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ABSTRACT | Purpose: This study measured serum hypoxia- 
inducible factor-1 (HIF-1α) and survivin levels in patients with 
diabetes and investigated their association with the severity of 
retinopathy. Methods: This study included 88 patients with type 2 
diabetes mellitus who underwent routine eye examinations. Three 
groups were created. Group 1 consisted of patients without diabetic 
retinopathy. Group 2 included patients with non-proliferative 
diabetic retinopathy. Group 3 included patients with proliferative 
diabetic retinopathy. To measure serum HIF-1α and survivin levels, 
venous blood samples were collected from patients. Results: The 
mean HIF-1α levels in groups 1, 2, and 3 were 17.30 ± 2.19, 
17.79 ± 2.34, and 14.19 ± 2.94 pg/ml, respectively. Significant 
differences were detected between groups 1 and 3 (p=0.01) and 
between groups 2 and 3 (p=0.01). The mean survivin levels in 
groups 1, 2, and 3 were 42.65 ± 5.37, 54.92 ± 5.55, and 37.46 
± 8.09 pg/ml, respectively. A significant difference was only 
detected between groups 2 and 3 (p=0.002). Conclusion: The 
present study revealed that serum HIF-1α and survivin levels are 
increased in patients with non-proliferative diabetic retinopathy 
compared to those in patients without diabetic retinopathy. 
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INTRODUCTION
Diabetes mellitus (DM) is a chronic disease that 

destroys the body by causing macrovascular and micro-
vascular complications. Diabetic retinopathy (DR) is the 
most common microvascular complication of DM, and 

it results in vision loss. Vascular changes in DR have 
been explained by several biochemical, hemodynamic, 
and immunological mechanisms(1-3). DR is diagnosed via 
clinical fundus examination of vascular abnormalities in 
the retina. Clinically, DR is classified as non-proliferative 
or proliferative(4). Non-proliferative DR is a milder form 
that represents an earlier stage of DR. Proliferative DR 
is characterized by neovascularization, and represents 
an advanced stage of DR(5). An ischemic process be-
gins long before the appearance of visible anatomical 
changes, in which many trophic factors, complement 
factors, cytokines, and mediators are involved. The is-
chemic process initiated by hypoxia appears to be the 
main contributor to ocular complications, which cause 
retinal damage(6).

Hypoxia occurs when vascular blood supply is impai-
red and tissue oxygen levels are lower than demanded. 
Under hypoxic conditions, hypoxia-inducible factor-1 
(HIF-1) acts as a transcriptional regulator of several criti-
cal genes for cellular functions. HIF-1 was first detected 
in the kidneys and liver(7). HIF-1 is composed of two su-
bunits, namely HIF-1α and HIF-1β(8). HIF-1α is the main 
active subunit, and its expression triggers the activation 
of vascular endothelial growth factor (VEGF) and other 
angiogenic factors, leading to angiogenesis(9).

Survivin is a member of the inhibitor of apoptosis 
protein family that plays a key role in cellular prolifera-
tion and the inhibition of apoptosis(10). Previous studies 
revealed that survivin is highly expressed in fetal tis-
sues and malignant tumors but is rarely detectable in 
most healthy adult tissues(11). Apoptosis is critical in the 
process of vascular remodeling. Survivin has a unique 
ability to enhance angiogenesis by inhibiting endo-
thelial cell apoptosis(12). Recent studies illustrated that 
survivin expression increases in response to conditions 
associated with vascular damage, including diabetic 
vasculopathy(13).
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Biomarkers are valuable and useful molecules found 
in blood, vitreous humor, aqueous humor, or other body 
fluids that can provide insights into the risks of diseases, 
thereby facilitating patient identification and treatment 
management(14,15). In the literature, studies described 
alterations of various biomarker levels in body fluids 
such as vitreous humor, aqueous humor, tears, and se-
rum in patients with diabetes(16-18). 

In this study, we measured HIF-1α and survivin levels 
in the serum of patients with diabetes as potential bio-
markers and investigated their potential relationships 
with the severity of retinopathy.

METHODS
This study was performed in the Adıyaman Unıversity 

School of Medicine Ophthalmology Department, and 
it included 88 patients with type 2 DM who visited 
our clinic between July 2021 and December 2021. All 
procedures followed the guidelines of the Declaration 
of Helsinki, and written informed consent was obtai-
ned from all patients. Local ethics committee approval 
was obtained (Ethics Committee for Clinical Trials of 
Adıyaman University, 2021/05-19). Patients who un-
derwent follow-up after a diagnosis of type 2 DM and 
routine eye examinations were included in the study. 
Three groups were created. Group 1 consisted of pa-
tients without DR. Group 2 consisted of patients with 
non-proliferative DR. Group 3 consisted of patients with 
proliferative DR. A complete ophthalmic examination, 
including an assessment of best corrected visual acuity 
(BCVA), slit-lamp biomicroscopy, and fundoscopy, was 
performed in all patients. The diagnosis of DR was ba-
sed on the biomicroscopic fundus examination. Patients 
with autoimmune (rheumatologic) diseases, systemic 
hypertension, ocular trauma, ocular inflammation fea-
turing uveitis, and type 1 DM were excluded from the 
study. Patient files were scanned, and information such 
as age, gender, and the results of routine laboratory tests 
was obtained retrospectively. 

Enzyme-linked immunosorbent assay (ELISA)

To measure serum HIF-1α and survivin levels, appro-
ximately 5-6 ml of venous blood were collected from 
patients using serum-separating tubes, and serum was 
obtained via centrifugation at 2500 rpm for 15 min. 
Subsequently, samples were maintained at -86°C until 
protein measurements. HIF-1α and survivin levels were 
measured using commercially available ELISA kits (Sun-
red Biological Technology, Shanghai, China) in accor-

dance with the manufacturer’s protocol. Briefly, blank, 
standard, and sample wells were created, and reagents 
were prepared and incubated at room temperature for 
30 min. Following incubation, samples, standards, and 
reagents were loaded, gently mixed, and incubated 
for 60 min at 37°C to permit reaction. Then, samples 
were discarded, and plates were rinsed five times with 
washing buffer. Following washing, the wells were in-
cubated with chromogen A and B solutions for 10 min 
at 37°C. Subsequently, the reaction was terminated 
using stop solution, and absorbance was measured at 
450 nm using the EZ Read 400 instrument (Biochrom, 
Cambridge, UK). A standard curve was plotted using a 
four-parameter logistic regression model to determine 
actual protein concentrations. 

Statistical analysis

Statistical analysis was performed using Statistical 
Package for Social Sciences 21.0 for Windows (IBM, 
Armonk, NY, USA). Frequency, percentage, and mean 
± standard deviation (SD) were used as descriptive 
statistics. The Shapiro-Wilk test was used to determine 
whether the data followed a normal distribution, which 
was indicated by p>0.05. One-way ANOVA was used 
to compare the means of normally distributed data, and 
the Kruskal-Wallis test was used for non-normally dis-
tributed data. P<0.05 indicated statistical significance.

RESULTS
 The sex distribution (p=0.894) and mean age 

(p=0.552) were comparable among the groups. The 
mean HIF-1α levels in groups 1, 2, and 3 were 17.30 ± 
2.19, 17.79 ± 2.34, and 14.19 ± 2.94 pg/ml, respectively. 
HIF-1α levels significantly differed among the groups 
(p=0.04). In the sub-group analysis, HIF-1α levels sig-
nificantly differed between groups 1 and 3 (p=0.01) 
and between groups 2 and 3 (p=0.01) but not between 
groups 1 and 2 (p>0.99). The mean survivin levels in 
groups 1, 2, and 3 were 42.65 ± 5.37, 54.92 ± 5.55, and 
37.46 ± 8.09 pg/ml, respectively, revealing a significant 
difference among the groups (p=0.03). In the sub-group 
analysis, survivin levels only differed between groups 2 
and 3 (p=0.002). The demographic characteristics of the 
patients and results are presented in table 1.

DISCUSSION

DR begins with microvascular damage such as the 
loss of pericytes and continues with ischemia and 
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hypoxia in retinal tissues, ultimately resulting in neo-
vascularization in response to these changes(19,20). The 
pathological process progresses through hypoxia that 
develops in the ocular tissues(21,22). The production of va-
rious angiogenic growth factors involved in pathological 
neovascularization, such as VEGF, insulin growth factor, 
cytokines, and proteins, is induced by hypoxia(23,24).

HIF-1α, the main active subunit of HIF-1, acts as a 
trans criptional regulator of critical genes for cellular 
functions under hypoxia(9). Various studies revealed 
that HIF-1α protein expression increases as the cellu-
lar oxygen level decreases(25). HIF-1α overexpression 
attributable to abnormal growth and consequent tissue 
hypoxia has been demonstrated in various tumors(26). 
Vitreous HIF-1α and VEGF levels increase in parallel in 
patients with proliferative DR(27). Liu et al. found that 
HIF-1α expression was higher in ischemic retinas than 
non-ischemic retinas in their mouse model(25).

Survivin has a unique ability to enhance angiogene-
sis by inhibiting endothelial cell apoptosis(12). Recent 
studies illustrated that survivin is rarely expressed in 
healthy tissues but is usually overexpressed in tumoral 
tissues such as cancers of the gastrointestinal system, 
lungs, and breasts(28-30).

Because the potential of survivin and HIF-1α to be 
biomarkers as demonstrated in the aforementioned 
research, we sought to assess their relationships with 
the severity of DR. We hypothesized that survivin and 
HIF-1α levels would increase with ischemia. Therefore, 
we expected their levels to increase with increasing se-
verity of DR. As we expected, the serum levels of these 
molecules were higher in patients with non-proliferative 
retinopathy than patients without  levels were lowest 
in patients with proliferative DR, which features the 
most severe diabetic involvement. This result can be 
explained as follows. Panretinal photocoagulation was 
performed in patients with proliferative DR as a requi-
rement of neovascularization. Because of the ablation of 

retinal tissues, in which HIF-1α and survivin were relea-
sed, the levels of these proteins were lowest in patients 
with proliferative DR. Our findings of higher HIF-1α 
and survivin levels in patients with non-proliferative DR 
than in those without DR suggest that the levels of these 
parameters increase in parallel with the development 
of DR. Various studies reported that both survivin and 
HIF-1α levels increase with retinal neovascularization 
because of intense ischemia. Liu et al. revealed that 
HIF-1α expression is increased by hypoxia in the early 
phase of DR(6). In another study, Li et al. reported that 
HIF-1α expression was increased in the early phase of 
DR(31). There is further evidence that HIF-1α levels are 
correlated with the severity of DR(24,27,32,33). Liu et al. 
confirmed that HIF-1α activates the transcription of 
survivin during the progression of DR under hypoxic 
conditions in the ischemic retina. Consequently, ove-
rexpression of survivin promotes neovascularization in 
the retina and DR progression(6).

It might be useful for clinicians to use the results of 
this study to determine the risk of retinopathy in pa-
tients with diabetes and quantitatively evaluate retinal 
ischemia using serum HIF-1α and survivin levels. In 
patients with poor blood glucose regulation, ophthal-
mologists’ prior knowledge of the extent and severity 
of retinal ischemia could be meaningful for both the 
physician and patient to implement urgent measures 
before retinopathy develops or worsens.

This study had several limitations. First, HIF-1α and 
survivin levels were measured in serum. Measurement 
of the vitreous levels of these proteins would increase 
the reliability of the results. The limited indication for vi-
trectomy in patients with non-proliferative DR makes it 
difficult to obtain vitreous samples. The major limitation 
of the study was its retrospective, cross-sectional design. 
The proliferative DR group did not consist of naïve pa-
tients. Because of retinal ablation therapy via argon laser 
photocoagulation, HIF-1α and survivin expression was 

Table 1. The demographic characteristics of the patients and comparisons of HIF-1α and survivin levels among the groups

Group 1 Group 2 Group 3 p
p between 

groups 1 and 2 
p between groups 

1 and 3
p between groups 

2 and 3

HIF-1α (pg/ml) 17.30 ± 2.19 17.79 ± 2.34 14.19 ± 2.94 0.04 1.00 0.01 0.01

Survivin (pg/ml) 42.65 ± 5.37 54.92 ± 5.55 37.46 ± 8.09 0.03 0.243 0.363 0.002

Age (years) 62.39 ± 1.77 60.16 ± 1.38 60.43 ± 1.36 0.552

Sex (M/F) 11/17 10/20 11/19 0.894

Group 1: Patients without diabetic retinopathy; Group 2: Patients with non-proliferative diabetic retinopathy; Group 3: Patients with proliferative diabetic retinopathy.
One-way ANOVA was used to compare the means of normally distributed data, whereas the Kruskal–Wallis test was used to compare non-normally distributed data. 
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not possible in the damaged retinal tissues. In addition, 
the levels of these proteins were not measured at the 
time of diagnosis before diabetic retinal involvement, 
precluding comparisons of the results in this cohort 
after the development of diabetic retinal involvement. 
A comparison of these data among the patients and with 
a control group would provide the most accurate and 
rational results.

In conclusion, the present study illustrated that se-
rum HIF-1α and survivin levels are higher in patients 
with non-proliferative DR than in those without DR. 
Further prospective studies with long-term follow-up in 
naïve patients could contribute to the literature.

Authors’ contrıbutıon:

Substantial contribution to conception and design: 
Burak Bilgin, Semsettin Bilak. Acquisition of data: Sem-
settin Bilak, Yusuf Özay. Analysis and interpretation of 
data: Burak Bilgin, Semsettin Bilak. Drafting of the manus-
cript: Burak Bilgin. Critical revision of the manuscript for 
important intellectual content: Burak Bilgin, Semsettin 
Bilak. Have given final approval of the submitted manus-
cript: Burak Bilgin, Semsettin Bilak, Yusuf Özay. Statistical 
analysis: Semsettin Bilak. Administrative, technical, or 
material support supervision: Burak Bilgin, Semsettin Bi-
lak, Yusuf Özay. Research group leadership: Burak Bilgin.

REFERENCES
1. Klein R. Hyperglycemia and microvascular and macrovascular 

disease in diabetes. Diab Care 1995;18(2):258-68.

2. Doganay S, Evereklioglu C, Er H, Türköz Y, Sevinç A, Mehmet N, 
et al. Comparison of serum NO, TNF-alpha, IL-1beta, sIL-2R, IL-6 
and IL-8 levels with grades of retinopathy in patients with diabetes 
mellitus. Eye (Lond) 2002;16(2):163-70.

3. Kastelan S, Tomic M, Salopek-Rabatic J, Pavan J, Lukenda A, 
Gotovac M, et al. The association between the HLA system and 
retinopathy development in patients with type 1 diabetes mellitus. 
Coll Antropol 2013;37(suppl 1):65-70. 

4. Zhao H, Zhang J, Yu J. HMGB-1 as a potential target for the treat-
ment of diabetic retinopathy. Med Sci Monit 2015;11(21):3062-67.

5. Romero-Aroca P, Baget-Bernaldiz M, Pareja-Rios A, Lopez-Galvez 
M, Navarro-Gil R, Verges R. Diabetic macular edema pathophy-
siology: Vasogenic versus inflammatory. J Diabetes Res 2016; 
2016:2156273.

6. Liu N, Zhao N, Chen L, Cai N. Survivin contributes to the progres-
sion of diabetic retinopathy through HIF-1α pathway. Int J Clin Exp 
Pathol 2015;8(8):9161-67.

7. Vadlapatla RK, Vadlapudi AD, Mitra AK. Hypoxia-inducible 
factor-1 (HIF-1): a potential target for intervention in ocular neo-
vascular diseases. Curr Drug Targets 2013;14(8):919-35.

8. Kiani AA, Kazemi A, Halabian A, Mohammadipour M, Jahanian- 
Najafabadi A, Roudkenar MH. HIF-1α confers resistance to 
induced stress in bone marrow-derived mesenchymal stem cells. 
Arch Med Res 2013;44:185-93.

9. Wang N, Dong CR, Jiang R, Tang C, Yang L, Jiang QF, et al. Overex-
pression of HIF-1α, metallothionein and SLUG is associated with 
high TNM stage and lymph node metastasis in papillary thyroid 
carcinoma. Int J Clin Exp Patholw 2013;7: 322-30.

10. Li Y, Lu W, Yang J, Edwards M, Jiang S. Survivin as a Biological 
Biomarker for Diagnosis and Therapy. Expert Opin Biol Ther 
2021;21(11):1429-41.

11. Adida C , Crotty PL, McGrath J, Berrebi D, Diebold J, Altieri DC. 
Developmentally regulated expression of the novel cancer anti- 
apoptosis gene survivin in human and mouse differentiation. Am 
J Pathol 1998;152(1):43-49.

12. Altieri DC. Survivin, versatile modulation of cell division and apop-
tosis in cancer. Oncogene 2003;22: 8581-89.

13. Conte MS, Altieri DC. Survivin regulation of vascular injury. Trends 
Cardiovasc Med 2006;16(4):114-17.

14. Vujosevic S, Simó R. Local and systemic inflammatory biomarkers 
of diabetic retinopathy: An integrative approach. Invest Ophthal-
mol Vis Sci 2017;58(6):6875.

15. Jenkins AJ, Joglekar MV, Hardikar AA, Keech AC, O’Neal DN, 
Januszewski AS. Biomarkers in diabetic retinopathy. Rev Diabet 
Stud 2015;12:15995.

16. Kim M, Kim Y, Lee SJ. Comparison of aqueous concentrations of 
angiogenic and inflammatory cytokines based on optical cohe-
rence tomography patterns of diabetic macular edema. Indian J 
Ophthalmol 2015;63:3127.

17. Chernykh VV, Varvarinsky EV, Smirnov EV, Chernykh DV, Trunov 
AN. Proliferative and inflammatory factors in the vitreous of pa-
tients with proliferative diabetic retinopathy. Indian J Ophthalmol 
2015;63:336.

18. Liu J, Shi B, He S, Yao X, Willcox MD, Zhao Z. Changes to tear 
cytokines of type 2 diabetic patients with or without retinopathy. 
Mol Vis 2010;16:2931-8. 

19. Talat L, Lightman S, Tomkins-Netzer O. Ischemic retinal vasculitis 
and its management. J Ophthalmol 2014;4:1976-89.

20. Engerman RL. Pathogenesis of diabetic retinopathy. Diabetes 
1989;38:1203-06.

21. Campochiaro PA. Ocular neovascularization. J Mol Med (Berl) 
2013;91:311-21.

22. Ameri A, Liu H, Liu R, Ha Y, Paulucci-Holthauzen AA, Hu S, et al. 
TWEAK/Fn14 pathway is a novel mediator of retinal neovasculari-
zation. Invest Ophthalmol Vis Sci 2014;55: 801-13.

23. Singh NK, Hansen DE, Kundumani-Sridharan V, Rao GN. Both 
Kdr and Flt1 play a vital role in hypoxia-induced Src-PLD1-
PKCγ-cPLA(2) activation and retinal neovascularization. Blood 
2013;121:1911-23.

24. Morita M, Ohneda O, Yamashita T, Takahashi S, Suzuki N, Nakajima 
O, et al. HLF/HIF-2α is a key factor in retinopathy of prematurity 
in association with erythropoietin. EMBO J 2003; 22:1134-46.

25. Liu N, Sun Y, Zhao N, Chen L. Role of hypoxia-inducible factor-1α 
and survivin in oxygen-induced retinopathy in mice. Int J Clin Exp 
Pathol 2014;7(10):6814-19.

26. Lu QL, Liu J, Zhu XL, Xu WJ. Expression of nerve growth factor and 
hypoxia inducible factor-1α and its correlation with angiogenesis 
in non-small cell lung cancer. J Huazhong Univ Sci Technolog Med 
Sci 2014;34:359-62.

27. Lim JI, Spee C, Hinton DR. A comparison of hypoxia-inducible 
factor-α in surgically excised neovascular membranes of patients 
withdiabetes compared with idiopathic epiretinal membranes in 
nondiabetic patients. Retina 2010;3:1472-78.

https://pubmed.ncbi.nlm.nih.gov/?term=Adida+C&cauthor_id=9422522
https://pubmed.ncbi.nlm.nih.gov/?term=Crotty+PL&cauthor_id=9422522
https://pubmed.ncbi.nlm.nih.gov/?term=McGrath+J&cauthor_id=9422522
https://pubmed.ncbi.nlm.nih.gov/?term=Berrebi+D&cauthor_id=9422522
https://pubmed.ncbi.nlm.nih.gov/?term=Diebold+J&cauthor_id=9422522


 Bilgin B, et al.

5Arq Bras Oftalmol. 2024;87(4):e2023-0112

28. Li DW, Zhou L, Jin B, Xie J, Dong P. Expression and significance of 
hypoxia-inducible factor-1α and survivin in laryngeal carcinoma 
tissue and cells. Otolaryngol Head Neck Surg 2013;48:75-81.

29. Chen YQ, Zhao CL, Li W. Effect of hypoxiainducible factor-1alpha 
on transcription of survivin in non-small cell lung cancer. J Exp 
Clin Cancer Res 2009; 28: 29-37.

30. Yu S, Zhang Z, Zhang B, Shu Y, Wu H, Huang X, et al. Clinical 
significance of PIK3CA and survivin in primary adenosquamous 
lung carcinoma. Med Oncol 2014; 31: 983-92.

31. Li C, Wu Q, Liu B, Yao Y, Chen Y, Zhang H, et al. Detection and 
validation of circulating endothelial cells, a blood-based diagnos-
tic marker of acute myocardial infarction. PLoS One 2013;8(3): 
e58478.

32. Zhang Q, Chen Y, Zhang B, hi SB, Weng W, Chen Z, et al. Hypoxia- 
inducible factor-1α polymorphisms and risk of cancer metastasis: 
a meta-analysis. PLoS One 2013;8:e70961.

33. Loukovaara S, Koivunen P, Inglés M, Escobar J, Vento M, Andersson 
S. Elevated protein carbonyl and HIF-1α levels in eyes with proli-
ferative diabetic retinopathy. Acta Ophthalmol 2014;92: 323-27.


