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ABSTRACT

Article history Background and Aims: The prevalence of latent autoimmune diabetes
Received 17 Aug 2018 in adults (LADA) among diabetic patients is less recognized and
Accepted 24 Sep 2018 underdiagnosed. The aim of this study was to determine the prevalence of
Available online 27 Nov 2018 LADA in type 2 diabetic patients and to compare the characteristics of these
Key vyords two groups in Torbat-e Heydarieh, Iran.

Glutamic acid decarboxylase . .
LADA Materials and Methods: Totally, 198 male and 277 female patients
Prevalence diagnosed with type 2 diabetes are aged between 35 -70 years were selected
Type 2 diabetes and the glutamic acid decarboxylase antibodies (GADA) assessment was used

for the diagnosis of LADA in them. GADA in their sera was measured by
commercial anti-GAD enzyme-linked immunosorbent assay (ELISA) kit. In
addition, blood pressure, sera C-peptide and cholesterol levels was measured
and compared in the mentioned two groups. Demographic data including age,
gender, age at diagnosis, family history of diabetes, body mass index and need
for insulin therapy were collected from subjects and data were analyzed using
SPSS software.

Results: Of 475 patients, 53 ones (11.2%) were GADA positive. Significant
difference was found between GADA positive and GADA negative patients in
terms of mean age, C-peptide levels, cholesterol levels and need for insulin
therapy to control the disease. As for gender, family history of diabetes, body
mass index value and hypertension there was no significant correlation
between these two groups.

Conclusions: The prevalence of LADA in diabetic patients was 11.2%.
Presence of GAD antibodies in diabetic patients is related to reduced levels of
C-peptide, increased cholesterol levels and the need for insulin during the
follow-up.
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Introduction

There has been a dramatic increase in the
incidence of diabetes in human societies
during the past decade. It's prevalence has
particularly raised faster in the low- and
middle-income countries than in the high-
income countries. Diabetes is an important
public health problem and the number of the
cases along with the prevalence of diabetes has
been steadily increasing over the past few
decades [1]. The total number of people with
diabetes is predicated to rise from 171 million
in 2000 to 366 million in 2030 [2]. Type 2
diabetes is the commonest form of diabetes
constituting around 90% of the total this
population whereas type 1 diabetes constitutes
about 10-15% of the diabetic population.
Ethnicity, age, life style, and genetic factors
play a major role in the variation of incidence
of all types of diabetes [3]. While diabetes
is classically divided as type 1 and type 2
diabetes, there are some forms of diabetes
which cannot be classified into either of these
categories. The subgroup of patients diagnosed
with type 2 diabetes bears circulating
antibodies to islet cell autoantibodies and more
frequently to glutamic acid decarboxylase
(GADA) thus distinguishing them from type 2
diabetes [4, 5]. This condition is accompanied
by the onset of diabetes after 35 years of age
[6-8] and not requiring insulin, during at least
the first 6 months after diagnosis thus
distinguishes these patients from classic type 1
diabetes [6, 9]. This subset is named latent
autoimmune diabetes in adults (LADA) [9, 10]

or slowly progressive insulin-dependent

diabetes mellitus [11, 12]. Epidemiological
studies suggest that LADA may account for
2-12% of all the cases of diabetes [6]. There
are numerous reports about the prevalence and
characteristic of LADA in the world [3, 7, 8,
13]. Since LADA is often misdiagnosed
as type 2 diabetes, it must be properly
recognized and managed appropriately at the
clinical level. Little is known concerning
the prevalence and significance of islet cell
autoimmunity in the elderly patients affected
with type 2 diabetes in the Middle East. In
Iran, there are few reports on the prevalence of
LADA [14-17]. In this cross-sectional study,
we were looking for investigating the
prevalence of LADA and the relationship
between occurrence of it and some parameters
such as age, gender, family history of diabetes,
body mass index (BMI), blood pressure,
serum cholesterol and C peptide level in
Torbat-e  Heydarieh, Razavi Khorasan

province, lIran.
Materials and Methods

Subjects

A total of 475 patients (277 females, 198
males) clinically diagnosed with type 2
diabetes as per World Health Organization
(WHO) criteria [18] were included in this
cross-sectional study. Samples were collected
from Muslim lbn-e-Aqil Medical center and 9
Dey Hospital at Torbat-e Heydarieh, Iran, in
2016. All patients were informed of the nature
of the study and gave their written consent and

the study protocol was approved by the Ethical
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Committee of Torbat-e Heydarieh University
of Medical Sciences. LADA patients were
identified based on Immunology of Diabetes
Society criteria [12] as follows: 1) the
presence of type 2 diabetes and age>35 years;
2) lack of requirement for insulin at least 6
months after the diagnosis of type 2 diabetes;
and 3) serum GADA positivity as tested by
enzyme-linked immunosorbent assay (ELISA).
Data colection

Data on age, gender, age at diagnosis, health
status, treatment and family history of diabetes,
were collected from participants at the
screening phase by using a questionnaire.
Family history of diabetes was defined as
having diabetes in any of the following family
members: parents, grandparents (either paternal
or maternal), and siblings. Blood pressure
was measured by a trained physician using
a mercury sphygmomanometer using a
standardized protocol [19]. Hypertension was
defined as systolic blood pressure (SBP) >140
mm Hg or diastolic blood pressure (DBP) >90
mm Hg.

Laboratory measurements

The peripheral blood (10 mL) was drawn from
each subject following overnight 8 h fasting.
Sera were aliquoted following centrifuge and
stored at -20°C. All samples were run in the
same assay. In all subjects, fasting blood
glucose (FBG) was measured by GOD-POD
colorimetric method. A fasting blood sugar
level less than 100 mg/dL (5.6 mmol/L) is
regarded as normal. A fasting blood sugar
level from 100 to 125 mg/dL (5.6 to 6.9
mmol/L) is considered prediabetes. A reading
of 126 mg/dL (7 mmol/L) or higher on two

separate tests indicates diabetes. Total
cholesterol was measured by using Cholesterol
Assay Kit (CHOD PAP method, Pars Azmun
CO. Iran). C-peptide was determined using
commercial ELISA kits (IBL, USA). Intra and
inter assay coefficients of variation were less
than 10% and the analytical sensitivity was
0.064 ng/mL. C-peptide concentrations were
determined using a standard curve derived
from known amounts of standard absorbance
readings at 450 nm. GAD antibodies were
determined in the above-mentioned groups
using Isletest GAD diagnostic kit (Diametra
Co., ltaly cat: DKO-082) with 92.3% sensitivity
and 98.6% specificity.

Statistical Analysis

All statistical analyses were performed using
Statistical Package for Social Science (SPSS)
7.5. Data were analyzed for mean and standard
deviation. Proportions were expressed as
percentage while significant tests were
conducted with the T-test and p<0.05 was

considered as statistically significant.
Result

Totally 475 patients with type 2 diabetes in
Torbat-e Heydarieh were studied out of whom
198 subjects (41.7%) were male and 277
(58.3%) were female. Results of different
parameters evaluated in type 2 and LADA
patients are summarized in Table 1. The
average age of subjects was 52.51+8.55 years
with the age range of 35-70 years. From all, 53
ones (11.2%) were GADA positive and 422
ones (88.8%) were GADA negative. The
prevalence of GADA was 54.7% in female and

45.3% in male subjects thus showing no
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significant difference, but slightly higher in
women. Age range at diagnosis was 29 to 38
years for the group with type 2 diabetes and 21
to 27 years for the group with LADA. Also the

mean age of LADA patients (41.62+6.72) was
found to be significantly lower than type 2

diabetes subjects (53.87+7.74).

Table 1. Characteristics of different parameters for type 2 diabetes and LADA

Characteristics

Number (%0)

Gender-wise prevalence

Males (%)

Females (%)

Mean age (years)

Age range at diagnosis (years)
Family history of diabetes

BMI

Normal (20-24.99 kg/m?)
Overweight (25-29.99 kg/m?)
Obese (30-34.99 kg/m?)

Very obese (> 35 kg/m?)

Mean BMI

Hypertension (%0)

Mean fasting blood glucose (mg/dL)
Mean cholesterol levels (mg/dL)
Mean C-peptide levels (ng/mL)
Treatment regimen N(%o)
Nothing

Use of OHA

Insulin therapy with OHA

Type 2 diabetes  LADA P-value
422 (88.8%) 53 (11.2%)
NS
174 (41.2%) 24 (45.3%)
248 (58.8% ) 29 (54.7%)
53.87+7.74 41.62 £ 6.72 <0.001
29-38 21-27
207 (49.1%) 27 (50.9%) NS
143 (33.9%) 19 (35.8%)
182 (43.1%) 20 (37.7%)
88 (20.9%) 14 (26.4%)
9 (2.1%) -
27.04 + 3.20 26.43 + 3.05 0.19
167 (39.6%) 21 (39.6%) NS
150.06 + 12.53 154.62 £+ 9.46 0.011
181.23 £11.99 187.74 + 8.66 <0.001
1.37£0.43 0.699 £ 0.27 <0.001
NS
12 (2.8%) -
320 (75.8%) 14 (26.4%)
90 (21.3%) 39 (73.6%)

BMI= body mass index; OHA= oral hypogylcemic agents

Data are presented as Mean+SD

In regard to the family history of diabetes,
among LADA patients, 50.9% (27 out of 53)
had and 49.1% (26 out of 53) did not have any
family history of diabetes. On the other hand,
among type 2 diabetic subjects, 49.1% (207
out of 422) had a family history of diabetes,
therefore there was no significant relationship

between the prevalence of family history of

diabetes in autoantibody positive and negative
patients. BMI values of patients with type 2
diabetes showed that most of them (182 of
422) were overweight (43.1%), 20.9% (88 of
422) of these patients were found to be obese
and 2.1% (9 of 422) very obese. Among
LADA patients, 37.7% (20 of 53) were
overweight, 26.4% (14 of 53) were obese but
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none of them were very obese. Mean BMI
value for these two groups was calculated and
there was no significant difference (p=0.19)
observed between subjects with LADA and
non LADA subjects in regard with mean
BMI (26.43+3.05 vs. 27.04+3.20). In LADA
subjects 39.6% (21 of 53) and in type 2
diabetic patients, 39.6% (167 Of 422) suffered
from hypertension, but no significant
difference observed between the two groups.
A significance difference was found between
LADA and non LADA subjects in FBG
(p=0.011). Mean FBG in LADA and
non LADA subjects were (154.62+9.46)
and (150.06+12.53) respectively. The mean
cholesterol levels were measured in patients
and data showed mean cholesterol levels
were significantly higher in LADA patients
(187.74+8.66) than type 2 diabetic subjects
(181.23£11.99) (p<0.001). The results of the

C-peptide determination showed significantly
low levels of C-peptide in LADA patients
(0.699+0.27 ng/mL) compared to non LADA
patients (1.37+£0.43 ng/mL) (p<0.001). The
results are shown in Fig. 1.

Based on medical information of patients,
among type 2 diabetic patients, 320 out of 422
(75.8%) were treated with oral hypoglycemic
agents (OHA) while 21.3% (90 of 422)
received a combination of insulin and
oral hypoglycemic agents. In this group,
12 subjects (2.8%) had not received any
medications prior to the time of study.
Interestingly, insulin therapy with combination
of oral hypoglycemic agents was used in
73.6% (39 of 53) of LADA patients and
14 patients (26.4%) were treated only with
OHA. Therefore LADA patients more need
insulin therapy than non-LADA subjects.

1.4

1.2

0.8

0.6

Mean C-peptide levels
(ng/mL)

0.4

0.2

1.6 p<0.001

Type 2

Type of diabetes

LADA

Fig.1. Mean C-peptide levels in type 2 and LADA subjects
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Discussion

The main objective of this study was to
determine the prevalence and characteristics
of LADA in type 2 diabetic patients in Torbat-
e Heydarieh, Iran. In this study the prevalence
rate of LADA was 11.2%. According to
our findings, gender had no important role
in the development of this disease. Whereas
China study indicated that female gender
is a risk factor of LADA [3], in India, the
survey mentioned that the prevalence of
LADA significantly higher in males than
in females [13]. Comparison of age range in
the autoantibody positive group showed
a tendency toward the lower age range
compared to autoantibody negative subjects.
On the other hand, mean age of GADA
positive patients was significantly lower than
GADA negative subjects which is agreement
with studies performed in India, Korea and
Europe [13, 20, 21]. Our study showed no
significant difference in family history of
diabetes, BMI values and hypertension
between LADA and non LADA subjects.
However, our findings indicate that family
history of diabetes is an important risk factor
in the incidence of both types of diabetes. This
finding is consonant with the result obtained
from Kerman study in 2015 [16] and Japan in
2002 [22] while studies in China show that
family history of diabetes may be associated
with the occurrence of LADA [3]. Our data in
the case of BMI value is contrary to the
information obtained from recent studies [3, 7,
13, 23]. In these studies, LADA patients had a

lower BMI values than type 2 diabetic
patients. Hypertension results are similar to
the results in Kerman and Qom cities, Iran
[16, 17], but contrary to the data obtained
from the study in Tianjin of China [3]. A
significance difference was found between
GADA" and GADA  patients in FBG, C-
peptide levels, total cholesterol and use of
insulin for disease control. Mean FBG in
LADA group is significantly more than non
LADA group (p=0.011). These data indicated
that the severity of the disease is higher in
autoantibody positive group than autoantibody
negative group. Also mean cholesterol levels
were significantly higher in LADA patients
than non-LADA patients that are contrary to
the result of the study in Korea. In the Korea
study, it was shown that there is a negative
correlation exists between LADA and total
cholesterol [20]. Our finding indicated that
C-peptide levels are significantly low in
autoantibody positive patients than negatives.
This is in agreement with this fact the LADA
is an autoimmune type of diabetes and
progressive p-cell destruction may occur in
this case. This result is confirmed in several
studies [10, 13, 20, 24]. On the other hand,
in LADA group, 73.6% use insulin for better
control of disease, but in type 2 diabetic
patients only 21.3% use insulin therapy.
Although LADA patients do not require
insulin therapy early in the diagnosis
of diabetes, within a few years, B-cell function
is severely impaired, leading to insulin
dependency in most LADA patients [25].

These data are in agreement with other reports
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in insulin requirement in LADA patients [6, 7,
24, 26, 27]

Conclusion

The report showed that the prevalence of
LADA among type 2 diabetic patients of
Torbat-e Heydarieh, Iran is 11.2% which is
relatively high compared to its prevalence
elsewhere in the world. According to different
studies, prevalence of LADA is approximately
2-12% of diabetic cases [6]. The frequency of
GAD antibody in Europe [21], North America
[28], China [3], Korea [20], and Japan [22] has
been 3.7%, 4.7%, 9.2%, 8.7% and 3.8%
respectively, while in Kerman (a province of
Iran), it has been reported as 14.2% [16].
Differences in the prevalence of LADA
worldwide may be relevant to age at diagnosis,
criteria of diagnosis, disease duration at study,
and the numbers of patients under the study
[29]. However the limitation of this study is
the relatively small number of patients
included which can affect the results. On the
other hand, although GADA was the most
common reported autoantibody in autoimmune
diabetes, there has been shown that presence

of other autoantibodies toward - cells such as

References

[1]. Global reports on diabetes. Geneva: World
Health Organization; 2016.

[2]. Wild S, Roglic G, Green A, Sicree R, King H.
Global prevalence of diabetes; Estimates for the
year 2000 and projections for 2030. Diabetes
Care 2004; 27 (5): 1047-1053.

[3]. Qi X, Sun J, Wang J, Wang PP, Xu Z, Murphy
M, et al. Prevalence and correlates of latent

IA-2A  (tyrosine phosphatase antibodies),
ZnT8 (zinc transporter 8) and IAA (insulin
autoantibody) in some type 2 diabetic patients
could be an important marker of autoimmunity
in diabetes and combination of antibodies
increases the prevalence of LADA [9].
Therefore all major autoantibodies should be
measured in the screening process. In addition
to the number of antibodies, there is an
association between the antibody titer and
the need for insulin therapy. Failure to comply
with this is another limitation of our study.
However, our data confirmed that the presence
of GADA was significantly associated with
the need for insulin therapy, and low
C-peptide among adult diabetic patients, and
measurement of these parameters in type 2
diabetic patient could help physicians to
identify and better control and treat LADA

disease.

Conflict of Interest
We have no conflict of interest.

Acknowledgments

We gratefully acknowledge Monireh Mohammadi
in Muslim Ibn-e-Agil Medical center, and
laboratory hospital personnel at the 9 Dey, Torbat-e
Heydarieh, Iran.

autoimmune diabetes in adults in Tianjin, China.
Diabetes Care 2011; 34(1): 66-70.

[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(2): 359-62.

261 International Journal of Medical Laboratory 2018;5(4):255-263.


http://dx.doi.org/10.18502/ijml.v5i4.159
https://ijml.ssu.ac.ir/article-1-252-en.html

[ Downloaded from ijml.ssu.ac.ir on 2025-10-22 ]

[ DOI: 10.18502/ijml.v5i4.159 ]

M. Mohammadi et al.

[5]. Zimmet PZ, Tuomi T, Mackay IR, Rowley MJ,
Knowles W, Cohen M, et al. Latent autoimmune
diabetes mellitus in adults (LADA): the role of
antibodies to glutamic acid decarboxylase in
diagnosis and prediction of insulin dependency.
Diabet Med. 1994; 11(3): 299-303.

[6]. Naik RG, Brooks-Worrell BM, Palmer JP.
Latent autoimmune diabetes in adults. J Clin
Endocrinol Metab. 2009; 94(12): 4635-644.

[7]. Biesenbach G, Auinger M, Clodi M, Prischl F,
Kramar R. Prevalence of LADA and frequency
of GAD antibodies in diabetic patients with end-
stage renal disease and dialysis treatment in
Austria. Nephrol Dial Transplant. 2005; 20(3):
559-65.

[8]. Soriguer-Escofet F, Esteva I, Rojo-Martinez G,
Ruiz de Adana S, Catala” M , Merelo MJ, et al.
Prevalence of latent autoimmune diabetes of
adults (LADA) in Southern Spain. Diabetes Res
Clin Pract. 2002; 56(3): 213-20.

[9]. Pihoker C, Gilliam LK, Hampe CS, Lernmark
A. Autoantibodies in diabetes. Diabetes 2005;
54(S 2): 52-61.

[10]. Laugesen E, @stergaard JA, Leslie RD. Latent
autoimmune diabetes of the adult: current
knowledge and uncertainty. Diabet Med. 2015;
32(7): 843-52.

[11]. Beyan H, Ola T, David R, Leslie G.
Progression of autoimmune diabetes: slowly
progressive insulin-dependent diabetes mellitus
or latent autoimmune diabetes of adult. Ann NY
Acad Sci. 2006; 1079 (1):81-9.

[12]. Fourlanos S, Dotta F , Greenbaum CJ ,
Palmer JP, Rolandsson O, Colman PG, et al.
Latent autoimmune diabetes in adults (LADA)
should be less latent. Diabetologia 2005; 48
(11): 2206-2212.

[13]. Brahmkshatriya PP, Mehta AA, Saboo BD,
Goyal RK. Characteristics and prevalence of
latent autoimmune diabetes in adults (LADA).
ISRN Pharmacol 2012; 2012: 580202.

[14]. Keyhani M, Firoozrai M, Gharanla J,
Nakhjavan M. Anti-GAD autoantibody levels in
type Il diabetes patients and their first degree
relatives. Razi J Med Sci. 2004; 10(37):771-80.

[15]. Jahed A, Hosseinpanah F, Azizi F. Prevalence
and predictive factors of LADA ‘“latent
autoimmune diabetes in adults" in newly
diagnosed diabetics of Tehran lipid and glucose
study. Iran J Diabete Metabol. 2007; 7(1): 43-
54.

[16]. Gozashti MH, Shafiei M, Esmaeilian S,
Najafipour H, Mashrouteh M. The prevalence of
latent autoimmune diabetes in adults and its
correlates in patients with type 2 diabetes in
Kerman, Iran, 2011. Diabetes Metab Syndr.
2015; 9(2): 104-107.

[17]. Khoshroo M, Shekarabi M, Khamseh ME,
Kalhor N, Novin L, Shiri Z, et al. High
frequency of multiple autoantibody positive

LADA in patients with type 2 diabetes mellitus
in Iran population. Int J Pure App Biosci. 2016;
4(6): 16-26.

[18]. Alberti KG, Zimmet PZ. Definition,
diagnosis and classification of diabetes
mellitus and its complications. Part 1:
diagnosis and classification of diabetes mellitus.
Provisional report of a WHO consultation.
Diabet Med. 1998; 15(7): 539-53.

[19]. Guo F, He D, Zhang W, Walton RG. Trends
in prevalence, awareness, management, and
control of hypertension among united states
adults, 1999 to 2010. J Am Coll Cardiol. 2012;
60 (7): 599-606.

[20]. Roh MO, Jung CH, Kim BY, Mok JO, Kim
CH. The prevalence and characteristics of latent
autoimmune diabetes in adults (LADA) and its
relation with chronic complications in a clinical
department of a university hospital in Korea.
Acta Diabetol. 2013; 50(2): 129-34.

[21]. Hawa MI, Kolb H, Schloot N, Beyan H,
Paschou SA, Buzzetti R, et al. Adult-onset
autoimmune diabetes in Europe is prevalent with
a broad clinical phenotype: Action LADA 7.
Diabetes Care 2013; 36(4): 908-913.

[22]. Takeda H, Kawasaki E, Shimizu I, Konoue
E, Fujiyama M, Murao S, et al. Clinical,
autoimmune, and genetic characteristics of
adultonset diabetic patients with GAD
autoantibodies in Japan (Ehime Study).
Diabetes Care 2002; 25(6): 995-1001.

[23]. Mlinar B, Mark J, Janez A, Pfeifer M.
Molecular mechanisms of insulin resistance and
associated diseases. Clin Chim Acta 2007,
375(1-2): 20-35.

[24]. Gambelunghe G, Forini F, Laureti S, Murdolo
G, Toraldo G, Santeusanio F, et al. Increased
risk for endocrine autoimmunity in Italian type 2
diabetic patients with GADG65 autoantibodies.
Clin Endocrinol (Oxf) 2000; 52(5): 565-73.

[25]. Littorin B, Sundkvist G, Hagopian W,
Landin-Olsson M, Lernmark A, Ostman J, et al:
Islet cell and glutamic acid decarboxylase
antibodies present at diagnosis of diabetes
predict the need for insulin treatment: a cohort
study in young adults whose disease was
initially labeled as type 2 or unclassifiable
diabetes. Diabetes Care 1999; 22(3): 409-412.

[26]. Stenstrom G, Gottsater A, Bakhtadze E,
BergerB, Sundkvist G. Latent autoimmune
diabetes in adults definition, prevalence, B-cell
function, and treatment. Diabetes 2005; 54(S 2):
68-72.

[27]. Rosario PW, Reis JS, Fagundes TA, Calsolari
MR, Amim R, Silva SC, et al. Latent
autoimmune diabetes in adults (lada): usefulness
of anti-gad antibody titers and benefit of early
insulinization. Argq Bras Endocrinol Metabol.
2007; 51(1): 52-58.

International Journal of Medical Laboratory 2018;5(4): 255-263. 262


https://www.ncbi.nlm.nih.gov/pubmed/?term=Brooks-Worrell%20BM%5BAuthor%5D&cauthor=true&cauthor_uid=19837918
https://www.ncbi.nlm.nih.gov/pubmed/?term=Palmer%20JP%5BAuthor%5D&cauthor=true&cauthor_uid=19837918
http://dx.doi.org/10.18502/ijml.v5i4.159
https://ijml.ssu.ac.ir/article-1-252-en.html

[ Downloaded from ijml.ssu.ac.ir on 2025-10-22 ]

[ DOI: 10.18502/ijml.v5i4.159 ]

PREVALENCE OF LADA IN TORBAT-E HEYDARIEH

[28]. Zinman B, Kahn SE, Haffner SM, O’Neill
MC, Heise MA, Freed MI. Phenotypic
characteristics of GAD antibody-positive
recently diagnosed patients with type 2
diabetes in North America and Europe.
Diabetes 2004; 53(12): 3193-200.

[29]. Zhou Z, Xiang Y, Ji L, Jia W, Ning G, Huang G,
et al. Frequency, immunogenetics, and clinical
characteristics of latent autoimmune diabetes in
China (LADA China study): a nationwide,
multicenter, clinic-based cross-sectional study.
Diabetes 2013; 62(2): 543-50.

263 International Journal of Medical Laboratory 2018;5(4):255-263.


http://dx.doi.org/10.18502/ijml.v5i4.159
https://ijml.ssu.ac.ir/article-1-252-en.html
http://www.tcpdf.org

