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ABSTRACT

Background: Despite good glycaemic control (according
to the internationally accepted level of HbA1c < 7% (53.0
mmol/mol)) the incidence of macrosomia in pregnant
women with diabetes is still very high. We measured
HbA1c levels in each of the three trimesters of pregnancy
in a cohort of healthy women to determine whether the
upper reference level for good glycaemic control in diabetic
pregnant females should be lower than the internationally
accepted level. Secondly we investigated whether changes
in HbA1c values in the course of pregnancy are associated
with birth weight.

Methods: We determined HbA1c by high-performance
liquid chromatography in 103 healthy pregnant
women. The results were corrected with a method
which was certified by the National Glycohaemoglobin
Standardisation Program (NGSP) and standardised to the
Diabetes Control and Complication trial reference assay.
All women had a body mass index (BMI) < 30, none of
the women had diabetes in the family in the first and/or
second degree. The multiparous women had no history of
macrosomia or small for gestational age infants.

Results: In the first trimester mean + SD (range) HbA1c
(n=93) was 4.7 + 1.25% (277.9 + 13.7 mmol/mol) (3.9-5.4%
(19.1-35.5 mmol/mol)), in the second trimester (n=806)
4.6 £ 1.33% (26.8 £ 14.6 mmol/mol) (3.7-5.7% (16.9-38.8
mmol/mol)) and in the third trimester (n=71) 4.9 + 1.39%
(30.1 £ 15.2 mmol/mol) (4.0-6.0% (20.2-42.1 mmol/
mol)). The calculated upper reference HbA1c values for
the three trimesters were 5.4, 5.5 and 5.8% (35.5, 36.6 and
39.9 mmol/mol), respectively, compared with 6.5% (47.5
mmol/mol) in non-pregnant women in our hospital. We
found a significant correlation between the differences of
the first and second trimester HbA1c values and the birth
weight percentiles (r=-0.251; p=0.032). All 44 women with
a decrease in the HbA1c value from the first to the second

trimester had a birth weight percentile =go. In the 30
women with no change or an increase in the HbA1c value
from the first to the second trimester there was no relation
between HbA1c values and birth weight percentiles, but
seven of the 30 (23.3%) had a birth weight percentile of
> 9o.

Conclusions: HbA1c is lower in all three trimesters
of normal pregnancy compared with the level in
non-pregnant women, and the change in HbA1c from the
first to the second trimester predicts (the percentile of)
birth weight. This could implicate that in order to prevent
macrosomia in pregnant women with diabetes one should
aim at lower HbA1c levels than the internationally accepted
level, and at a decrease in HbA1c from the first to the
second trimester.
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INTRODUCTION

Despite good glycaemic control according to the
internationally accepted level of HbA1c < 7% (53.0 mmol/
mol) before and during pregnancy,’ the incidence of
macrosomia in women with diabetes is still very high:
48.8%.> Studies disclose that HbA1c levels in healthy
females are lower in pregnant than in non-pregnant
women. Mosca et al.4 reported in a population of 445
pregnant women without diabetes and in a control
group of 384 non-pregnant women a lower range in
pregnant women (4.0-5.0% (20.2-31.1 mmol/mol)) than
in non-pregnant women (4.8-6.2% (29.0-44.3 mmol/
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mol)). This might implicate that the accepted HbA1c level
in pregnancy for the prevention of macrosomia is too
high. However, studies show a discrepancy in the course
of HbA1c levels during the three trimesters of pregnancy.
Worth et al5 and Hashimoto et al.® found an increase,
Hartland et al.” and O’Kane et al.® reported no significant
change, and Hanson et al. and Gunter et al.™ found a
decrease. In a recent Japanese study Hiramatsu et al."
determined HbA1c in 574 pregnant and 32 non-pregnant,
healthy women. HbA1c was significantly lower in the
second (mean 4.9% (30.1 mmol/mol)) than in the first
trimester (mean 5.2% (33.3 mmol/mol)). Mean HbA1c in
the third trimester and in non-pregnant women was also
5.2% (33.3 mmol/mol), but the difference with the second
trimester was not significant. The reference intervals for
the groups were: 4.4-5.4% (24.6-35.5 mmol/mol), 4.7-5.7%
(27.9-38.8 mmol/mol), 4.6-5.8% (26.8-39.9 mmol/mol)
and 4.8-5.6% (29.0-37.7 mmol/mol), respectively.

There are several reports about the most important
trimester concerning diabetic control in relation to birth
weight. Gold et al.”> showed that birth weight, corrected for
gestational age, is best correlated with the HbA1c of o-12
weeks of gestational age in women with type 1 diabetes.
Page et al.” also suggest that macrosomia may be reduced
by tighter control of diabetes at conception and in the
first trimester but to a lesser extent during later stages
of pregnancy. Mello et al."+ found that only overall daily
glucose values = 95 mg/dl throughout the second and third
trimesters can avoid alterations in foetal growth. Kerssen et
al.’s reported that in a group of women with type 1 diabetes
extremely large for gestational age (LGA) infants at birth
were already large before the 3oth week of gestation. In
these early LGA infants (foetal growth parameters = 95
percentile at < 30 weeks of gestation and birth weight
percentile > 9o), the second trimester median glucose
level was significantly higher than those in the first and
third trimester.

We studied a cohort of healthy, non-diabetic, pregnant
women. We measured HbA1c in each trimester and
investigated the influence of the change in Hbaic levels
from one trimester to the other on birth weight percentiles.

MATERIALS AND METHODS

Patients

We investigated HbA1c levels in a group of healthy,
pregnant women who visited the Department of Obstetrics
of Leiden University Medical Centre for antenatal care
between November 2002 and October 2004. The
study was approved by the Ethics Committee of Leiden
University Medical Centre. All subjects gave written
informed consent. Excluded were women with: a body
mass index (BMI) before pregnancy of =30, diabetes

mellitus, a family history of diabetes in the first and/or
second degree, hypertension, known lipid disorders, renal
disease, use of corticosteroids, recurrent abortion, a history
of large for gestational age (birth weight = 4000 gram)
and of small for gestational age infants, pre-eclampsia,
preterm birth (< 34 weeks) and/or a stillbirth in a previous
pregnancy. From the 130 included women, 27 (mean +
SD age: 31.9 + 5.5 years and mean + SD BMI (n=I5): 22
+ 3) had to be withdrawn from the study: 7 due to twin
pregnancy, 3 due to missed abortion, 3 due to very preterm
delivery, 2 due to transfer to another hospital after the first
visit and one due to termination of pregnancy because
of trisomy 21. Although included, 11 women had no
HbA1c measurements taken at all. Nine women were
of non-Caucasian origin, but their characteristics were
similar to the whole group.

HbA1c levels were measured in each trimester of
pregnancy in the remaining 103 women (mean = SD
age: 31.4 + 5.2 years and mean + SD BMI (n=90): 23 + 3):
between 10-14 weeks, between 24-26 weeks and between
34-36 weeks in the first, second and third trimester of
pregnancy, respectively. From the patients who did not
complete the three measurements 77 delivered preterm,
and in 39 cases blood was not sampled for logistic reasons.
Overall, 57 women had three values measured, 34 two and
12 only one. HbA1c values of one woman (4.5, 4.7 and 5.4%
(25.7, 27.9 and 35.5 mmol/mol), respectively) were kept out
of the analysis, because she had a severely dysmature baby
due to multiple congenital malformations at birth.
Between 32-36 weeks an ultrasound was performed to
determine foetal growth parameters. Macrosomia was
diagnosed in case of a discrepancy between foetal head
(HC) and abdominal circumference (FAC) measurements:
HC conform P50 and FAC > Pgo.

Records were kept of gestational age at time of delivery,
birth weight, birth weight percentile (according to Dutch
growth charts™), sex, mode of delivery and complications
during delivery.

Analysis

We determined HbA1c levels by high-performance liquid
(cation exchange) chromatography. The results were
corrected with those of a boronate affinity chromatography
the
Glycohaemoglobin Standardisation Program (NGSP) and

method which was certified by National
standardised to the Diabetes Control and Complication
trial reference assay. The HbA1c level is given in % and
SI units (mmol/mol). Pearson correlation coefficient was
used to compare HbA1c levels in each trimester with birth
weight percentiles. We calculated differences in HbA1c
level between the first and second trimester, the first and
third trimester, and the second and third trimester. We
compared those differences with birth weight percentiles
using the Pearson correlation coefficient.
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RESULTS

HbA1c levels were normally distributed in each trimester.
In the first trimester mean + SD (range) HbA1c (n=93)
was 4.7 + 1.25% (27.9 + 13.7 mmol/mol) (3.9-5.4% (19.1-35.
5 mmol/mol)), in the second trimester (n=86) 4.6 + 1.33%
(26.8 + 14.6 mmol/mol) (3.7-5.7% (16.9-38.8 mmol/mol))
and in the third trimester (n=71) 4.9 + 1.39% (30.I + 15.2
mmol/mol) (4.0-6.0% (20.2-42.1 mmol/mol)). In the group
that completed the three measurements (n=57), the values
were identical: in the first trimester 4.7 + 1.24% (27.9
13.6 mmol/mol) (3.9-5.3% (19.1-34.4 mmol/mol)), in the
second trimester 4.5 + 1.28% (25.7 + 14.0 mmol/mol)
(3.7-5.4% (16.9-35.5 mmol/mol)) and in the third trimester
4.8 £1.35% (29.0 £ 14.8 mmol/mol) (4.0-6.0% (20.2-42.1
mmol/mol)). We calculated the reference interval by
2 x SD which includes > 95% of
all measurements. The reference interval was 4.2-5.4%

+

taking the mean

(22.4-35.5 mmol/mol) for the first, 3.9-5.5% (19.1-36.6
mmol/mol) for the second and 4.1-5.8% (21.3-39.9 mmol/
mol) for the third trimester.

The distribution of birth weight percentiles was normal.
We found no correlation between BMI before pregnancy,
HbA1c value in each trimester and birth weight percentile
(table 1).

There was a significant correlation between differences
of the first and second trimester HbA1c values and birth
weight percentiles (table 1: r=-0.251; p=0.032; figure 1).
We found no correlation between differences of the first
and third trimester and of the second and third trimester
HbA1c levels and birth weight percentiles (table 1). All
44 women with a decrease in HbA1c from the first to the
second trimester had a birth weight percentile < go. In the
30 women with no change or an increase in HbA1c from
the first to the second trimester, no relation was found
between HbA1c and birth weight percentile, but seven of
30 infants (23.3%) had a birth weight percentile of > 9o
(table 2).

Table 1. Pearson correlation of different parameters with
birth weight percentiles
Parameters Pearson p (2 tailed)
correlation
coefficient
BMI (before pregnancy) 0.139 0.206
HbA1c 18t trimester -0.030 0.978
HbA1c 2nd trimester 1.129 0.248
HbA1c 3rd trimester -0.620 0.614
Difference 1st — 2nd trimester HbA1c -0.251 0.032%
Difference 1st — 3rd trimester HbA1c 0.051 0.245
Difference 2nd — 3rd trimester HbA1c 0.I5I 0.696
*Correlation is significant at the o.05 level (2 tailed).

Figure 1. Difference in % HbAic levels from first to
second trimester related to birth weight percentile
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Table 2. Changes in HbAic levels from first to second
trimester related to birth weight percentiles
Percentile HbA1c HbA1c HbA1c Total
decrease the same increase
N (%) N (%) N (%) N (%)
<23 2 2
(roo%) (roo%)
>2.35 1 1
(r00%) (r00%)
> §5-10 3 3
(100%) (100%)
> 10-25 5 I I
(71.4%) (14.3%) (14.3%) (r00%)
> 25-50 4 3 8 25
(56.0%) (12.0%) (32.0%) (100%)
>50-75 9 3 3 15
(60%) (20.0%) (20.0%) (100%)
>75-90 10 4 14
(71.4) (28.6%) (100%)
>90-95 I 2 3
(33-3%) (66.7%) (r00%)
>95-97-5 I I
(100%) (100%)
> 975 I 2
(33-3%) (66.7%) (100%)
Total 44 9 21
(59.5%) (12.2%) (28.4%) 100%

All measurements were similar with and without those of
the nine women of non-Caucasian origin in our sample.
All women had an ultrasound estimation of the foetal
weight between 32 and 36 weeks. None of the ultrasounds
showed signs of macrosomia.

DISCUSSION

We found a lower upper reference HbA1c level in each
trimester of pregnancy compared with the upper reference
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HbAi1c value of 6.5% (47.5 mmol/mol) in non-pregnant,
non-diabetic women in our hospital. The level increases
from 5.4% (35.5 mmol/mol) in the first trimester and 5.5%
(36.6 mmol/mol) in second trimester to 5.8% (39.9 mmol/
mol) in the third trimester, but never reaches 6.5% (47.5
mmol/mol). These upper reference values indicate that the
internationally accepted levels of good control for diabetic
pregnant women (< 7% (53.0 mmol/mol)) may be too high.
To our knowledge this is the first time that a relation
between a change in HbA1c and birth weight has been
found in healthy, non-diabetic, pregnant women. This
means that change in HbA1c level as a reflection of change
in mean blood glucose value from the first to the second
trimester of pregnancy is an important determinant of
the ultimate birth weight. The decrease in HbA1c from
the first to the second trimester found by Hiramatsu et
al." supports the importance of our data. These findings
could implicate that a change in glucose levels from the
first to the second trimester of pregnancy is critical to
prevent LGA and macrosomic babies in pregnant women
with diabetes. Kerssen et al.s investigated a group of
women with type I diabetes with a continuous glucose
monitoring system (CGMS) to assess the relationship
between 24-hour diurnal glucose profiles in all three
trimesters of pregnancy and infant birth weight. The
diurnal glucose profiles show that mothers of early LGA
infants (< 30 weeks) had elevated glucose levels for most
of the day during the second trimester (p< 0.05). Within
the group of women with early LGA infants, the second
trimester median glucose level was significantly higher
than that in the first and third trimester. These data
support our findings concerning the importance of the
second trimester glucose level in preventing macrosomia at
birth. However, a more tight glycaemic control in diabetic
pregnancy goes hand in hand with an increasing incidence
of severe hypoglycaemia, especially in the first trimester of
pregnancy.”’

We conclude that the upper reference levels of HbA1c in
the three trimesters of pregnancy in healthy, non-diabetic
women are lower (5.4, 5.5 and 5.8% (35.5, 36.6 and 39.9
mmol/mol), respectively) than the level of 6.5% (475
mmol/mol) in our hospital in healthy, non-pregnant
women. The course of HbA1c during pregnancy, especially
the change from the first to the second trimester, seems to
be important in predicting birth weight.

Good glycaemic control in diabetic pregnancy before and
in the first trimester of pregnancy is necessary for the
prevention of congenital malformations.

Special attention may also be needed for the blood glucose
level in the second trimester and the change in blood
glucose from the first to the second trimester in preventing
macrosomia. However, until now it is difficult to achieve

this desired normoglycaemia in diabetic pregnancy without
an increase in severe hypoglycaemia.

More investigation is needed to confirm that besides the
absolute level of HbA1c, macrosomia in diabetic pregnancy
is also related to a change in the course of HbA1c during
pregnancy and especially to an increase in HbA1c from the
first to the second trimester.

REFERENCES

1. American Diabetes Association. Diagnosis and classification of diabetes
mellitus. Diabetes Care. 2012;35(Suppl.1):S64-S71.

2. Evers IM, De Valk HW, Mol BW, Ter Braak EW, Visser GH. Macrosomia
despite good glycaemic control in Type | diabetic pregnancy; results of
a nationwide study in the Netherlands. Diabetologia. 2002;45:1484-9.

3. Radder J.K., Van Roosmalen J. HbA1c in healthy pregnant women. Neth
) Med. 2005;63:256-9.

4. Mosca A, Paleari R, Dalfra MG, et al. Reference intervals for haemoglobin
Aic in pregnant women: data from an Italian multicenter study. Clin
Chem. 2006;52:1138-43.

5. Worth R, Potter JM, Druty |, Fraser RB, Cullen DR. Glycosylated
haemoglobin in normal pregnancy; a longitudinal study with two
independent methods. Diabetologia. 1985;28:76-9.

6. Hashimoto K, Noguchi S, Morimoto Y, et al. A1C but not serum glycated
albumin is elevated in late pregnancy owing to iron deficiency. Diabetes
Care. 2008;31:1945-8.

7. Hartland A}, Smith JM, Clark PM, Webber |, Chowdhury T, Dunne F.
Establishing trimester- and ethnic group-related reference changes for
fructosamine and HbAic in non-diabetic pregnant women. Ann Clin
Biochem. 1999; 36:235-7.

8. O’Kane MJ, Lynch PL, Moles KW, Magee SE. Determination of a diabetes
control and complications trial — aligned HbA(ic) reference range in
pregnancy. Clinica Chim Acta. 2001;311:157-9.

9. Hanson U, Hagenfeldt L, Hagenfeldt K. Glycosylated hemoglobins in
normal pregnancy; sequential changes and relation to birth weight.
Obstet Gynecol. 1983;62:741-4.

. Giinter HH, Ritter C, Reinhardt W, Strahl B, Niesert S, Mitzkat H). Der
einfluss der nichtdiabetischen Schwangerschaft auf die fructosamin- und
HbA1c-konzentration. Z Geburtshilfe Neonatol. 1995;199:148-55.

1. Hiramatsu Y, Shimizu I, Omori Y, Nakabayashi M. Determination of
reference intervals of glycated albumin and hemoglobin Aic in healthy
pregnant Japanese women and analysis of their time courses and
influencing factors during pregnancy. Endocr ). 2012;59:145-51.

. Gold AE, Reilly R, Little J, Walker |D. The effect of glycemic control in the
pre-conception period and early pregnancy on birth weight in women with
IDDM. Diabetes Care. 1998;21:535-8.

Page RC, Kirk BA, Fay T, Wilcox M, Hosking D), Jeffcoate WJ. Is
macrosomia associated with poor glycaemic control in diabetic
pregnancy. Diabet Med. 1996;13:170-4.

. Mello G, Parretti E, Mecacci F, et al. What degree of maternal metabolic
control in women with type | diabetes is associated with normal body
size and proportions in full-term infants? Diabetes Care. 2000;23:1494-8.

Kerssen A, de Valk HW, Visser GHA. Increased second trimester maternal
glucose levels are related to extremely large-for-gestational-age infants in
women with type 1 diabetes. Diabetes Care. 2007;30:1069-74.

. Kloosterman GJ. On intra-uterine growth. Int | Gynecol Obstet.
1970;8:895-912.

Evers I.M, Ter Braak EW, De Valk HW, Van der Schoot B, Janssen N, Visser
GH. Risk indicators predictive for severe hypoglycemia during the first
trimester of type 1 diabetic pregnancy. Diabetes Care. 2002;25:554-9.

Versantvoort, et al. HbA1c in non-diabetic pregnancy.

JANUARY 2013, VOL. 71, NO 1

25



