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Results: In this study population (age: 46.1 £11.9 years; female: 62%;
Ghana-rural: 1111; Ghana-urban: 1455; Europe: 3332), 9.2% had diabetes
with adult-onset. GAD65Ab concentrations were the highest in Ghana-rural
(32.4; 10.8-71.3 U/mL), followed by Ghana-urban (26.0; 12.3-49.1 U/mL) and
Europe (11.9; 3.0-22.8 U/mL) with no differences between European cities.
These distributions were similar for ZnT8Ab. Current fever, history of fever,
and higher concentrations of liver enzymes marginally explained site-specific
GADG65ADb concentrations. GAD65ADb positivity was as frequent in diabetes as
in nondiabetes (5.4% vs 6.1%; P = .25). This was also true for ZnT8AD positivity.
Conclusion: Geographic location determines the occurrence of GAD65Ab and
ZnT8ADb more than the diabetes status. Beta-cell autoimmunity may not be
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1 | INTRODUCTION
Diabetes mellitus (henceforth, diabetes) constitutes a
major challenge for international health. According to
the World Health Organization (WHO), the number of
adults with diabetes has doubled to 422 million between
1980 and 2014." While this rapid increase has largely
been attributed to the emergence of type 2 diabetes in
low- and middle-income countries, the distinction be-
tween the major diabetes subtypes is not trivial. This
might be particularly true for Africans in their country of
origin and for African migrants in Europe; both groups
are disproportionately affected by diabetes.” Con-
ventionally, the disease etiology determines diabetes
subclassification and disease management.” Type 1 dia-
betes is characterized by beta-cell destruction and auto-
immunity, and type 2 diabetes results from insulin
resistance and/or insulin secretory defects.” However,
there is an overlap between these subtypes. In many non-
African populations, 5% to 10% of persons classified as
type 2 diabetes are positive for autoantibodies directed
against the beta-cell autoantigen, glutamic acid dec-
arboxylase 65 (GAD65Ab); this subgroup has been
named latent autoimmune diabetes in adults (LADA)."
Moreover, even newer subtypes of adult-onset diabetes
have been proposed, including an adult autoimmune
subtype.” Thus, GAD65ADb are established sensitive and
specific biomarkers of autoimmunity for newly diagnosed
type 1 diabetes (T1D) at a young age and for adult-onset
autoimmune diabetes,”” including LADA.

The occurrence of GAD65Ab constitutes an essential
decision criterion for diabetes management,” predicts

feasible to differentiate diabetes subgroups in this population.

diabetes mellitus, Ghana, glutamic acid decarboxylase autoantibodies, migration,
zinc transporter-8 autoantibodies

the rate of C-peptide loss and the need for insulin
treatment.'” Still, the utility of GAD65AD for the identi-
fication of autoimmune diabetes for both, Africans in
their home country and African migrants in Europe, has
rarely been addressed. The few previous studies may not
reflect the populations’ health care needs, because these
were not population-based samples.''”

Therefore, we aimed at determining the population-
specific GAD65ADb prevalence as a marker for autoimmune
diabetes among a representative sample of Ghanaian
adults, and identifying the relationships with geographic
location, sociodemographic and clinical factors.

2 | MATERIALS AND METHODS

2.1 | Study design and study population
The study protocol and procedures of the Research on
Obesity and Diabetes among African Migrants (RODAM)
study have been published elsewhere.'” In brief, this mul-
ticenter cross-sectional study was conducted among
Ghanaian adults (N = 6385; age range, 25-70 years) in rural
Ghana, urban Ghana, and Europe (Amsterdam, London,
and Berlin) between July 2012 and September 2015. Re-
sponse rates were 76% in rural Ghana, 74% in urban Ghana,
53% in Amsterdam, 75% in London, and 68% in Berlin.'*
All blood samples were collected, handled, processed,
and stored according to standardized procedures and were
analyzed in the same laboratory in Berlin (Charité). In this
cross-sectional study, diabetes was defined as fasting
plasma glucose (FPG)>7.0mmol/L or documented
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glucose-lowering medication or self-reported diabetes.
Medical history, lifestyle, and socioeconomic factors were
recorded either by an ethnically matched staff in
questionnaire-based interviews or by self-report.

2.2 | Ethics statement

The RODAM study was conducted according to the
guidelines laid down in the 1964 Declaration of Helsinki
and its later amendments. All procedures involving
human subjects were reviewed and approved by the
respective ethics committees in Ghana, the Netherlands,
the United Kingdom, and Germany. Written informed
consent was obtained from all participants.

2.3 | Questionnaire-based interviews
Sociodemographic data were collected as previously
described'” and included age, sex, length of stay in
Europe, and educational level. Self-reported medical
history included age at diabetes diagnosis, family history
of diabetes, type of diabetes medication (lifestyle, oral,
insulin), insulin treatment immediately at diabetes diag-
nosis, insulin treatment within 6 months after diabetes
diagnosis, current fever, and history of fever within the
last 2 weeks. Smoking was categorized into current and
former smokers or nonsmokers.

24 | Anthropometric measurements
Anthropometric measures were taken in light clothing
without shoes and to the nearest decimal. Weight was
assessed with a person scale (SECA 877; SECA, Germany)
and standing height with a portable stadiometer (SECA
217; SECA, Germany). Waist circumference was measured
with a measuring tape. Body mass index (BMI) was
calculated as weight (kg) divided by height (m?).

2.5 | Biological sample processing and
clinical biomarkers

Fasting venous blood samples were collected and ali-
quoted immediately after collection according to standard
operating procedures and temporarily stored at —20°C.
First early morning urine was collected. The separated
blood samples and urine samples were stored at —80°C.
FPG, C-reactive protein (CRP), liver enzymes (aspartate
aminotransferase [ASAT], alanine aminotransferase
[ALAT], y-glutamyltransferase [GGT]), and biomarkers of

Open Access,

kidney function (creatinine and urinary albumin) were
measured using an ABX Pentra 400 Chemistry Analyzer
(HORIBA ABX, Montpellier, France). For diabetes defi-
nition, we applied FPG because of the questionable utility
of HbAlc in populations with frequent hemoglobino-
pathies and conditions that reduce erythrocyte lifespan.
The estimated glomerular filtration rate (eGFR; mL/min/
1.73 m?) was calculated using the abbreviated Modification
of Diet in Renal Disease (MDRD) formula: 186 X (creati-
nine in mg/dL) — 1.154 X (age in years) — 0.203 X (0.742, if
female) x (1.212, if African). Insulin concentrations were
assessed using the Mercodia ELISA kit (Mercodia,
Uppsala, Sweden) with a lower detection limit of 76 pmol/L.
HbA1lc (mmol/mol) was determined using the TOSOH G8
HPLC Analyzer (TOSOH Bioscience, Tokyo, Japan).

2.6 | Measurements of beta-cell
autoantibodies

GADG65ADb was analyzed in all 5898 samples by radi-
oligand binding assay (RBA) as previously described.”
Antibody levels were expressed as a relative index to
correct for inter-assay variation using the WHO stan-
dard for GAD65Ab.'® To determine the relative index,
positive and negative control samples were included in
all assays. The assay showed 70% sensitivity and 98%
specificity for GAD65AD in the International Combined
Autoantibody Workshop.'” For statistical analyses and
comparability, the index was translated into U/mL
(Index 1 =1000 U/mL).

To establish specific cut-off values for GAD65Ab posi-
tivity in this population, we refrained from using arbitrary
cut-offs that are highly laboratory specific. Rather, a com-
petition assay was performed in 59 participants in Ghana
without diabetes and in 58 participants in Europe without
diabetes, employing recombinant human (rh) GAD65
(Diamyd Medical, Sweden).'® The samples were incubated
with [**S]-GAD65 in the absence or presence of rhGAD65
(200 ng/mL). Samples whose binding to [*°S]-GAD65 were
reduced by 40% in the presence of rhGAD65 were con-
sidered as having specific GAD65Ab (true positive)
(Figure S1). This binding strength was achieved at higher
GADG65ADb concentrations in samples from Ghana than in
samples from Europe, and was set as the gold standard in
subsequent receiver operating characteristic analysis
(Figure S2). At 78% sensitivity and 70% specificity, the
GADG65AD cut-offs were 121 and 97 U/mL for the Ghanaian
and European study sites, respectively.

In subsamples, we assessed the robustness of
GADG65ADb detection using alternative laboratory methods
(Table S1). These methods used for GAD65ADb detection
include (a) enzyme-linked immunosorbent assay (ELISA)
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using a kit by Kronus (Boise) (n = 124), (b) ELISA using a
kit by DRG International Inc (n =84), and (c) luciferase
immunoprecipitation system (LIPS) (n = 140) performed
in an independent laboratory at Helmholtz Centre
Munich, Germany.” Also, we measured zinc transporter-8
autoantibody (ZnT8Ab) as a novel marker for autoimmune
diabetes. ZnT8Ab was measured under similar conditions as
described for GAD65Ab with constructs containing the cy-
tosolic segments (aa268-369) encoding the aa325 codon
variants, CGG (T) and TGG (W). Results for ZnT8Ab were
converted into arbitrary units by extrapolation using a
pan-reactive positive serum from a patient with T1D with
designated 1000 arbitrary units. Cut-off was set at 10 U/mL
for autoantibodies to ZnT8R and 18 U/mL for ZnT8W based
on the 98th percentile observed in 162 individuals without
diabetes.

Lastly, isotype-specific identification of immunoglobulins
(Ig) was performed using an ELISA (Bio-Rad) in 316 samples
(rural Ghana: n = 124; Europe: n=192) to account for iso-
type shifts during different phases of the humoral immune
response. Specifically, we measured total IgG 1, 2, 3, 4, IgE,
IgA, and IgM. This analysis was performed because the RBA
for GADG65Ab measurement does not discriminate
GADG65AD of different Ig isotypes.

2.7 | Statistical analysis

Figure S3 shows the flow chart of imputed data, resulting
in a final analytical sample size of 5898 participants.
Multiple imputations were applied to estimate the
missing values (n=10; discriminant fully conditional
specification method; relative efficiency: 97%-99%). The
characteristics of the study population are presented as
mean + standard deviation for normally distributed con-
tinuous variables, as median (interquartile range [IQR])
for non-normally distributed continuous variables, and as
the number of individuals (percentage) for categorical
data. Comparisons across study sites and by diabetes
status were made by Student's ¢ test, the Wilcoxon rank-
sum test, and y” test, respectively. Spearman correlations
were used to investigate the relationships of GAD65Ab
concentrations between different assays and with differ-
ent isotypes. Next, we examined associations of place of
residence, sociodemographic and clinical factors with
GADG65AD concentrations. Linear regression models were
used to calculate adjusted means of GAD65Ab con-
centrations with their 95% confidence intervals. Study
site and length of stay in Europe were included as im-
portant sociodemographic factors. Clinically relevant
factors comprised duration of diabetes and insulin treat-
ment. Particularly, we hypothesized that infectious
agents may serve as potential environmental triggers for
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islet autoimmunity''***' and explored the following

factors: CRP, current fever, history of fever in the past
2 weeks, ALAT, ASAT, ASAT-ALAT ratio, GGT, eGFR,
and urinary albumin. The regression models were ad-
justed for age and sex (model 1), and additionally for
education, BMI, waist circumference, and smoking status
(model 2). In model 3, we further included infection-
related factors to assess whether they will mitigate the
differences in GAD65Ab concentrations between study
sites. By using a sensitivity analysis, we repeated the
comparison by place of residence and diabetes status
excluding individuals with self-reported diabetes.

All analyses were performed using SAS 6.1 (SAS In-
stitute Inc, Cary) and a 2-sided P < .05 was considered
statistically significant.

3 | RESULTS

3.1 | General characteristics

Table S2 displays the characteristics of the study popula-
tion according to sex and place of residence. The mean age
of the study population was 46.1+11.9 years and the
majority was female (62%). Individuals in Europe were
mainly first-generation migrants (98%) and their mean
length of stay in Europe was 17.3 + 8.8 years. Most parti-
cipants had a lower or intermediate education (71%) and
worked in manual jobs (68%). With regard to diabetes, the
crude prevalence was 9.2% in the total study population,
and the vast majority had an adult disease onset (median:
48 years; IQR: 40-54 years). Diabetes was more common in
men than in women (11% vs 8%), and more frequent in
migrants than in nonmigrants (Europe: 11%, urban
Ghana: 9%, rural Ghana: 5%). More than two-thirds
(69%) were reported to have diabetes, and 58% had an
FPG > 7 mmol/L. The median duration of diabetes was
5.0 years (IQR: 1.0-11.0 years) and this was similar be-
tween study sites. Fifty-four percent of the diabetes
patients received medication: oral glucose-lowering drugs
(80%), lifestyle therapy (55%), and insulin treatment (15%).

3.2 | GADG65AD across study sites

Figure 1 shows that individuals in rural Ghana had the
highest GAD65Ab concentrations (median: 32.4; IQR:
10.8-71.3 U/mL), followed by urban Ghana (median: 26.0;
IQR: 12.3-49.1 U/mL; P=.002) and Europe (median: 11.9;
IQR: 3.0-22.8 U/mL; P < .0001). No differences in GAD65Ab
concentrations were seen between Amsterdam (median:
12.7; IQR: 4.2-23.0U/mL), London (median: 8.4; IQR:
0.3-20.2 U/mL) or Berlin (median: 15.9; IQR: 7.4-26.1 U/mL).



Immunity, Inflammation and Disease

303
-WI1 LEY—I—

HAMPE ET AL.
2500 A
g
~ - *
= 2000
g v
§ 1500 v teeq?
§ v ‘:o
c i v *
S 1000 - . v
g %" A MOAAMEIRY X3ad
) . A4 v Co?
(7] A vy T4
Q 500 L \ fa 00..0
< * ¢ KL
0 L X . n A“AA W
spdMe  Eggun % v
ol o =X ks
L] L] L] L] L]
é@o & 0@‘? 0@"”
& Vv >
& & &
\a S &
FIGURE 1 GAD65ADb concentrations (U/mL) in 5898

participants by study site

Therefore, we combined the European study sites in
the following analyses. Correspondingly, the proportions
of individuals with GAD65Ab positivity was the highest
in rural Ghana, followed by urban Ghana and Europe
(Table 1).

The results obtained by the Kronus ELISA in
124 samples were similar to the RBA-based measurements:
the median GAD65Ab concentrations for Ghana and for
Europe were 64.5U/mL (IQR: 54.9-101.8U/mL) and
58.5 U/mL (IQR: 53.2-68.9 U/mL; P =.069), respectively.

The Pearson correlation between the Kronus ELISA and
the RBA was r=.49 with P <.0001. For the DRG ELISA
and the LIPS analysis, we cannot comment on site-specific
results, because these assays were only performed in sam-
ples from rural Ghana and Berlin, respectively (Table S1).

TABLE 1 Proportions of GAD65ADb

positivity by diabetes status and study site
Main analysis”

Total

Rural Ghana
Urban Ghana
Europe

Sensitivity analysis®
Total
Rural Ghana
Urban Ghana
Europe
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FIGURE 2 ZnT8Ab concentrations (U/mL) in 146
participants from Europe and 141 participants from Ghana. Median
binding and standard deviations are indicated

Yet, as shown in Figure 2, ZnT8Ab concentrations were
also significantly higher in Ghana than in Europe
(P <.0001). ZnT8AD correlated moderately with GAD65Ab
concentrations (r=.24; P <.0001).

3.3 | Immunoglobulin isotypes and IgG
subclasses

The additional isotype analyses revealed that the most
prevalent serum autoantibody isotype in all study sites
was IgG, with IgG1 being the major subclass (Figure S4).
IgG1 concentrations in samples from Ghana (median
13.4; IQR: 10.9-16.7 mg/mL) were significantly higher

compared with those from Europe (median: 11.7;
N No diabetes (%) Diabetes (%) P value
5898 6.1 5.4 479
1111 13.9 14.3 941
1455 8.3 8.9 .824
3332 2.4 2.6 .826
5539 6.1 5.5 728
1082 13.9 14.8 .896
1377 8.3 8.8 .907
3080 2.4 1.0 .380

*For the main analysis, diabetes was defined as greater than or equal to 7 mmol/L or use of
glucose-lowering medication or self-reported diabetes. For the sensitivity analysis, we excluded

self-reported diabetes.
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IQR: 9.5-13.6 mg/mL; P < .0001 and Figure S5). This was
also true for IgM (0.56 vs 0.38 mg/mL; P <.0001) and
IgE concentrations (0.20 vs 0.15mg/mL; P <.0001;
Figure S5). The correlations for GAD65Ab concentrations
with Ig isotypes and IgG subclasses are presented in
Figure S6. IgM, IgG, and IgE levels correlated with
GADG65AD concentrations in the 316 samples analyzed
for all four parameters. However, when stratified by
study site, only IgM levels correlated with GAD65Ab
concentrations and only in Ghana (r=.28; P =.002).
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3.4 | Factors related to GAD65Ab
concentrations

Taken together, GAD65ADb, IgG1, IgE, and IgM concentra-
tions were significantly higher in Ghana than in Europe.
These observations and the fact that other markers of in-
fection were the highest in rural Ghana (Table S2) gave
rise to the hypothesis that GAD65Ab might be related to
an infectious environment. In Table 2, we present the
means of GAD65ADb concentrations, adjusted for important

Adjusted means for GAD65Ab concentrations (U/mL) according to sociodemographic and clinical factors

Adjusted means in U/mL
(95% CI): model 2

Adjusted means in U/mL
(95% CI): model 3

TABLE 2
Adjusted means in U/mL
Infection-related factor N (95% CI): model 1
Study site 5898
Rural Ghana 1111 85.0 (78.3, 91.7)*
Urban Ghana 1455 58.2 (52.3, 64.2)
Europe 3332 22.0 (18.2, 25.9)

85.4 (76.5, 94.3)
61.4 (53.9, 68.9)
26.8 (21.3, 32.3)

84.0 (74.9, 93.1)*
60.7 (53.1, 68.3)
27.3 (21.7, 32.8)

Length of stay in Europe, y = 3332

<10 708 22.3 (18.2, 26.5)
11-20 1431 21.7 (18.9, 24.6)
21-30 973 19.9 (16.4, 23.5)
>30 220 25.0 (17.4, 32.5)
Duration of diabetes, y 541
<2 142 31.2 (12.7, 49.7)
2-5 114 30.9 (10.6, 51.1)
5-10 118 30.9 (10.9, 50.9)
10-20 115 40.0 (19.6, 60.4)
>20 52 55.6 (25.8, 85.8)
Insulin treatment 541
No 459 34.0 (23.8, 44.2)
Yes 82 42.1 (18.1, 66.0)
C-reactive protein, mg/L 5898
<3.0 1680 45.8 (40.2, 51.4)
3.0-4.9 3385 40.3 (36.3, 44.3)
5.0-9.9 488 44.8 (34.4, 55.2)
>10.0 345 43.6 (21.3, 56.0)
Current fever 5898
No 5611 41.2 (38.1, 44.3)*
Yes 287 68.2 (54.7, 81.7)

Hx fever in the past 2wk 5898

No 4997 39.7 (36.4, 42.9)*

Yes 901 58.9 (51.2, 66.6)
ALAT, U/L 5898

Tertile 1 (<16.3) 1977 40.9 (35.5, 46.3)

Tertile 2 (16.4-23.0) 1953 43.9 (38.7, 49.2)

Tertile 3 (>23.1) 1969 42.5 (37.3, 47.6)

22.8 (17.9, 27.7)
22.4 (18.6, 26.1)
20.5 (16.4, 24.6)
25.4 (17.6, 33.2)

28.1 (6.8, 49.3)
26.1 (3.3, 49.4)
26.4 (3.8, 49.0)
34.7 (11.7, 57.7)
50.5 (18.3, 82.8)

38.7 (13.1, 64.2)
29.0 (14.0, 44.0)

39.7 (32.6, 46.7)
41.1 (35.4, 46.8)
49.9 (38.7, 61.1)
46.4 (33.5, 59.4)

40.9 (35.9, 46.1)*
61.5 (47.3, 75.6)

40.1 (34.9, 45.3)*
52.8 (43.9, 61.6)

37.9 (31.2, 44.7)
43.4 (36.7, 50.0)
43.5 (37.0, 50.1)
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TABLE 2 (Continued)
Adjusted means in U/mL
Infection-related factor N (95% CI): model 1
ASAT, U/L 5898
Tertile 1 (<27.6) 1976 29.8 (24.1, 34.9)*
Tertile 2 (27.7-36.1) 1960 42.0 (36.8, 47.2)
Tertile 3 (>36.2) 1962 54.4 (49.3, 59.5)
ASAT/ALAT 5898
<1.0 434 28.4 (14.5, 39.3)*
>1.0 5464 43.7 (40.5, 46.9)
GGT, U/L 5898
Tertile 1 (<25.3) 1971 42.3 (36.9, 47.7)
Tertile 2 (25.4-37.5) 1965 47.0 (41.8, 52.2)
Tertile 3 (>37.6) 1962 38.4 (33.3, 43.6)
MDRD-eGFR, mL/min/ 5898
1.73 m?
Tertile 1 (<0.48) 1967 42.3 (36.9, 47.7)
Tertile 2 (0.49-0.57) 1965 40.0 (34.8, 45.2)
Tertile 3 (>0.58) 1966 45.1 (39.8, 50.4)
Urinary albumin, mg/L 5898
0-19.9 5014 42.5 (39.2, 45.8)
20.0-29.9 277 47.9 (34.2, 61.6)
>30.0 607 39.5 (30.3, 48.8)

Open Access,

Adjusted means in U/mL
(95% CI): model 2

Adjusted means in U/mL
(95% CI): model 3

32.1 (25.5, 38.7)"
412 (34.5, 47.8)
51.9 (45.3, 58.3)

33.6 (21.9, 45.4)
42.4 (37.2, 47.5)

39.3 (32.5, 46.1)
46.3 (39.6, 53.0)
39.9 (33.5, 46.4)

43.0 (36.3, 49.8)
39.8 (33.3, 46.3)
42.3 (35.6, 49.1)

41.3 (36.1, 46.6)
49.7 (35.6, 63.9)
40.9 (30.9, 51.0)

Note: Model 1: linear regression adjusted for age and sex; model 2: linear regression adjusted for age, sex, educational level, smoking status, body mass index,
and waist circumference; model 3: linear regression adjusted for all factors in model 2 and markers of infection.
Abbreviations: ALAT, alanine aminotransferase; ASAT, aspartate aminotransferase; CI, confidence interval; eGFR, estimated glomerular filtration rate; GGT,

v-glutamyltransferase; MDRD, Modification of Diet in Renal Disease.
*P <.05 for trend.

sociodemographic and clinical factors. Residence in rural
Ghana remained associated with higher GAD65Ab con-
centrations, followed by urban Ghana and Europe. For
infection-related factors, GAD65Ab concentrations were
higher in individuals who had fever or reported a history of
fever within the past 2 weeks. Also, higher concentrations
of ASAT were associated with higher GAD65Ab con-
centrations. Further, the concentrations of CRP, ALAT, and
ASAT tended to be directly associated with GAD65Ab
concentrations (Table 2). No other clinically relevant fac-
tors, such as insulin treatment and the duration of diabetes,
were associated with GAD65Ab concentrations. The dif-
ferences in GAD65Ab concentrations between study sites
remained when infection-related factors were added as
potential explanatory variables to sociodemographic and
anthropometric factors.

3.5 | GADG65AD by diabetes status

Table 1 also presents the proportions of GAD65Ab-positive
individuals according to diabetes status. In the present

study population, 5.4% of the individuals in the group with
adult-onset diabetes were GADG65Ab-positive, while the
proportion of GAD65Ab positivity was 6.1% in the non-
diabetes group (P = .48). In addition, there were no differ-
ences per study site in GAD65Ab positivity between
diabetes and nondiabetes groups. These findings were
confirmed when excluding participants with self-reported
diabetes (Table 1, bottom panel). The GAD65Ab con-
centrations by diabetes status obtained by the Kronus
ELISA and by the DRG ELISA are shown in Figure 3, and
were similarly distributed between individuals with or
without diabetes. Also, the LIPS analysis showed similar
concentrations of GAD65Ab for individuals with and
without diabetes (median: 1.2 U/mL; IQR: 0.0-4.8 U/mL vs
median: 0.9U/mL; IQR: 0.0-40U/mL; P=.62). This
translated into 11% (8 out of 70) GAD65Ab-positive in-
dividuals in the diabetes group and 10% (7 out of 70)
GADG65ADb-positive participants in the nondiabetes group
(P =.79). For Ig isotypes and IgG subclasses, there were no
differences between individuals with or without diabetes.
Lastly, none of the individuals with diabetes-onset before
the age of 18 years (n =11) were GAD65Ab-positive.
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FIGURE 3 GAD65Ab concentrations (U/mL) using the
radioligand binding assay (RBA) and two enzyme-linked
immunosorbent assays (ELISA). GAD65AD titers (U/mL) obtained
by Kronus ELISA in 124 samples (A, left), by RBA in 124 samples
(A, right), and by DRG ELISA in 84 samples (B). Numbers indicate
median (percentile 25-percentile 75)

4 | DISCUSSION

4.1 | Summary of main results

The present study aimed at determining the potential of
beta-cell autoantibodies to classify diabetes and to guide
its therapy among 5898 Ghanaian adults. Using a highly
specific detection method for GAD65Ab, surprisingly,
we observed a similar prevalence of GAD65Ab positivity
between individuals with and without adult-onset
diabetes. There was a geographic trend in GADG65Ab

Open Access,

concentration with the highest concentrations in rural
Ghana, followed by urban Ghana and Europe. However,
this was only partly explained by markers of infection.

4.2 | Strengths and limitations

The present study provides first-time findings from a large
sub-Saharan African sample regarding biomarkers of adult-
onset autoimmune diabetes that have been established in
mainly European populations. Nevertheless, our results
need to be interpreted with caution. Participation in the
study was limited to adults aged 25 to 70 years. Formerly,
individuals with T1D in sub-Saharan Africa had a poor
prognosis.”” Given that greater than 98% of our middle-
aged study participants were born in Ghana, only a few
individuals with T1D might have reached the age of in-
clusion. This survival effect could have led to an under-
representation of T1D in our study population, which is
further corroborated by the fact that most of the patients
with diabetes in the present study had an adult age of
disease onset. Hence, such survival effect might, in part,
explain the similar prevalence of GAD65Ab positivity in
diabetes and nondiabetes groups. While genetic informa-
tion for the human leukocyte antigen region influence
GADG65AD concentrations, these data were not available for
our study population. An important strength of our study is
the comprehensive set of analyses to test the robustness of
our results. We confirmed the specificity of GAD65Ab
measurement by competition assays yielding 78% sensi-
tivity and 70% specificity, and by the identification of Ig
isotypes and IgG subclasses. We verified the differential
proportions of GAD65Ab positivity according to diabetes
status by two different ELISAs, by LIPS analysis in an in-
dependent laboratory, and after excluding individuals with
self-reported diabetes. Further, we had a range of objec-
tively measured and self-reported infection-related factors
at hand to identify their relationships with GAD65Ab
concentrations.

4.3 | GADG65ADb concentrations,
ethnicity, and diabetes status

Previous reports indicate that the occurrence of GAD65Ab
and their association with diabetes is ethnicity specific.
The prevalence of GAD65Ab positivity in individuals
without diabetes spans from 1% in Greenland Inuit
through 2% to 3% in individuals with European descent up
to 1% to 7% in non-Hispanic blacks.””** While Caucasian
and Asian populations report 80% to 90% autoantibody
positivity in T1D patients,””** only 36% to 44% of T1D
patients living in sub-Saharan Africa tested positive for
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islet cell autoantibodies'*’ and much lower frequencies

(7%-9%) were observed in T1D patients residing in
Nigeria.”’ This disconnect between TI1D and auto-
antibodies was also observed in African Americans diag-
nosed with T1D,”" suggesting a strong ethnical factor in
the development of beta-cell autoantibodies. The associa-
tion between GAD65AD and diabetes can also be observed
in patients diagnosed with adult-onset diabetes in Europe,
where the respective proportions reach differences of 1 to
4 percentage points.””° However, this is not uniformly
seen for individuals from sub-Saharan Africa.'"* For
African Americans in the Third National Health and
Nutrition Examination Survey, there was only a trend for
differences in GAD65Ab positivity between diabetes and
nondiabetes groups (3.7% vs 1.3%; P =.08), whereas the
figures for non-Hispanic whites were clearly distinct: 6.3%
vs 2.0%; P =.001.”” However, a small study from Kumasi,
Ghana (n=120) reported that 18% of patients with
insulin-dependent diabetes, 9% of patients with non-
insulin-requiring diabetes, and 2% of individuals without
diabetes were positive for GAD65Ab."" In that study, the
patients were adults with new-onset diabetes (mean age:
48.2+13.4 years; disease duration <1 year), and
GADG65Ab was measured by an ELISA developed by DRB
International Inc. Notably, this assay uses anti-human
IgG for the detection of the GAD65-human antibody
complexes. The RBA in the present study and the KRO-
NUS ELISA kit cannot discriminate between different Ig
isotypes. It was, therefore, possible that the highly reactive
IgM antibody interfered with the specific detection of
GADG65 antibodies of the IgG isotype in the RBA. This is
supported by our finding that IgM concentrations corre-
lated with GAD65Ab. However, our analysis in a subset of
diabetes and nondiabetes groups using the DRB ELISA kit
showed no significant differences for GAD65Ab con-
centration between the two groups. Moreover, the results
obtained by the DRB ELISA correlated significantly with
the GAD65Ab measured by the RBA, suggesting that a
substantial proportion of GAD65Ab are of the IgG isotype.
Therefore, the discrepancies between the earlier study in
Kumasi and ours might stem from differential population
characteristics and sample size constraints in the study by
Agyei-Frempong et al."' Taken together, our data suggest
that GAD65Ab may not differentiate between auto-
immune and nonautoimmune diabetes in specific ethnic
subgroups.

4.4 | Infectious environment
and GAD65ADb

The different distributions of GAD65Ab across study
sites were striking, and we hypothesized that exposure to

Open Access,

infectious environments could contribute to this ob-
servation. IgM concentrations were the highest in rural
Ghana, and only there, IgM moderately correlated posi-
tively with GAD65Ab. High IgM concentrations char-
acterize acute and recurrent infections.”” In sub-Saharan
Africa, infectious diseases, such as malaria, still con-
stitute a major public health challenge.”’ Malaria is ty-
pically more prevalent in rural settings, and the humoral
response against the malaria parasite Plasmodium falci-
parum is dominated by high IgG and IgM serum levels.”*
Surprisingly, only a fraction of these antibodies are spe-
cific to malaria antigens, while the majority is polyclonal,
showing reactivity to rheumatoid factor and antinuclear
specificity.” Importantly, the antibody concentrations
remain high even after the curation of clinical malaria
but are inversely correlated with years of residence in
endemic areas.*>° Moreover, infections with parasites,
such as Plasmodium sp., are known to initiate auto-
immune responses in previously nonautoimmune in-
dividuals.”” The effect of an infectious environment on
the production of autoantibodies was elegantly illustrated
by the prevalence of antinuclear autoantibodies (ANA)
among migrants from Nigeria and Ghana to Italy.”
These individuals showed significantly higher ANA
concentrations than the Italian reference population, but
the prevalence strongly decreased after longer length of
residence in Italy (>8 years). This was not as clearly seen
in our study population, where 88% of individuals had
been living in Europe for more than 10 years. Also, the
different GAD65Ab concentrations between Ghana and
Europe remained discernible even after inclusion of
infection-related factors in the final regression model. In
fact, the low proportions of GAD65Ab positivity in the
European sites of the present study population resemble
those observed in the European Prospective Investigation
into Cancer and Nutrition (EPIC)-InterAct study in the
same countries.’® Therefore, we speculate that alternative
environmental factors such as higher exposure to air
pollution, vaccines, family environment, and stress in
Ghana as compared with Europe might be involved.*
Therefore, GAD65Ab does not serve as a specific marker
for autoimmune diabetes in this sub-Saharan African
population.

5 | CONCLUSIONS

Pending verification in independent sub-Saharan
African populations, our findings may have important
implications for clinical management and health care
planning for these population groups. Our results high-
light the need to validate established markers for auto-
immune diabetes in different ethnic populations and to
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develop new ones. Until then, for the growing group of
migrants from sub-Saharan Africa to Europe, other fac-
tors than autoimmune status may be more relevant for
efficient and effective disease management and for
the identification of novel diabetes subgroups.

ACKNOWLEDGMENTS

The authors are very grateful to the advisory board
members for their valuable support in shaping the meth-
ods, to the research assistants, interviewers and other staff
of the five research locations who have taken part in
gathering the data and, most of all, to the Ghanaian
volunteers participating in this project. We gratefully
acknowledge Karien Stronks from the Academic Medical
Centre for the attentive coordination of the RODAM study
and Jan van Straalen from the Academic Medical Centre
for his valuable support with analysis and standardization
of the labaratory procedures. We thank the AMC Biobank
for support in biobank management and storage of col-
lected samples. The study was funded by the European
Commission, Grant Number: 278901; OR: Visterbotten
County Council and Ume& University.

CONFLICT OF INTERESTS
The authors declare that there are no conflict of interests.

DATA AVAILABILITY STATEMENT
Restrictions apply to the availability of data analyzed
during this study to preserve participant confidentiality.
The corresponding author will on request detail the re-
strictions and any conditions under which access to some
data may be provided.

ORCID

Ina Danquah @ http://orcid.org/0000-0003-3222-3498

REFERENCES

1. World Health Organization. Global Report on Diabetes. Geneva,
Switzerland: World Health Organization; 2016.

2. Agyemang C, Meeks K, Beune E, et al. Obesity and type 2
diabetes in sub-Saharan Africans—is the burden in today's
Africa similar to African migrants in Europe? The RODAM
study. BMC Med. 2016;14:166.

3. World Health Organization. Definition, Diagnosis and Classifi-
cation of Diabetes Mellitus and its Complications. Geneva,
Switzerland: World Health Organization; 1999.

4. Tuomi T, Groop LC, Zimmet PZ, Rowley MJ, Knowles W,
Mackay IR. Antibodies to glutamic acid decarboxylase reveal
latent autoimmune diabetes mellitus in adults with a non-
insulin-dependent onset of disease. Diabetes. 1993;42:359-362.

5. Ahlqgvist E, Storm P, Karajamaki A, et al. Novel subgroups
of adult-onset diabetes and their association with outcomes:
a data-driven cluster analysis of six variables. Lancet Diabetes
Endocrinol. 2018;6:361-369.

Open Access,

6. Buzzetti R, Zampetti S, Maddaloni E. Adult-onset autoimmune
diabetes: current knowledge and implications for management.
Nat Rev Endocrinol. 2017;13:674-686.

7. Towns R, Pietropaolo M. GAD65 autoantibodies and its role as
biomarker of type 1 diabetes and latent autoimmune diabetes
in adults (LADA). Drugs Future. 2011;36:847.

8. Tuomi T, Santoro N, Caprio S, Cai M, Weng J, Groop L. The
many faces of diabetes: a disease with increasing heterogeneity.
Lancet. 2014;383:1084-1094.

9. Huang G, Yin M, Xiang Y, et al. Persistence of glutamic acid
decarboxylase antibody (GADA) is associated with clinical
characteristics of latent autoimmune diabetes in adults: a
prospective study with 3-year follow-up. Diabetes Metab Res
Rev. 2016;32:615-622.

10. Andersen C, Bennet L, Nystrom L, et al. Worse glycaemic
control in LADA patients than in those with type 2 diabetes,
despite a longer time on insulin therapy. Diabetologia. 2013;56:
252-258.

11. Agyei-Frempong MT, Titty FV, Owiredu WK, Eghan BA. The
prevalence of autoimmune diabetes among diabetes mellitus
patients in Kumasi, Ghana. Pak J Biol Sci. 2008;11:2320-2325.

12. Asanghanwa M, Gorus FK, Weets I, et al. Clinical and biolo-
gical characteristics of diabetic patients under age 40 in Ca-
meroon: relation to autoantibody status and comparison with
Belgian patients. Diabetes Res Clin Pract. 2014;103:97-105.

13. Panz VR, Kalk WJ, Zouvanis M, Joffe BI. Distribution of au-
toantibodies to glutamic acid decarboxylase across the spec-
trum of diabetes mellitus seen in South Africa. Diabet Med.
2000;17:524-527.

14. Agyemang C, Beune E, Meeks K, et al. Rationale and cross-
sectional study design of the Research on Obesity and type 2
Diabetes among African Migrants: the RODAM study. BMJ
Open. 2014;4:€004877.

15. Hampe CS, Hammerle LP, Bekris L, et al. Recognition of glu-
tamic acid decarboxylase (GAD) by autoantibodies from dif-
ferent GAD antibody-positive phenotypes. J Clin Endocrinol
Metab. 2000;85:4671-4679.

16. Mire-Sluis AR, Gaines Das R, Lernmark A. The World Health
Organization International Collaborative Study for islet cell
antibodies. Diabetologia. 2000;43:1282-1292.

17. Verge CF, Stenger D, Bonifacio E, et al. Combined use of au-
toantibodies (IA-2 autoantibody, GAD autoantibody, insulin
autoantibody, cytoplasmic islet cell antibodies) in type 1 dia-
betes: Combinatorial Islet Autoantibody Workshop. Diabetes.
1998;47:1857-1866.

18. Rolandsson O, Hagg E, Hampe C, et al. Glutamate decarbox-
ylase (GAD65) and tyrosine phosphatase-like protein (IA-2)
autoantibodies index in a regional population is related to
glucose intolerance and body mass index. Diabetologia. 1999;
42:555-559.

19. Walther D, Eugster A, Jergens S, et al. Tetraspanin 7 auto-
antibodies in type 1 diabetes. Diabetologia. 2016;59:1973-1976.

20. Cainelli F, Betterle C, Vento S. Antinuclear antibodies are
common in an infectious environment but do not predict
systemic lupus erythematosus. Ann Rheum Dis. 2004;63:
1707-1708.

21. Jakobsen OAJ, Szereday L. The "three amigos” lurking behind
type 1 diabetes: hygiene, gut microbiota and viruses. Acta
Microbiol Immunol Hung. 2018;65:421-438.


http://orcid.org/0000-0003-3222-3498

HAMPE ET AL.

22.

23.

24.

25.

26.

217.

28.

29.

30.

31.

32.

Immunity, Inflammation and Disease

309
-WI1 LEY—I—

Beran D, Yudkin JS. Diabetes care in sub-Saharan Africa.
Lancet. 2006;368:1689-1695.

Barinas-Mitchell E, Pietropaolo S, Zhang YJ, et al. Islet cell
autoimmunity in a triethnic adult population of the Third
National Health and Nutrition Examination Survey. Diabetes.
2004;53:1293-1302.

Dabelea D, Ma Y, Diabetes Prevention Program Research
Group, et al. Diabetes autoantibodies do not predict progres-
sion to diabetes in adults: the Diabetes Prevention Program.
Diabet Med. 2014;31:1064-1068.

Pedersen ML, Bjerregaard P, Jorgensen ME. GAD65 antibodies
among Greenland Inuit and its relation to glucose intolerance.
Acta Diabetol. 2014;51:641-646.

Rolandsson O, Hampe CS, EPIC-InterAct Study Group, et al.
Prevalence and regional distribution of autoantibodies against
GADG65ADb in a European population without diabetes: the
EPIC-InterAct study. Diabetes Care. 2015;38:e114-e115.
Notkins AL, Lernmark A. Autoimmune type 1 diabetes: re-
solved and unresolved issues. Clin J Invest. 2001;108:1247-1252.
Lee YS, Ng WY, Thai AC, Lui KF, Loke KY. Prevalence of ICA
and GAD antibodies at initial presentation of type 1 diabetes
mellitus in Singapore children. J Pediatr Endocrinol Metab.
2001;14:767-772.

Lutale JJK, Thordarson H, Holm PI, Eide GE, Vetvik K. Islet
cell autoantibodies in African patients with Type 1 and Type 2
diabetes in Dar es Salaam Tanzania: a cross sectional study.
J Autoimmun Dis. 2007;4:4.

Oli JM, Bottazzo GF, Doniach D. Autoantibodies in Nigerian
diabetics with pancreatic calcification. East Afr Med J. 1981;58:
790-794.

Libman IM, Pietropaolo M, Trucco M, Dorman JS, LaPorte RE,
Becker D. Islet cell autoimmunity in white and black children
and adolescents with IDDM. Diabetes Care. 1998;21:1824-1827.
Janeway CAJ, Travers P, Walport M, Shlomchik MJ. The hu-
moral immune response. In: Austin P, Lawrence E, eds.
Immunobiology—The Immune System in Health and Disease.
5th ed. New York, NY: Garland Science; 2001.

33.

34.

35.

36.

37.

38.

Open Access,

Murray CJ, Ortblad KF, Guinovart C, et al. Global, regional,
and national incidence and mortality for HIV, tuberculosis, and
malaria during 1990-2013: a systematic analysis for the Global
Burden of Disease Study 2013. Lancet. 2014;384:1005-1070.
Desowitz RS, Elm J, Alpers MP. Plasmodium falciparum-
specific immunoglobulin G (IgG), IgM, and IgE antibodies in
paired maternal-cord sera from East Sepik Province, Papua
New Guinea. Infect Immun. 1993;61:988-993.

Stanisic DI, Fowkes FJ, Koinari M, et al. Acquisition of anti-
bodies against Plasmodium falciparum merozoites and malaria
immunity in young children and the influence of age, force of
infection, and magnitude of response. Infect Immun. 2015;83:
646-660.

Folegatti PM, Siqueira AM, Monteiro WM, Lacerda MV,
Drakeley CJ, Braga EM. A systematic review on malaria sero-
epidemiology studies in the Brazilian Amazon: insights into
immunological markers for exposure and protection. Malar J.
2017;16:107.

Pradhan V, Ghosh K. Immunological disturbances associated
with malarial infection. J Parasit Dis. 2013;37:11-15.

Butalia S, Kaplan GG, Khokhar B, Rabi DM. Environmental
risk factors and type 1 diabetes: past, present, and future.
Can J Diabetes. 2016;40:586-593.

SUPPORTING INFORMATION
Additional supporting information may be found online
in the Supporting Information section.

How to cite this article: Hampe CS, Sahabandu D,
Kaiser V, et al. Geographic location determines beta-
cell autoimmunity among adult Ghanaians: Findings
from the RODAM study. Immun Inflamm Dis. 2020;
8:299-309. https://doi.org/10.1002/iid3.306


https://doi.org/10.1002/iid3.306



