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ABSTRACT

Background: Pre-disposition to diabetes is possibly associated with gene polymorphisms 
of the renin–angiotensin system (RAS). Angiotensin-converting enzyme (ACE) gene 
is one of the genes of the RAS system whose polymorphisms have been suggested to 
be risk factors for type 2 diabetes melitus (T2DM). The involvement of the ACE gene 
polymorphism in diabetes show inconsistent results across ethnic groups as revealed 
by earlier studies. 
Objective: To investigate the association between insertion/deletion (I/D) polymorphism 
of the 287 bp DNA fragment in intron 16 of the ACE gene and genetic pre-disposition 
to T2DM.
Design: Case–control study
Setting: Bantu ethnic group of South West Cameroon
Subject: Diabetic subjects (n= 50) and non-diabetic subjects (n=50) of both sexes aged 
between 31 and 73 years. 
Results: The distribution of three geno-types (II, ID, and DD) was significantly different 
between the diabetic and non-diabetic groups  (χ2 = 10.3, p = 0.001).  Also, frequency of 
D allele was higher in the diabetic patients than in the non-diabetic subjects (p= 0.03).
Conclusion: Our data suggest that the D allele of ACE gene polymorphism is associated 
with the genetic pre-disposition to develop T2DM. 

INTRODUCTION

The prevalence of type 2 diabetes melitus in Cameroon 
ranges from 1.0% in rural areas to 6.1% in urban areas 
(1). The susceptibility of T2DM is strongly hereditary 
with concordance in twins and family aggregations. 
The risk of an offspring having diabetes doubles if the 
individual has a history of diabetes and furthermore, 
the individual has 80% chances of acquiring diabetes 
(2). Moreover, the fact that susceptibility varies with 
ethnic group further strengthens the involvement of 
a genetic factor in predisposition to diabetes (3, 4).
 Many studies have showed that the genetic 
polymorphisms of some genes of the RAS system 
are associated with T2DM (5) and the  angiotensin 
converting enzyme gene polymorphism is one of 
them. There is evidence that ACE is associated with 
T2DM. The renin-angiotensin system (RAS) leads to 
the production of angiotensin II, a vasoconstrictor, 
that affects glucose homeostasis and involved in the 
pathogenesis of DM through inhibition of insulin 

signal transduction, reduction of glucose intake, 
resistance to insulin and destruction of the beta 
cells of the pancreas by oxidative stress (6). Further 
more, ACE inhibitors improve glucose utilisation 
and suppresses hepatic glucose production in type 2 
diabetes (7) and there is a correlation between serum 
ACE activity and ACE polymorphism (8). 
 This ACE gene consists of a 26 exons and spans 
21 kp on chromosome 7. There is a 287 bp DNA 
fragment insertion (insertion, I)/deletion (deletion, 
D) polymorphism in intron 16 of ACE gene (9).
 The relationship between I/D polymorphism 
of the ACE gene and T2DM has been inconsistent 
among different ethnic groups.  For example, 
studies reported a strong association of ACE gene 
polymorphisms with T2DM in Northern India [10]; 
Bhavani established positive association of ACE 
polymorphism with T2DM in south India (11). The 
ACE I/D polymorphism is significantly associated 
with T2DM in Arab ethnicity (12, 13), Malaysian 
subject (14), Indonesia (15), Bahrain (13). In other 
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reports, the D allele is associated with T2DM in 
Egyptian patients (9) and the Asian population (16). 
Contrary to these reports, Prasad and Ajay Kumar 
reported no relation between ACE gene and T2DM 
among North Indian (17) , Chinese (18, 19), Lebanese 
(20) and the Tunisian population (21). It is therefore 
evident that the pre-disposition of to T2DM through 
ACE polymorphism is dependent on the ethnic 
group. Such studies have never been carried out 
in Cameroon. Cameroon is made of Ten Regions 
divided into three ethnic groups: the Bantu (Centre, 
South and Littoral, South West and East Regions), 
Semi-Bantu (Northwest and West Regions) and Fulbe 
(Adamawa, North and Far North Regions) (22) with 
rare inter-marriages between ethnic groups either 
due to traditional, cultural or religious beliefs and 
dialect barriers. Hence, the principal objective of this 
work is to investigate the possible relationship that 
exists between ACE gene polymorphism and risk 
of developing essential diabetes in the Bantu ethnic 
group in Buea, South West Region of Cameroon.

MATERIALS AND METHODS

Study population: The study group comprised of 
50 diabetic controls and 50 non diabetic subjects 
of between 31 and 73 years inclusive. All diabetic 
subjects were resident in Buea, belonging to the 
Bantu ethnic group without any known ancestors of 
other ethnic origin and recruited from the diabetic 
and hypertension clinic at the Regional hospital 
Buea, South West Region. Diabetic subjects were 
those with a fasting blood sugar (FBS) of above 110 
(mg/dl) or who were already placed on anti-diabetic 
medication. These patients were required to be free 
of secondary hypertension [systolic blood pressure 
(SBP) of at most 140mmHg and a diastolic blood 
pressure (DBP) of at most 90 mmHg] and must 
have been diagnosed with diabetes before the age 
of 70 years. These subjects must have had a family 
history of diabetes in their parents and/or siblings. 
Non-diabetic controls were recruited randomly from 
the Buea Municipality and with a fasting blood sugar 
(FBS) of 90-110 (mg/dl). These individuals had never 
been treated with anti diabetic medications, had no 
family history of diabetes. All of the subjects were 
unrelated and were native Cameroonians of the 
Bantu ethnic group of the South West Region. All 
subjects gave their consent and ethical clearance for 
this work was obtained from the Faculty of Health 
Science ethical committee of the University of Buea. 
Administrative authorization was obtained from the 
South West Region Delegation of Health.

Collection of anthropometric and biochemical data: A 
structured questionnaire was used for data collection 
on anthropometric variables (height, weight, and sex), 

duration of diabetes, family history and complications 
of hypertension. Body mass index (BMI) was 
calculated as weight, divided by height squared 
(kg/m2). Resting blood pressure was measured in 
the right upper arm of subjects using a cardiocheck 
PA analyser. FBS was measured using the OneTouch 
UltraSoft lipid profile strip and analyzer. Serum 
lipid levels were measured using lipid profile test 
strips that provided a quantitative measurement 
of total cholesterol (TC), high density lipoprotein 
cholesterol (HDL-C), triglycerides (TG) and low 
density lipoprotein cholesterol (LDL-C) in blood. 
Table 1 shows the mean clinical and anthropometric 
profile of normal and diabetic subjects

DNA extraction: Whole blood from participants was 
collected by venepuncture in EDTA-free microtainer 
tubes by a trained nurse as described by Kiechle 
et al (23). DNA was extracted from blood using 
the GenElute Blood Genomic DNA kit (Sigma) as 
described by the manufacturer.  

Geno-typing: Geno-typing was carried out with 
genomic DNA isolated from human leukocytes by a 
commercial Genomic DNA extraction kit for Blood 
(Sigma). Angiotensin converting enzyme (ACE) 
insertion/deletion (I/D) variant  [24] was assayed 
by PCR amplification of targets in a 25 μL reaction 
mixture comprised of 0.5 μg genomic DNA, 25 µM 
each primer, 10µL of deionised water and 12.5 μL of 
PCR master mix containing 2.5 mM each of dNTP 
(dATP, dCTP, dGTP and dTTP), 2.0 mM MgCl2, 1X Taq 
buffer and 0.05 U/µL Taq DNA polymerase. Primer 
sequences used for the amplification of the ACE gene 
were: 5’-CTGGAGACCACTCCCATCCTTTCT-3’ 
(Forward) and 5’-GATGTGGCCATCACATT 
CGTCAGAT-3’ (Reverse). The predenaturation step 
was carried out for 3 min at 94oC. This was followed 
by a denaturation step at 94oC for 45 sec, annealing 
at 58oC for 45 sec, and polymerisation at 72oC for 45 
sec with a final extension at 72oC for 7 min. Forty 
PCR amplification cycles were carried out in Applied 
Biosystems thermal cycler. PCR products were 
visualised on 2% agarose gels containing ethidium 
bromide. 

Statistical analyses: All the statistical analyses were 
carried out using SPSS (Chicago, IL) software version 
14.0 for Microsoft Windows. Continuous variables 
were compared between the groups using two-tailed 
student’s t-test. Allelic frequencies were calculated by 
gene-counting method and the genotype distribution 
with Hardy-Weinberg expectations by a chi-squared 
test. The statistical significance of the traits and values 
between geno-types (D/D vs I/D or I/D vs I/I) were 
compared using one-way ANOVA. A level of p < 0.05 
was considered statistically significant.
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RESULTS
 No statistically significant differences were detected between the studied groups regarding age, sex, 
TC, HDL-C, SBP and DBP. However, there was a statistically significant difference as regards FBG, disease 
duration, BMI, LDL-C and TG (p<0.05) (Table 1).

Table 1
Mean clinical and anthropometric profile of non-diabetic and diabetic subjects

Parameter Normal subjects Diabetic subjects p values
Age (years) 52 ± 8.7 54.6 ± 10.6 0.212
DM Duration (years) 0.0 7.4 ± 2.1 NA
Sex ratio (male: female) 19:31 17:33 NA
BMI (Kg/m2). RV: 18.5-24.99 29.63 ± 6.91 47.06 ± 10.19 0.0001*
SBP (mm Hg). RV: < 140 132 ± 20 142 ± 24 0.054
DBP (mm Hg). RV: < 90 85 ± 11 90 ± 20 0.129
FBS(mg/dl). RV: 70-110 67 ± 12 148 ± 47 0.0001*
HDL-C (mg/dl). RV: 30-85 59±35 70 ± 24 0.098
LDL-C (mg/dl) RV: < 140 75 ± 37  111 ± 55 0.001*
TG (mg/dl). RV: < 160 91 ± 45 117 ± 45 0.004*
TC (mg/dl). RV<  200 169 ± 44 175 ± 42 0.486

Mean age, diabetes duration, body mass index (BMI), blood glucose level, Systolic blood pressure (SBP) and diastolic blood pressure 
(DBP), fasting blood sugar (FBS) level, high density lipoprotein (HDL-C), low density lipoprotein (LDL-C), Triglyceride (TG), total 
cholesterol (TC) levels, are summarised as mean ± SD (standard deviation); RV: Reference value; NA: Non applicable, asterisk 
indicate significance in P-value.
Geno-type distribution and allele frequency: Three geno-types were recognised: II with one band at 490 
bp, DD with one band at 190 bp and ID a hetero-zygote type with 2 bands at 490 and 190 bp (Figure 1). 

Figure 1
Detection of ACE I/D polymorphism on DNA samples after PCR analysis. Lane M: DNA marker (Lambda Hind 

III); Lanes 1: Negative control; Lanes 2,4, 5: I/D hetero-zygous (490bp and190bp); Lane 3: D/D homo-zygous 
(190bp), Lanes 6: I/I homo-zygous (490bp). Arrows indicate the different allele forms

Data for the distribution of ACE insertion/deletion (ACE I/D) geno-types and alleles in the studied groups 
is illustrated in Table 2. 
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Table 2
ACE geno-type and allele frequencies in control and diabetic group

Group n     Geno-types (%)  Allele
   II ID DD I D
Control 50 1 (2) 34 (68) 15 (30) 36 64
Diabetic 50 2 (4) 19 (38) 29 (58) 23 77
                                    p = 0.001; χ2= 10.           p = 0.003

 The frequency of the DD geno-type of ACE gene was significantly higher (p<0.05) in diabetic patients 
than the controls (58% and 30%respectively) while it was inversely true for the ID geno-type (38% and 68% 
respectively p>0.05). 
 No significant differences were observed in the II geno-type in diabetic patients and controls (2 vs. 4%). 
The frequency of ACE D allele was insignificantly higher (p>0.05) in the diabetic patients (77%) than controls 
(64%). Also, I allele frequency was insignificantly lower (p>0.05) in the diabetic patients (23%) than controls 
(36%). ACE geno-type distributions in three groups were in line with Hardy-Weinberg equilibrium (all P > 
0.05, data not shown).
 Comparing the studied parameters in diabetic patients with the risky geno-types DD and DI to those with 
the II genotype revealed that these risky geno-types were insignificantly associated with serum lipid levels, 
BMI and blood pressure but significantly associated with higher FBS, (p <0.05), these data are summarised 
in Table 3.

Table 3
Variation of Anthropometric and biochemical variables with ACE geno-type

Geno-type LDL-C HDL-C TG TC Glucose BMI SBP DBP
 (mg/dl) (mg/dl) (mg/dl) (mg/dl) (mg/dl) (Kg/m2) (mm Hg) (mm Hg)
 RV: < 140 RV: 30-85 RV: < 160 RV< 200 RV: 70-110 RV: 18.5-24.99 RV: < 140 RV: < 90
II (53) 80±32 60±28 92±46 164±41 71±8 29±6 129±11 87±05
ID (44) 107±46 68 ± 30 103±44 170±43 137±29* 30±30 140±09 89±08
DD (3) 110±14 69±15 115±23 176±21 147±21* 32±17 143±05 91±04

Note: Compared to II geno-type: *P < 0.05; RV: Reference value

DISCUSSION

Although there is evidence for a significant 
association between the I/D polymorphism of the 
ACE gene and the risk of T2DM, the contribution 
of ACE gene variants to diabetic development still 
remains controversial. Analysis for the association 
of the ACE I/D polymorphism with T2DM has been 
published in different ethnic groups (3, 10, 11, 13, 14, 
15). However, some researchers reported no obvious 
association between a specific ACE geno-type and 
diabetes in other ethnic groups (17, 18, 19, 21). These 
reports suggest that the involvement of ACE I/D 
polymorphism in the T2DM varies among different 
ethnic/racial groups (25).
 In this present study, we found an association 
between the ACE I/D polymorphism and T2DM. The 
frequencies of both ID and DD ACE geno-types as 
well as the minor D allele frequency were significantly 
higher in the T2DM patients as compared to controls 
of the studied population. These results indicate 
that ACE gene deletion polymorphism is associated 

with T2DM in the Bantu ethnic group of the SWR of 
Cameroon. These results are consistent with other 
reports where the DD geno-type and the D allele 
are associated with T2DM in Egyptian patients (9), 
Indian (26), Iranian (27) and Tunisian (28) populations. 
However the reason why ACE gene polymorphism 
is associated to Cameroonian patients of this ethnic 
group with type 2 diabetes is unknown and therefore 
will require further investigations. 
 In addition, this study also found that in the 
different geno-types, TG and LDL-C and TC, levels, 
SBP and DBP in D allele carriers were higher than 
that of I allele carriers although the differences were 
not statistically significant. These results indicate that 
our patients may not have developed the metabolic 
syndrome but run the risk of developing it. The 
mechanism by which ACE gene polymorphism 
affects the lipid levels is unclear and is worth further 
exploring. On the other hand, levels of FBG were 
significantly higher in D allele carriers than those 
of I thereby suggesting that the ACE gene I/D 
polymorphism is a risk factor for T2DM in the Bantu 
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ethnic group of the SWR of Cameroon and the D allele 
may predispose subjects to T2DM. 
 Identifying the risk factors of T2DM and geno-
typing these SNPs among semi-Bantus ethnic group in 
Buea can help identify at risk individuals in the Bantu 
ethnic group, hence create awareness by providing 
better understanding of the disease complications, 
management, early prevention and thus a change in 
lifestyle of these subjects. Furthermore these results 
may initiate the formulation of governmental policies 
to prevent and control this disease in this population.

In conclusion, the ACE gene I/D polymorphism is 
a risk factor for T2DM in the Bantu ethnic group of 
the SWR of Cameroon and the D allele predisposes 
these subjects to T2DM. 

ACKNOWLEDGEMENTS

This research work received financial support from 
the Cameroon Ministry of Higher Education in the 
form of research modernisation allowance as well as 
from the ‘Academie de Recherche et d’Enseignement 
Superieur - Commission de la Cooperation au 
Development’ (ARES-CCD), Belgium in the form 
of laboratory equipment to the Molecular and Cell 
Biology Laboratory of the Biotechnology Unit. 

REFERENCES 

1. Echouffo-Tcheugui JB, Kengne AP. Chronic non-
communicable diseases in Cameroon-burden, 
determinants and current policies. Global health. 2011 
7: 1-9. 

2. Hsieh MC, Lin SR, Hsieh TJ, Hsu CH, Chen HC, 
Shin SJ, Tsai JH. Increased frequency of angiotensin 
converting enzyme DD genotype in patients with 
type 2 diabetes in Taiwan. Nephrol Dial Transpl. 2000; 
15: 1008-1013.

3. Wang F, Fang Q, Yu N, Zhao D, Zhang Y, Wang J, 
Wang Q, Zhou X, Cao X, and Fan X. Association 
between genetic polymorphism of the angiotensin-
converting enzyme and diabetic nephropathy: a 
meta-analysis comprising 26,580 subjects. J Renin 
Angiotensin Aldosterone Syst. 2012; 13: 161-174.

4. Chaoxin J, Daili S, Yanxin H, Ruwei G, Chenlong W, 
Yaobin T: The influence of angiotensin-converting 
enzyme 2 gene polymorphisms on type 2 diabetes 
mellitus and coronary heart disease. Eur Rev Med 
Pharmacol Sci. 2013; 17: 2654-2659.

5. Muñoz-Barrios S, Guzmán-Guzmán IP, Muñoz-
Valle JF, Salgado-Bernabé AB, Salgado-Goytia L, 
Parra-Rojas I: Association of the HindIII and S447X 
polymorphisms in LPL gene with hypertension and 
type 2 diabetes in Mexican families. Dis Markers. 2012 
33: 313-320.

6. Zhou MS, Schulman IH. Prevention of diabetes in 
hypertensive patients: Results and implications from 
the VALUE trial. Vasc Health Risk Manag. 2009; 5: 361-
368.

7. Gillespie EL, White CM, Kardas M, Lindberg M, 

Coleman CI. Diabetes. The impact of ACE inhibitors 
or angiotensin II type 1 receptor blockers on the 
development of new-onset type 2 diabetes, Diabetes 
care. 2005; 28: 2261-2266.

8. Badran DI, Nada H, Hassan R. Association of 
Angiotensin-Converting Enzyme ACE Gene 
Polymorphism with ACE Activity and Susceptibility 
to Vitiligo in Egyptian Population. Genet Test Mol 
Biomarkers. 2015; 19: 258-263.

9. Zarouk WA, Hussein IR, Esmaeil NN, Raslan HM, 
Reheim HA, Moguib O, Emara NA, Aly AA, Hamed 
M: Association of angiotensin converting enzyme 
gene (I/D) polymorphism with hypertension and 
type 2 diabetes. Bratisl Lek Listy. 2012; 113: 14-18.

10. Abbas S Raza ST, Chandra A, Rizvi S, Ahmed F, Eba 
A, Mahdi F. Association of ACE, FABP2 and GST 
genes polymorphism with essential hypertension 
risk among a North Indian population. Annals of 
Hum Biol. 2015; 42: 461-469.

11. Bhavani BA, Padma T, Sastry BK. The insertion 
deletion polymorphism of angiotensin converting 
enzyme (ACE) gene increase the susceptibility to 
hypertension and/or diabetes. Int J Human Genet. 
2005; 5: 247-252.

12. Al-Rubeaan K, Siddiqui K, Saeb AT, Nazir N, Al-
Naqeb D, Al-Qasim S. ACE I/D and MTHFR C677T 
polymorphisms are significantly associated with type 
2 diabetes in Arab ethnicity: a meta-analysis. Gene. 
2013; 520: 166-177.

13. Al-Harbi EM, Farid EM, Gumaa KA, Darwish 
AH, Alenizi M, Singh J. Genetic combination of 
angiotensin-converting enzyme with methylene 
tetrahydrofolate reductase polymorphisms and the 
risk of type 2 diabetes mellitus in Bahrain. J Renin 
Angiotensin Aldosterone Syst. 2015; 16: 172-177.

14. Ramachandran V, Ismail P, Stanslas J, Shamsudin 
N., Moin S, Mohd Jas R. Association of insertion/
deletion polymorphism of angiotensin-converting 
enzyme gene with essential hypertension and type 
2 diabetes mellitus in Malaysian subjects. J Renin-
Angiotensin-Aldosterone Syst. 2008; 9: 208-214.

15. Sinorita H, Madiyan M, Pramono RB, Purnama LB, 
Ikhsan MR, Asdie AH.  ACE gene insertion/deletion 
polymorphism among patients with type 2 diabetes, 
and its relationship with metabolic syndrome at 
Sardjito Hospital Yogyakarta, Indonesia. Acta Med 
Indones. 2010; 42: 12-126. 

16. Liu G, Zhou TB, Jiang Z and Zheng D. Association 
of ACE I/D gene polymorphism with T2DN 
susceptibility and the risk of T2DM developing into 
T2DN in a Caucasian population. J Renin-Angiotensin-
Aldosterone Syst. 2015; 16: 165-171. 

17. Prasad P, Tiwari AK, Kumar KM, Ammin AC, Gupta 
A, Gupta R et al. Chronic renal insufficiency among 
Asian Indians with type 2 diabetes mellitus. BMC 
Med Genet. 2006; 7: 1-9.

18. Zhou D, Ruiter R, Zhang J, Zhou M, Liu H, Liu 
W, Wang S: Angiotensin- converting enzyme I/D 
polymorphism is not associated with type 2 diabetes in 
a Chinese population. J Renin Angiotensin Aldosterone 
Syst. 2012; 13: 372-378. 

19. Zhou Y, Yan H, Hou X, Miao J, Zhang J, Yin O, Li 
J, Zhang X, Li Y,

 
and Luo  H. Association study of 

angiotensin converting enzyme gene polymorphism 
with elderly diabetic hypertension and lipids levels. 

Positive june 2016.indd   230 10/08/2016   9:48 AM



June 2016 East african MEdical Journal    231

Lipids Health Dis. 2013; 12: 187.
20.  Chmaisse HN, Jammal M, Fakhoury H, Fakhoury 

R: A study on the association between angiotensin-I 
converting enzyme I/D dimorphism and type-2 
diabetes mellitus. Saudi J Kidney Dis Transpl. 2009; 
20: 1038-1046. 

21. Arfa I, Nouira S, Abid A, Alaya N, Zorgati MM, 
Malouche D, et al. Lack of association between 
renin-angiotensin system (RAS) polymorphisms and 
hypertension in Tunisian type 2 diabetics. La Tunisie 
Medicale. 2010; 88: 38-41.

22. Achidi EA, Apinjoh TO, Anchang-Kimbi JK, 
Mugri RN, Ngwai AN, and Yafi CN.  Severe and 
uncomplicated falciparum malaria in children from 
three regions and three ethnic groups in Cameroon: 
prospective study. Malaria Journal. 2012; 11: 215.

23. Kiechle FL. So you’re going to collect a Blood 
Specimen: An Introduction to Phlebotomy, 13th 
Edition, College of American Pathologists, Northfield, 
IL. (2010).

24. Rigat B, Hubert C, Corvol P, Soubrier F. PCR detection 
of the insertion/deletion polymorphism of the 
human angiotensin converting enzyme gene (DCP1) 

(dipeptidyl carboxypeptidase 1). Nucleic Acids Res. 
1992; 20: 1433.

25. Mtiraoui N, Ezzidi I, Turki A, Chaieb M, Mahjoub T. 
Renin- angiotensin aldosterone system genotypes and 
haplotypes affect the susceptibility to nephropathy in 
type 2 diabetes patients. J Renin Angiotensin Aldosterone 
Syst. 2011; 12: 572-580. 

26. Ahluwalia TS, Ahuja M, Rai TS, Kohli HS, Bhansali 
A. ACE variants interact with the RAS pathway to 
confer risk and protection against type 2 diabetic 
nephropathy. DNA Cell Biol. 2009; 28:141-150.

27. Nikzamir A, Esteghamati A, Feghhi M, Nakhjavani 
M, Rashidi A. The insertion/deletion polymorphism 
of the angiotensin- converting enzyme gene is 
associated with progression, but not development, of 
albuminuria in Iranian patients with type 2 diabetes. 
J Renin Angiotensin Aldosterone Syst. 2009; 10: 109-114. 

28. Ezzidi I, Mtiraoui N, Kacem M, Chaieb M, Mahjoub 
T. Identification of specific angiotensin-converting 
enzyme variants and haplotypes that confer risk 
and protection against type 2 diabetic nephropathy. 
Diabetes Metab Res Rev. 2009. 25: 717-724. 

Positive june 2016.indd   231 10/08/2016   9:48 AM


