels at 6% (42 mmol/mol) or 9% (75 mmol/mol)
HbA1c [i.e., 0.42% at 6% (42 mmol/mol) HbA1c and 0.63% at 9%
(75 mmol/mol) HbA1c] [18].

Data analysis

All data analyses and graphingwere performedusing GraphPad Prism
8.0 (GraphPad Software Inc., CA, USA).

Results

Correlation between glycation degrees of α-
and β-chains

For Hb AA, a close correlation between the glycation de-
grees of α- and β-chains was observed over the glycation
range measured. Linear regression analysis resulted in the
following equations: α-chain = 0.6209β-chain + 0.5723,
with a correlation coefficient (r2) of 0.9669 (p<0.0001)
(Figure 1A).

Table : Molecular characteristics of hemoglobin variants tested in this study.

Hb variant n Gene mutation (HGVS name) Variant chain Mass of variant chain, Da Mass differencea, Da Detectable by QuanTOF

Hb E  HBB:c. G→A β-chain  ∼ No
Hb J-Bangkok  HBB:c. G>A β-chain   Yes
Hb G-Coushatta  HBB:c. A>C β-chain  − Yes
Hb G-Taipei  HBB:c. A>G β-chain  − Yes
Hb Q-Thailand  HBA:c.G>C α-chain   Yes
Hb G-Honolulu  HBA:c.G>C α-chain  ∼ No

aMass difference between variant α- or β-chain and the corresponding normal α-chain ( Da) or β-chain ( Da).
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HbA1c results based on α- and β-chain
glycation

For samples without Hb variants, two sets of HbA1c values
obtainedwith α- and β-chain glycation correlatedwell with
the Ultra2 results. Line equations were Y = 1.048X − 0.2568
and Y = 1.004X + 0.0049, with a correlation r2 of 0.9514 and
0.9744 for QuanTOF (α-chain glycation) versus Ultra2 and
QuanTOF (β-chain glycation) versus Ultra2, respectively
(Figure 1B, C).

Interference of Hb variants onMALDI-TOFMS

Three β-chain variants (Hb J-Bangkok, Hb G-Coushatta,
and Hb G-Taipei) and one α-chain variant (Hb Q-Thailand)

were detected by QuanTOF, and mass differences between
the normal and variant chains were consistent with the
theoretically calculated values (Supplementary Figure 1).
In contrast, QuanTOF detected no sign of Hb E and Hb
G-Honolulu owing to minor mass differences (Supple-
mentary Figure 2). Statistically significant differences
(p<0.01) were found in HbA1c results calculated by α- and
β-chain glycation for all Hb variants testedwhen compared
with Ultra2 results (Table 2).

Bland–Altman analysis of samples with detected
β-chain variants (Hb J-Bangkok, Hb G-Coushatta, and Hb
G-Taipei) revealed significant positive bias for the HbA1c

results determined by conventional β-chain glycation
(Figure 2). Deming regression further confirmed the pres-
ence of clinically significant interference due to these
variants (Table 2). The results for other samples with Hb E,
Hb Q-Thailand, and Hb G-Honolulu instead showed good

Figure 1: Samples without hemoglobin
variants. (A) Correlation between glycation
degrees of α- and β-chains. (B) Comparison
of HbA1c values determined by Ultra2 and
QuanTOF (α-chain glycation). (C)
Comparison of HbA1c values determined by
Ultra2 and QuanTOF (β-chain glycation).
Left, linear regression. Right, Bland-Altman
difference. Orange shaded region, 95%
confidence interval.
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agreement with those obtained by Ultra2 (Figure 3; Ta-
ble 2; Supplementary Figure 2). Importantly, for these
three β-chain variants, HbA1c values determined by
α-chain glycation showed no clinically significant differ-
ences between MALDI-TOF MS and Ultra2. That is, the
interference could be fully eliminated by the use of
α-chain glycation to estimate HbA1c values. As shown in
Table 2 and Figure 2, the mean biases and correlation
coefficients were substantially improved for Hb
J-Bangkok, Hb G-Coushatta, and Hb G-Taipei. Similarly,
clinically significant positive interference caused by Hb
Q-Thailand could be overcome by using β-chain glycation
to estimate HbA1c values, which changed the correlation r2

values from 0.7743 to 0.9614 and mean biases from 1.29
to −0.16 (Table 2, Figure 3).

Discussion

In normal adults, Hb consists of a major component, Hb A
(α2β2), and two minor components, Hb F (α2γ2) and HbA2

(α2δ2). The heterogeneity of human Hb arises mainly from
post-translational modifications, principally glycation,
such as HbA1c [19]. Moreover, both the β- and α-chains can
be glycated on the N-terminal valine or any of the lysine
residues in the primary sequence [20, 21]. Glycation pro-
duces a mass increase of 162 Da derived from the elimi-
nation of water (18 Da) from a glucose adduct (180 Da),
whichmakes it feasible to distinguish the glycated forms of
globin chains byMALDI-TOFMS [14–17]. Unlike traditional
methods for HbA1c analysis (i.e., cation-exchange HPLC,
CE, boronate affinity HPLC, and immunoassay) that
distinguish only between symmetric Hb tetramers,

MALDI-TOF MS analysis reveals free globin chains of
symmetric Hb because the tetramer was denatured before
its injection into the MALDI-TOF MS system, which makes
it possible to calculate the glycation degree of each chain.

In this study, the addition of only one glucosewas seen
at each chain, with no peak of two glucose molecule ad-
ducts being detected, following a mass increase of
324 Da at anyHbA1c value, consistent with previous studies
[14–17]. As speculated by Roberts et al. [14], the percent-
ages of two or more glycations are so low that we have not
been able to reliably detect them till date. Although gly-
cation modifications are distributed differently between
the two chains [20, 21], our results revealed the stable
relationship between the glycation degrees of the α- and
β-chains; the degree of α-chain glycation was approxi-
mately 0.69-fold that of the β-chain, which is consistent
with the formerly reported ratio of 0.66 [14]. In addition,
both α- and β-chain glycation were found to be propor-
tional to HbA1c concentrations, again confirming earlier
studies [14–17].

A boronate affinity HPLC method is often used as a
comparative method of choice in most studies regarding
the impact of Hb variants, as it is generally thought to be
unaffected bymost Hb variants because total glycated Hb
is measured regardless of the Hb species [18]. However,
this method cannot detect the presence of Hb variants
and is not always applicable as a comparative method,
especially under conditions in which the amino acids at
key sites of glycation change due to gene mutations.
Under these circumstances, the glycation degrees of Hb
variants will be inconsistent with that of Hb A and the
efficacy of this method will be significantly influenced by
these Hb variants [22]. Despite this limitation in this

Table : Comparison of HbAc results determined by QuanTOF and Ultra.a

β-Glycation α-Glycation

p % (mmol/mol)
HbAc

% ( mmol/mol)
HbAc

Mean
biases

p % ( mmol/mol)
HbAc

% ( mmol/mol)
HbAc

Mean
biases

Hb AA . . . . .b
. . .

Hb E <.b
. . . .b −. −. −.

Hb J-Bangkok <.b
.c

.c
. <.b −. −. −.

Hb Coushatta <.b
.c

.c
. <.b −. −. −.

Hb G-Taipei <.b
.c

.c
. .b −. . −.

Hb Q-Thailand <.b −. −. −. <.b
.c

.c
.

Hb G-Honolulu .b
. . . <.b

. . .

aUsing Ultra as the comparative method, p-values, mean biases, and the biases at clinical decision levels were determined for each variant. All
biases were calculated using HbAc values expressed in NGSP units (%).
bStatistically significant difference (p<.).
cClinically significant difference [>.% at % ( mmol/mol) HbAc or >.% at % ( mmol/mol) HbAc].
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Figure 2: Comparison of HbA1c values determined by Ultra2 and QuanTOF for samples with detected β-chain variants by QuanTOF. (A) Hb
J-Bangkok. (B) Hb G-Coushatta. (C) Hb G-Taipei. Left, β-glycation. Right, α-glycation. Top of each, linear regression. Bottom of each, Bland-
Altman difference. Orange shaded region, 95% confidence interval.
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study, Ultra2 is theoretically suitable for use as a
comparative method, because important sites of glyca-
tion have not changed for all Hb variants involved [20–
22], which was supported by our results.

MALDI-TOF MS has been the tool of choice to charac-
terize Hb variants as they can be distinguished by their
mass differences [23]. This allows the α- or β-chain variants
with significantly differentmasses from each other, such as
Hb J-Bangkok, Hb G-Coushatta, Hb G-Taipei, and Hb
Q-Thailand tested in this study, to be detected separately.
In contrast, for Hb E and Hb G-Honolulu, exhibiting mass
differences of <1 Da, their separation requires instruments
with higher resolution.

Although statistically significant differences were
found for all the Hb variants tested, irrespective of β- or
α-chain glycation, clinically significant differences were
assumed to be a more effective indicator to determine
whether there was interference [18]. Our results indi-
cated that HbA1c results obtained with β-chain glycation
were prone to interference due to the variant β-chains,
which presented specific variant peaks on the mass
spectrum due to the sufficient mass differences from
normal β-chains. Instead, the other Hb variants,
including β-chain variants undetected by QuanTOF and
all α-chain variants, had no obvious influence on the
technique. We speculate that the reason for this is that

the mass peaks of the glycated forms of variants
are merged with those of normal chains, and the
measured percentages of glycated forms remain basi-
cally unchanged.

In addition to quantifying HbA1c based on conven-
tional β-chain glycation, our data showed good agree-
ment between HbA1c values calculated with α-chain
glycation and Ultra2 results, thus supporting the use of
α-chain glycation to estimate the levels of HbA1c. The
most important finding is that the interference on the
measurement of HbA1c caused by the presence of β-chain
variants can be fully overcome by using α-chain glyca-
tion. Similarly, clinically significant interference gener-
ated by α-chain glycation can be eliminated by using the
β-chain glycation. The obvious reason is that variant
β-chains cannot affect both the α-chain and its glycated
form, owing to sufficient mass differences between the
two, and vice versa. Moreover, independent HbA1c results
calculated on the basis of α-chain glycation can be used
to validate those based on β-chain glycation, and marked
discordance between the two may indicate the presence
of Hb variants.

In conclusion, our results confirmed the stable rela-
tionship between glycation degrees of α- and β-chains and
substantiated the use of α-chain glycation as an additional
strategy to estimate HbA1c values by MALDI-TOF MS.

Figure 3: Comparison of HbA1c values determined by Ultra2 and QuanTOF for samples with Hb Q-Thailand.
Left, β-glycation. Right, α-glycation. Top of each, linear regression. Bottom of each, Bland-Altman difference. Orange shaded region, 95%
confidence interval.
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Furthermore, we report that QuanTOF measurements
through α- or β-chain glycation are affected by the corre-
sponding detected variant α- or β-chain. In particular, this
interference could be overcome by using alternative α- or
β-chain glycation to calculate HbA1c values.

Research funding: This study was supported by Research
Foundation of Peking University Shenzhen Hospital
(JCYJ2018005).
Author contributions: All authors have accepted
responsibility for the entire content of this manuscript
and approved its submission.
Competing interests: Authors state no conflict of interest.
Informed consent: Informed consent was obtained from all
individuals included in this study.
Ethical approval: The study was approved by the Ethics
Committee of the Peking University Shenzhen Hospital.

References

1. The Diabetes Control and Complications Trial Research Group. The
effect of intensive treatment of diabetes on the development and
progression of long-term complications in insulin-dependent
diabetes mellitus. N Engl J Med 1993;329:977–86.

2. U.K. Prospective Diabetes Study (UKPDS) Group. Intensive blood-
glucose control with sulphonyl ureas or insulin compared with
conventional treatment and risk of complications in patients with
type 2 diabetes (UKPDS 33). Lancet 1998;352:837–53.

3. American Diabetes Association. Standards of medical care in
diabetes–2011. Diabetes Care 2011;34:S11–61.

4. Little RR, Rohlfing C, Sacks DB. The National Glycohemoglobin
Standardization Program: over 20 years of improving hemoglobin
A1c measurement. Clin Chem 2019;65:839–48.

5. Yun YM, Ji M, Ko DH, Chun S, Kwon GC, Lee K, et al. Hb variants in
Korea: effect on HbA1c using five routine methods. Clin Chem Lab
Med 2017;55:1234–42.

6. Xu A, Chen W, Xia Y, Zhou Y, Ji L. Effects of common hemoglobin
variants on HbA1c measurements in China: results for α- and
β-globin variants measured by six methods. Clin Chem Lab Med
2018;56:1353–61.

7. Little RR, La’ulu SL, Hanson SE, Rohlfing CL, Schmidt RL. Effects of
49 different rare Hb variants on HbA1c measurement in eight
methods. J Diabetes Sci Technol 2015;9:849–56.

8. Jaisson S, Leroy N, Meurice J, Guillard E, Gillery P. First evaluation
of Capillarys 2 Flex Piercing (Sebia) as a new analyzer for HbA1c
assay by capillary electrophoresis. Clin Chem Lab Med 2012;50:
1769–75.

9. Jaisson S, Leroy N, Guillard E, Desmons A, Gillery P. Analytical
performances of the D-100TM hemoglobin testing system (Bio-
Rad) for HbA1c assay. Clin Chem Lab Med 2015;53:1473–9.

10. John WG, Little R, Sacks DB, Weykamp C, Lenters-Westra E,
Hornsby T, et al. Multicentre evaluation of the premier Hb9210
HbA1c analyser. Clin Chem Lab Med 2015;53:319–27.

11. Lin M, Wang Q, Zheng L, Huang Y, Lin F, Lin CP, et al. Prevalence
and molecular characterization of abnormal hemoglobin in
eastern Guangdong of southern China. Clin Genet 2012;81:165–
71.

12. Zhang J, Li P, Yang Y, Yan Y, Zeng X, Li D, et al. Molecular
epidemiology, pathogenicity, and structural analysis of
haemoglobin variants in the Yunnan province population of
Southwestern China. Sci Rep 2019;9:8264.

13. AmericanDiabetes Association. 2. Classification anddiagnosis of
diabetes: standards of medical care in diabetes-2019. Diabetes
Care 2019;42:S13–8.

14. Roberts NB, Amara AB,Morris M, Green BN. Long-term evaluation
of electrospray ionization mass spectrometric analysis of
glycated hemoglobin. Clin Chem 2001;47:316–21.

15. Biroccio A, Urbani A, Massoud R, di Ilio C, Sacchetta P, Bernardini
S, et al. A quantitative method for the analysis of glycated and
glutathionylated hemoglobin bymatrix-assisted laser desorption
ionization-time of flight mass spectrometry. Anal Biochem 2005;
336:279–88.

16. Hattan SJ, Parker KC, Vestal ML, Yang JY, Herold DA, Duncan MW.
Analysis and quantitation of glycated hemoglobin by matrix
assisted laser desorption/ionization time of flight mass
spectrometry. J Am Soc Mass Spectrom 2016;27:532–41.

17. Xu A, Wang Y, Li J, Liu G, Li X, Chen W, et al. Evaluation of
MALDI-TOFMS for themeasurement of glycated hemoglobin. Clin
Chim Acta 2019;498:154–60.

18. Rohlfing C, Hanson S, Weykamp C, Siebelder C, Higgins T,
Molinaro R, et al. Effects of hemoglobin C, D, E and S traits on
measurements of hemoglobin A1c by twelve methods. Clin Chim
Acta 2016;455:80–3.

19. Bisse E, Huaman-Guillen P, Wieland H. Chromatographic
evaluation of minor hemoglobins: clinical significance of
hemoglobin A1d, comparison with hemoglobin A1c, and possible
interferences. Clin Chem 1995;41:658–63.

20. Shapiro R, McManus MJ, Zalut C, Bunn HF. Sites of nonenzymatic
glycosylation of human hemoglobin A. J Biol Chem 1980;255:
3120–7.

21. CastagnolaM, Caradonna P, Bertollini A, Cassiano L, Rossetti DV,
Salvi ML. Determination of the non-enzymatic glycation of
hemoglobin by isoelectrofocusing of its globin chains. Clin
Biochem 1985;18:327–31.

22. Weykamp C, Kemma E, Leppink S, Siebelder C. Glycation rate of
haemoglobins S, C, D, E, J and G, and analytical interference on
the measurement of HbA1c with affinity chromatography and
capillary electrophoresis. Clin Chem Lab Med 2015;53:e207–10.

23. Kleinert P, Schmid M, Zurbriggen K, Speer O, Schmugge M,
Roschitzki B, et al. Mass spectrometry: a tool for enhanceddetection
of hemoglobin variants. Clin Chem 2008;54:69–76.

Supplementary material: The online version of this article offers
supplementary material (https://doi.org/10.1515/cclm-2020-0724).

Xu et al.: Overcoming the effect of Hb variants on HbA1c 7

https://doi.org/10.1515/cclm-2020-0724


 

 
Supplementary Figure 1. Mass spectra results for samples with and without hemoglobin variants. 

(A) Normal α-chain and β-chain. (B) Hb E. (C) Hb J-Bangkok. (D) Hb G-Coushatta. (E) Hb 

G-Taipei. (F) Hb Q-Thailand. (G) Hb G-Honolulu. Arrows indicate the variant chains detected by 

QuanTOF. 

 



 

Supplementary Figure 2. Comparison of HbA1c values determined by Ultra2 and QuanTOF for 

samples with undetected variants by QuanTOF. (A) Hb E. (B) Hb G-Honolulu. HbA1c values 

obtained with both β- and α-glycation were compared with Ultra2 results. Left, β-glycation. Right, 

α-glycation. Top of each, linear regression. Bottom of each, Bland-Altman difference. Orange 

shaded region, 95% confidence interval. 


