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Abstract: 

Aim: In this study, we explored the angiogenic potential and proangiogenic concentration ranges of 2-

deoxy-D-ribose (2dDR) and 17β-Estradiol (E2) in comparison with vascular endothelial growth factor 

(VEGF). 2dDR and E2 were then loaded into tissue engineering (TE) scaffolds to investigate their 

proangiogenic potential when released from fibres. Materials and Methods: Ex-ovo chick chorioallantoic 

membrane (CAM) assay was used to evaluate angiogenic activity of 2dDR and E2. Both factors were then 

introduced into scaffolds via electrospinning to assess their angiogenic potential when released from 

fibres. Results: Both factors were approximately 80% as potent as (VEGF) and showed a dose-dependent 

angiogenic response. The sustained release of both agents from the scaffolds stimulated 

neovascularisation over 7 days in the CAM assay. Conclusion: We conclude that both 2dDR and E2 provide 

attractive alternatives to VEGF for the functionalisation of TE scaffolds to promote angiogenesis in vivo. 

Graphical abstract:  
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1. INTRODUCTION 

Over the last 30 years there have been significant advances in the production of tissue engineered 

materials suitable for use in the clinic. However, one of the key challenges is to ensure rapid 

neovascularisation into these constructs in order for them to survive post transplantation [1]. While 

relatively thin simple tissue engineered constructs can survive on well-vascularised wound beds, thicker 

constructs (>200 µm) usually fail to engraft due to lack of oxygen and nutrients in vivo [2,3]. Both 

prevascularisation and scaffold functionalisation strategies with the use of angiogenic factors are viewed 

as promising approaches to accelerate vascular ingrowth into tissue engineering (TE) constructs to 

circumvent slow vascularisation after implantation [1,4].  

Although there are some well-known growth factors such as transforming growth factor-beta (TGF-β), 
platelet derived growth factor (PDGF) and fibroblast growth factor (FGF) which have the potential to 

promote neovascularisation [5], vascular endothelial growth factor (VEGF) is recognised to be the most 

well-studied angiogenic factor due to occupying a key role in the angiogenic cascade. VEGF has been 

proven to have important roles in different steps of the angiogenic process in vivo: vasodilation and 

permeability, destabilization of vessels and degradation of extracellular matrix (ECM), proliferation and 

migration of endothelial cells, and lumen formation and vessel stabilisation [6,7].  

VEGF acts as part of a well-regulated process, and its actions are highly dose-dependent. It is largely bound 

to glycosaminoglycans in vivo and released in response to need. Its angiogenic potential has been assessed 

in many in vitro studies such as cell migration assays using matrigel [8], collagen gels [9] and transwell 

migration assays [10]. It has also been evaluated in the CAM assay [11–14] as well as in vivo studies. 

However, a range of studies show that VEGF addition can lead to excessively leaky [15], permeable [16] 

and haemorrhagic [17] vessels such as those that are found in tumorigenesis [18]. Controlled and slow 

release of VEGF may help to regulate the delivery rate of VEGF and circumvent these problems by creating 

mature, more durable and stable vessels [19,20]. One promising approach is to use the glycosaminoglycan 

heparin, which is found on the cell surface and in ECM [21], to bind VEGF. Heparin found in ECM plays a 

role in storage and prolonging the release of heparin binding growth factors such as FGF and VEGF. It also 

regulates their stability and biological activity as well as long-term stimulation of endothelial cells [22–24]. 

Our group has explored the approach of using heparin bound to biomaterials to deliver VEGF using a layer-

by-layer method for coating scaffolds with heparin and then binding VEGF [25] and we have also reported 

on chitosan-based hydrogels for binding heparin [26,27]. However, binding VEGF with heparin is a long 

process and requires multistep actions to introduce VEGF with the TE scaffolds.  

As an alternative to VEGF, 17β-Estradiol (E2) has been shown to promote endothelial cell migration and 

proliferation in vitro [28,29] and to stimulate new blood vessel formation both in vitro and in vivo [30]. E2 

has an important role in neovascularisation during the menstrual cycle [31,32]. It is used clinically in the 

treatment of osteoporosis and heart disease [33]. Moreover, blocking the E2 receptor with adjuvants such 

as tamoxifen for estrogen receptor positive tumours, in which high estrogen helps the cancer cells grow 

and spread, is an effective method to reduce tumour vasculature. This therapy has been in clinics for many 

years especially for treatment of breast cancer [34,35]. Recently, our group confirmed that poly-L-lactic-

acid (PLLA) scaffolds loaded with E2 were highly angiogenic using the CAM assay [36]. 



  

 

Thymidine phosphorylase (dThdPase) has an amino acid sequence identical to platelet-derived 

endothelial cell growth factor (PD-ECGF) and is an enzyme that catalysis the conversion of thymidine to 

thymine [37,38]. Activation of dThdPase is known to be angiogenic [39–41] although its molecular 

mechanism is still unclear. 2-deoxy-D-ribose (2dDR), one of the degradation products of thymidine, was 

reported to have a chemotactic activity and angiogenic activity in vivo [42,43]. However, no other similar 

molecules including thymidine, thymine, 2-deoxy-L-ribose, 2-deoxy-D-ribose-1-phosphate were found to 

be angiogenic when compared to 2dDR [43,44]. Similarly, our group previously found that 2dDR, released 

from a hydrogel, is not only angiogenic but also stimulates wound healing in a rat skin wound model [45]. 

However, as only a single dose of 2dDR was used in that study, dose-dependent response to 2dDR 

remained still unclear. 

In summary, although VEGF is a highly effective stimulator of angiogenesis, it has also been demonstrated 

to be unstable, expensive and possibly unsafe when given in a non-regulated manner. Thus, there is need 

to explore alternative strategies for positively influencing the angiogenic cascade due to the potential 

drawbacks of using exogenous VEGF. E2 has proven as safe to be used clinically. To date, the angiogenic 

response to different doses of E2 has been studied by several groups [46–48]. On the other hand, although 

potential angiogenic effect of 2dDR has been previously reported, there have not been any studies so far 

on the concentration range of 2dDR which is proangiogenic.  

Accordingly, our aim in this study is to establish useful proangiogenic concentration ranges for both 2dDR 

and E2 and to compare their angiogenic activities with VEGF to progress our understanding of the 

potential value of E2 and 2dDR to the world of proangiogenic biomaterials and to the problem of 

improving rapid neovascularisation in tissue engineered constructs. In order to satisfy this aim, we 

explored the angiogenic potential of different concentrations of 2dDR and E2 in order to determine the 

effective dose ranges of both agents which were found approximately 80% as potent as VEGF for 

promoting angiogenesis when applied directly on CAM. Following the determination of the effective doses 

of the 2dDR and E2, both drugs were loaded into a simple electrospun scaffold of Poly3-hydroxybutyrate-

co-3-hydroxyvalerate (PHBV) fibres from which they were readily released. PHBV was selected due to its 

biodegradability and good biocompatibility which can be linked with its degradation product is 3-

hydroxybutyrate that is also a natural product produced in human body [49]. The release of both agents 

from fibres also showed an increased angiogenic activity in CAM assay and stimulated neovascularisation 

in vivo.  

Therefore, for the first time in this study, we defined effective pro-angiogenic concentration ranges of 

2dDR and compared it with E2 and VEGF in CAM assay in which one can demonstrate significant increases 

in blood vessel formation within seven days, which is a time period very relevant to driving angiogenesis 

non-healing chronic wounds in vivo and to stimulating the formation of new blood vessels after 

engraftment of TE constructs. 

 

 

 



  

 

2. MATERIALS AND METHODS 

2.1. Ex-ovo CAM assay 

2.1.1. Incubation of eggs 

All CAM experiments were carried out according to the Home Office, UK guidelines. Schematic 

demonstration of the ex-ovo CAM assay is given in Figure 1. Fertilised chicken eggs (Gallus domesticus) 

were purchased from Henry Stewart & Co. (MedEggs, Norwich, UK). The eggs were carefully wiped with 

20% industrial methylated spirit solution using hand paper towels to remove dirt and feathers from the 

shell.  The eggs were then incubated at 37.5 °C until embryonic development day (EDD) 3, lying 

horizontally in a humidified egg incubator (RCOM King SURO, P&T Poultry, Powys, Wales). 

2.1.2. Transferring the embryos into petri dishes 

On EDD 3, the upper surface of the eggs was marked with a felt pen. The eggs were held horizontally (with 

the marked surface on top) and cracked on the edge of a 1000 ml glass beaker and kept close to the 

bottom surface of the petri dishes. The embryos were then transferred gently into sterile petri dishes and 

kept in a humidified incubator (Binder, Tuttlingen, Germany) at 38°C. 

 

Figure 1. Schematic illustration of the steps of the direct application of the substances and implantation 

of the substance releasing scaffolds on CAM. This figure shows the basic methodology of ex-ovo CAM 

assay and quantification of the macro and micro images. 

2.2. Determination of the optimum concentration of E2 and 2dDR on angiogenesis using the CAM 

assay 

2.2.1. Preparation of drug solutions 

Three concentrations of E2 and 2dDR were screened in these experiments. E2 was dissolved in methanol 

then working solutions were prepared with phosphate buffered saline (PBS) so as to be (a) 100 ng/day 

(E2-100), (b) 200 ng/day (E2-200), and (b) 600 ng/day (E2-600) concentrations. 2dDR solutions were 

prepared by dissolving in PBS so as the final concentrations to be (a) 20 µg/day (2dDR-20), (b) 200 µg/day 

(2dDR-200), and (c) 1000 µg/day (2dDR-1000). VEGF was used as a positive control at a concentration of 

80 ng/day (VEGF-80) whereas Sunitinib, an inhibitor of multiple receptor tyrosine kinases, was used as a 



  

 

negative control at a 2 µg/day concentration. Working solutions of all substances were prepared freshly 

at the beginning of each experiment. All chemicals were purchased from Sigma Aldrich unless indicated 

otherwise. 

2.2.2. Application of drugs onto the CAM 

Plastic rings (~6.5 mm in diameter), as a reservoir for the drugs and a marker for the implantation area, 

were placed on the CAM. The substances were applied as 20 µl volume onto the CAM twice a day for 3 

days starting from EDD 7. On EDD 11, images of the CAM area circumscribed by the plastic rings were 

acquired using a digital microscope and embryos were sacrificed immediately after image acquisition. 

2.2.3.  Quantification of angiogenesis 

Digital images were used for quantification of the results. Multiple image processing steps were applied 

following previously described protocols [6,7,50]. Firstly, the internal area of the ring was cropped, and 

the raw image was split to its three main colour channels (red, green and blue (RGB) channels) using 

Adobe Photoshop CS6 (ADOBE Systems Inc., San Jose, California, USA). Only the green channel was 

exported as an image file and then imported to ImageJ (Wayne Rasband, National Institutes of Health, 

USA) for further analysis including unsharp mask filtering, enhancing the local contrast, noise removal, 

converting the image to binary and segmentation. The green channel was selected because it gave the 

most accurate and detailed results for blood vessels when converted to binary [51]. Finally, the number 

of branch points was quantified using quantification software (AngioTool, National Cancer Institute, USA) 

and average blood vessel lengths were calculated by using binary image histograms with known pixel/mm 

ratios in ImageJ (Wayne Rasband, National Institutes of Health, USA). 

2.3. Evaluation of effect of E2 and 2dDR on microvasculature 

For these experiments only, one concentration of E2 (E2-200) and 2dDR (2dDR-200) were used as these 

concentrations were the most effective ones in terms of stimulating angiogenesis in CAM assay. The drugs 

were applied following the steps in section 2.2.2. 

2.3.1. Microinjection 

At EDD 11, a 20% solution of rhodamine labelled lens culinaris agglutinin (LCA) (Vector Laboratories, 

Peterborough, UK) was injected into the circulation of CAM using 30 G needles under a dissection 

microscope (Wild Heerbrugg, Heerbrugg, Switzerland) to visualize the microvasculature. After 1 min of 

incubation, embryos were sacrificed and areas on CAM circumscribed by the plastic ring were removed 

and fixed in 3.7% formaldehyde solution. Fixed CAM samples were then imaged under a confocal 

microscope (Zeiss LSM 510 Meta, Jena, Germany) for investigating the effect of substances on the 

microvascular structure of the CAMs. 

2.3.2. Quantification of the vascular area  

The percentage vascular areas (VA%) of the microvasculature of CAMs were quantified using confocal 

images of LCA injected CAM samples as shown in Figure 3. The images were then imported to ImageJ and 



  

 

converted to binary images after filtering and smoothing processes prior to quantification. VA% was 

calculated using the histogram list of black and white areas in the image. 

2.4. Construction of E2 and 2dDR releasing PHBV scaffolds  

2.4.1. Electrospinning E2 and 2dDR loaded PHBV scaffolds 

Preparation of the solutions 

10% (w/w) PHBV solution was prepared prior to electrospinning. 1 g of PHBV granules (Goodfellow, 

London, UK) were dissolved in 1 g of methanol (Fisher Scientific, Massachusetts, USA) and 8 g of DCM 

(Fisher Scientific, Massachusetts, USA) in a fume hood. Four 10% PHBV solutions were prepared prior to 

addition of the drugs. Finally, 25 mg E2, 50 mg of E2, 250 mg of 2dDR and 500 mg of 2dDR were then 

added to each solution per 1 g of PHBV. The solutions were mixed using magnetic stirrer overnight. 

Electrospinning 

Solutions (~10 ml) were loaded into 10 ml syringes fitted with 0.6 mm inner diameter syringe tips. Syringes 

were then placed in a syringe pump (GenieTMPlus, KentScientific, Connecticut, USA). Aluminium foil was 

used as the collector and placed at a distance of 17 cm from the needle tips. The pump was set to 40 

µl/min, and 17 kV voltage was applied both to the collector and the tips. Electrospinning was done at 

room temperature until all the polymer solution was used. 

2.4.2. Characterization of the scaffolds 

Scanning electron microscopy (SEM) 

The surface morphology of E2 and 2dDR releasing scaffolds were observed under SEM (Philips/FEI XL-20 

SEM; Cambridge, UK). The samples were coated with gold using a gold sputter (Edwards sputter coater 

S150B, Crawley, England) prior to imaging. Fiber diameter and pore sizes were measured using ImageJ. 

E2 and 2dDR release from the scaffolds 

Scaffolds were cut into pieces so to fit into a 6-well plate, weighed and submerged in 4 ml of PBS. The 

accumulative E2 and 2dDR concentrations released from each group (25 mg E2, 50 mg E2, 250 mg 2dDR, 

500 mg 2dDR) were measured fluorometrically using a UV-VIS spectrophotometer (Thermo Fischer 

Evolution 220, Massachusetts, USA) at 238 nm for 2dDR and 220 nm for E2. Absorbance values were 

converted into concentrations using a standard curve of known concentrations of E2 and 2dDR. 

Effect of the drugs on mechanical properties of the scaffolds 

Biomechanical testing samples were prepared by cutting 20 mm x 10 mm pieces from dry scaffolds. The 

clamps of the device were positioned 10 mm away from each other, and the width and thickness of each 

scaffold were measured. Test samples were clamped with two grips in a tensiometer (BOSE Electroforce 

Test Instruments, Minnesota, USA). Tensile tests were performed on each sample at a rate of 0.1 mm/s 

until the samples failed (n=4). The raw data of these tests were used for drawing stress-strain and load-



  

 

displacement graphs. Ultimate tensile strength (UTS) was calculated from stress (σ) and stress (ε) curves 
of each sample, while stiffness was calculated from load (F) and displacement (ΔL) data.  

Wettability tests of drug releasing electrospun scaffolds were also undertaken using a drop shape analyser 

(Krüss DSA100, Germany) under ambient laboratory conditions in order to see the effect of E2 and 2dDR 

on wettability of the scaffolds. In brief, a 5 µl water droplet was dropped onto the scaffold surface, and 

the retention times of the droplet on scaffolds before complete absorption were calculated from recorded 

movies of the tests. At least nine measurements (three drops on three different substrates) were taken 

for measuring the water retention time on each sample. 

2.5. Evaluation of angiogenic potential of the E2 and 2dDR releasing electrospun PHBV scaffolds 

2.5.1. Implantation of the E2 and 2dDR releasing scaffolds on CAM 

Scaffolds were cut into 5.5 mm diameter circles using a laser cutting machine (Epilog Laser Cutter, 

Clevedon, UK) and sterilised under UV light for 1 hour prior to implantation. Two circular scaffolds were 

placed on CAM at EDD 7 and embryos were cultured for further 7 days.  

2.5.2. Quantification of the angiogenic activity of the drug releasing scaffolds 

Images of the scaffolds implanted on CAM were acquired using a digital microscope at EDD 14. Embryos 

were then sacrificed and scaffolds were cut together with a rim of surrounding CAM tissue and fixed in 

3.7% formaldehyde solution. Angiogenesis was quantified by counting all blood vessels growing towards 

the scaffolds in a spoke wheel pattern, as described previously [36]. 

2.5.3. Histological evaluation of the E2 and 2dDR releasing scaffolds on CAM 

Haematoxylin and Eosin (H&E) staining was performed on cell impregnated scaffolds by modifying a 

standard protocol [52]. Briefly, fixed samples were embedded in optimal cutting temperature freezing 

medium and frozen in liquid nitrogen for 3 minutes. Sections were cut 8-10 µm thick using a cryostat (Leica 

Biosystems Nussloch, Germany) at -20°C. Sections were then stained with haematoxylin for 90 seconds 

and eosin for 5 minutes. Finally, H&E images were acquired under a light microscope (Motic DM-B1, 

Xiamen, China). The total number of blood vessels adjacent to the scaffolds were quantified by counting 

blood vessels in H&E sections [53]. Briefly, all discernible blood vessels adjacent to the scaffolds were 

counted by two independent researchers using two independent microscopes at 10× magnification. Three 

independent CAM experiments were conducted, and in each independent experiment, six embryos were 

used for each group. For histological analysis of a single group, three embryos were randomly selected 

out of six embryos from each independent experiment. Six sections were taken on a slide from each of 

the nine samples, and each slide was investigated under a microscope making a total of 54 counts per 

group for quantification of the results. 

 

 



  

 

2.6. Statistics 

Statistical analyses were performed using unpaired student’s t-test. P values <0.05 were considered as 

statistically significant, and the degree of significance was indicated with number of stars, **** P ≤ 0.0001, 

*** P ≤ 0.001, ** P ≤ 0.01, * P ≤ 0.05, ns P≥0.05. 

3. RESULTS 

3.1. Assessment of angiogenic activity of E2 and 2dDR on CAM 

Quantification of the macroimages of CAMs showed that E2-100, E2-200 and E2-600 groups increased the 

number of branch points 1.3-fold, 1.5-fold and 1.4-fold respectively. All concentrations increased the 

average vessel length approximately 1.2-fold compared to controls over 4 days. In the same way, 2dDR-

20 and 2dDR-200 increased the number of branch points by 1.3 times and 1.4 times, respectively. Both 

concentrations increased the average vessel length approximately 1.2 times while there was no significant 

difference for the 2dDR-1000 group compared to control scaffolds. VEGF increased the number of branch 

points by 1.4-fold and the average vessel length by 1.7-fold. Quantification of the branch points, average 

vessel lengths and the macroimages of the CAMs with the most effective concentrations of E2 (E2-200) 

and 2dDR (2dDR-200) are shown in Figure 2. 

 

Figure 2. Evaluation of different concentrations of E2 and 2dDR to stimulate new blood formation in a 

chorioallantoic membrane assay. Three concentrations of both drugs were compared against a negative 



  

 

(Sunitinib), PBS and positive (VEGF) control in these experiments. A normal angiogenic response can be 

seen in the PBS group. A significant increase in the average length of blood vessels and number of branch 

points compared with PBS can be observed for both E2 and 2dDR groups (upper row). Representative 

images are given for E2 (200 ng/day) and 2dDR (200 μg/day). Processed images used for quantification of 
results are given for each group (middle row). ****p ≤ 0.0001, ***p ≤ 0.001, **p ≤ 0.01, *p ≤ 0.05, ns p ≥ 
0.05, n = 9 ± standard deviation. The number of branch points and average macrovessel lengths seen in 

response to different concentrations of E2 and 2dDR were calculated and compared with PBS controls 

over 4 days (lower row). Values represent mean ± standard deviation. Scale bars represent 1 mm.  

2dDR: 2-Deoxy-ribose; E2: 17β-Estradiol; ns: Non significant; PBS: Phosphate-buffered saline 

3.2. Effect of E2 and 2dDR on the microstructure of CAM 

Microvascular evaluation of the CAM samples showed that VA% was increased from 55.3 ± 3% to 79.5 ± 

5% and 71.7 ± 3% for E2 and 2dDR applied groups respectively compared to controls over 4 days. VEGF 

and Sunitinib were used as positive and negative controls. Although the VA% was significantly higher in 

VEGF groups when compared with 2dDR and E2 applied CAMs, VEGF also resulted in smaller lacunae 

formation. Sunitinib, as an inhibitor of angiogenesis, led to much larger lacunae (Figure 3). 

 

Figure 3. Demonstration of the effect of Estradiol (E2) and 2-deoxy-D-ribose (2dDR) on microvasculature 

compared with the application of phosphate-buffered saline (control). Rhodamine-labelled LCA was 

injected into the circulation of the chorioallantoic membrane to visualize microvasculature. The vascular 

areas were labelled with red colour which indicates LCA-positive areas (A). Similar to VEGF group, an 

endothelial cell hypertrophy together with smaller lacunae compared with PBS can be observed for both 

E2 and 2dDR groups (B). Percentage area covered by endothelial cells (microvasculature) were calculated 

for each group and compared (C). The 2dDR was applied as 200 μg/day and E2 as 200 ng/day. ****p ≤ 
0.0001, ***p ≤ 0.001 compared with PBS, n = 9 ± standard deviation. Scale bars represent 50 μm.  

2dDR: 2-Deoxy-ribose; E2: 17β-Estradiol; LCA: Lens culinaris agglutinin; PBS: Phosphate-buffer saline. 



  

 

3.3. Characterization of the E2 and 2dDR releasing PHBV scaffolds 

3.3.1. Effect of including E2 and 2dDR on the ultrastructure of the PHBV scaffolds 

SEM images of the E2 and 2dDR releasing PHBV scaffolds can be seen in Figure 4. The diameters of the 

fibres were significantly increased by addition of substances in all groups (25 mg E2 (0.83 ± 0.17 µm), 50 

mg E2 (0.98 ± 0.35 µm), 250 mg 2dDR (0.89 ± 0.19 µm), 500 mg 2dDR (1.22 ± 0.28 µm)) added PHBV 

scaffolds when compared with the PHBV control group (0.66 ± 0.16 µm) as shown in the graph on the 

bottom right corner of Figure 4. 

 

Figure 4. Scanning electron microscopy images of the scaffolds. (A) Plain PHBV, (B) PHBV + 25 mg E2, (C) 

PHBV + 50 mg E2, (D) PHBV + 250 mg 2dDR, (E) PHBV + 500 mg 2dDR. The graph on the bottom left corner 

shows the distribution of fiber diameters for each scaffold, ****p ≤ 0.0001, ***p ≤ 0.001. Scale bars 
represent 100 μm.  

2dDR: 2-Deoxy-ribose; E2: 17β-Estradiol; PHBV: Poly3-hydroxybutyrate-co-3-hydroxyvalerate. 

3.3.2. Release of E2 and 2dDR from PHBV scaffolds over 30 days 

The rate of release of E2 and 2dDR from scaffolds was assessed over 30 days as shown in Figure 5A. By 7 

days, 2dDR release from the scaffolds was 81.3% and 86.5% of the total 2dDR present in the polymer 

solution for 250 mg and 500 mg 2dDR scaffolds, respectively. In contrast the total E2 release from scaffolds 

within 7 days represented 1.3% and 1.6% of the initial E2 present in the polymer solution for 25 mg and 

50 mg E2 scaffolds, respectively. 

3.3.3. Comparison of the effects of E2 and 2dDR on the mechanical properties of scaffolds 

When each scaffold was produced using the same volume of polymers, the thicknesses of the scaffolds 

were measured 105 ± 22 µm, 84 ± 13 µm, 62 ± 10 µm, 136 ± 12 µm, and 124 ± 13 µm for plain, 25 mg E2, 

50 mg E2, 250 mg 2dDR, and 500 mg 2dDR added PHBV scaffolds, respectively. As can be seen from Figure 



  

 

5B, addition of all substances significantly increased the UTS of PHBV scaffolds when compared with plain 

PHBV scaffolds. Addition of E2 increased the UTS of the scaffolds more when compared with 2dDR added 

groups. Similarly, the stiffness of the scaffolds loaded with 2dDR and E2 was significantly higher compared 

to unloaded PHBV scaffolds. 250 mg 2dDR loading increased the stiffness of the PHBV scaffolds to the 

greatest extent as shown in Figure 5B. The wettability of the drug releasing scaffolds was investigated 

through a droplet retention time which is calculated using a drop shape analyser. Retention time of the 

water droplet on drug released scaffolds was calculated from recorded videos and given in Figure 5C. The 

water retention time on the 50 mg E2 loaded scaffolds increased to 198.3 ± 1.4 s from 16.7 ± 1.4 s 

observed for plain PHBV groups. In contrast, addition of 250mg 2dDR decreased the water retention time 

on scaffolds down to 2.3 ± 0.3 s. This showed that 2dDR loading made the scaffolds more wettable while 

the addition of E2 made the scaffolds less wettable. 

 

Figure 5. Assessment of the 2dDR and E2 release from the fibers over 30 days, and the effect of both 

drugs on mechanical properties of the scaffolds. (A) Release of 2dDR and E2 from PHBV scaffolds over 30 

days, n = 6 ± standard deviation. (B) Comparison of UTS and stiffness and (C) droplet retention time on 

the scaffolds, ****p ≤ 0.0001, ***p ≤ 0.001, **p ≤ 0.01, *p ≤ 0.05, n = 6 ± standard deviation.  

2dDR: 2-Deoxy-ribose; E2: 17β-Estradiol; PHBV: Poly3-hydroxybutyrate-co-3-hydroxyvalerate; UTS: 

Ultimate tensile strength. 

3.4. Assessment of angiogenic potential of the E2 and 2dDR releasing scaffolds 

Assessment of E2 and 2dDR releasing scaffolds on CAM demonstrated that all groups at least doubled the 

number of discernible blood vessels growing towards the scaffolds in comparison with plain PHBV 



  

 

scaffolds as can be seen in Figure 6. Mean vessel counts for 25 mg E2 loaded scaffolds and 50 mg E2 loaded 

scaffolds were 49.5 (±0.92) (**** P ≤ 0.0001) and 37.9 (±1.05) (**** P ≤ 0.0001) respectively, while it was 
48.6 (±1.02) (**** P ≤ 0.0001) and 37.1 (±1.37) (**** P ≤ 0.0001) for 250 mg and 500 mg 2dDR loaded 
scaffolds, respectively when compared with control groups (mean vessel count: 23.1 (±1.24)). None of the 

loaded substances affected the embryo survival rate which was over 75% for each group. 

 

Figure 6. Representative images demonstrating the angiogenic potential of 2-dDR (250 mg and 500 mg) 

and E2 (25 mg and 50 mg) releasing scaffolds in comparison with PHBV scaffolds. The graph on the bottom 

left shows the quantitative data from these experiments-mean vessel counts, ****p ≤ 0.0001. Scale bars 

represent 3 mm, n = 6 ± standard deviation.  

2dDR: 2-Deoxy-ribose; E2: 17β-Estradiol; PHBV: Poly3-hydroxybutyrate-co-3-hydroxyvalerate. 

3.5. Histological analysis of the E2 and 2dDR releasing scaffolds on CAM 

All groups showed good biocompatibility and similar changes in the structure of CAM with a small increase 

in cell density in the mesoderm layer in all scaffold groups. The mean number of blood vessels adjacent 

to the scaffolds was significantly increased in response to all concentrations of both E2 and 2dDR releasing 

scaffolds when compared with controls and CAM only groups (see Figures 7 and 8). 

All scaffolds whether loaded with pro-angiogenic agents or unloaded showed good attachment to the 

CAM, and all membranes showed similar cellular infiltration. Figure 7 shows representative histology 

images.  



  

 

 

Figure 7. Histological analysis of chorioallantoic membranes after 7 days of incubation with or without 

scaffolds in different magnifications. Orientation of the scaffold(s), CAM ectoderm (*), mesoderm (**) and 

endoderm (***) layers were indicated in the images. Green arrows show the blood vessels. Scale bars = 

0.2 mm (10×), 0.1 mm (20×), 0.05 mm (40×).  

CAM: Chorioallantoic membrane; PHBV: Poly3-hydroxybutyrate-co-3-hydroxyvalerate. 



  

 

 

Figure 8. Quantification of the discernible blood vessels adjacent to the scaffolds at 10× magnification 

from the total of six different slides for each group and six different area of interest from each slide.  

CAM: Chorioallantoic membrane; ns: Non significant; PHBV: Poly3-hydroxybutyrate-co-3-

hydroxyvalerate. 

4.  DISCUSSION 

As laboratory production of tissue engineered materials has progressed to the clinic it has become clear 

that one of the critical barriers to their success is the need to achieve rapid (within 5 days) 

neovascularisation post implantation. Rapid ingrowth and infiltration of blood vessels are crucial for 

biomaterials to be able to survive in vivo [54]. The need for improved neovascularisation is crucial for 

tissue engineering, and our laboratory has been seeking to develop biomaterials to promote angiogenesis. 

As already stated, the approach which has been the most investigated is to deliver the major 

proangiogenic growth factor VEGF, or more recently to co-deliver it with the naturally occurring 

glycosaminoglycan heparin to which it would normally be bound in vivo. The MacNeil group and many 

others have sought to deliver materials which bind heparin and are therefore attractive to the binding of 

VEGF [25,26]. However, introducing VEGF with the TE scaffolds requires multistep actions and a long 

process. Moreover, administration of large amounts of exogenous VEGF can lead to the formation of leaky 

and haemorrhagic vessels [15]. Thus, exploring new alternatives to the use of exogenous VEGF has critical 

importance. 

Accordingly, we aimed to investigate the angiogenic potential of 2dDR and E2 either applied as solutions 

or released from TE constructs and explore that if it is possible to define certain concentrations of either 

2dDR or E2 which are as effective as VEGF in stimulating angiogenesis in CAM assay.  To date, there have 

been no studies conducted on the effective angiogenic dose range of 2dDR which is proangiogenic. 

Therefore, for the first time in this study, we demonstrated the reliable concentration ranges for both 

2dDR and E2 for stimulating angiogenesis in CAM assay and compared their proangiogenic activities with 

the VEGF used as positive control. 

The key findings from this study were that 2dDR and E2 showed dose-dependent angiogenic responses, 

and our results demonstrate that both were found approximately 80% potent for the production of new 

blood vessels in vivo when compared with VEGF as a positive control which proved to be highly angiogenic 

on the CAM. The results of the dose response studies showed that the most effective doses were 

200μg/day/embryo and 200ng/day/embryo for 2dDR and E2, respectively. Higher and lower doses of the 



  

 

drugs showed less angiogenic activity in the CAM assay. These results were further confirmed with the 

investigation of the microvascular structures of CAM when treated with the drugs. In VEGF treated groups, 

the VA% was far higher than in other groups. However, microvessels upregulated by VEGF showed smaller 

lacunae formation due to endothelial cell hypertrophy when assessed with confocal microscopy, while a 

more consistent and stable microvessel structure with a significantly increased VA% was found in 2dDR 

and E2 treated CAMs. This we suggest is important as VEGF has been reported to lead to the formation of 

leaky and haemorrhagic vessels [15].  Although angiogenic activities of 2dDR and E2 were evaluated with 

the direct applications of those to CAM, this administration method is only used for determination of the 

most angiogenic concentrations of the drugs.  

The effective concentrations of 2dDR and E2 were then loaded into electrospun PHBV constructs to 

stimulate angiogenesis with the sustained release of both agents from fibres. PHBV is a natural, 

biocompatible and complete biodegradable biopolymer [55]. Although the biodegradability of PHBV is 

relatively slow when compared with other polymers like PLA and PCL [56,57], it is still an attractive 

material for drug release studies because of  its excellent biocompatibility, biodegradability, easy 

processing properties [58].  

Incorporation of 2dDR and E2 into the PHBV scaffolds resulted in some alterations in fibre morphology 

and hydrophobicity of the scaffolds although no technical problems or adverse effects of introducing E2 

and 2dDR into fibres were experienced. 

Introduction of both drugs significantly increased fibre diameters in accordance with the increasing 

concentrations of the drugs, and there appears to be a change in the fibre structure of electrospun PHBV 

scaffolds that contain higher concentrations of E2. Physical cross-linking of electrospun fibres (or fibre 

fusion) was observed in PHBV scaffolds loaded with the higher dose of E2. The fibre fusion can be 

explained with the decrease in viscosity of the electrospinning solution with the addition of E2, highly 

plasticizing agent [59]. This decrease in viscosity leads to slow evaporation of the solvent during 

electrospinning [60] which results in fused fibres. Unnithan et al. also reported similar changes in fibrous 

morphology of E2 loaded electrospun polyurethane (PU) scaffolds due to change of viscosity of the 

electrospinning solution [61]. On the other hand, the incorporation of 2dDR into the electrospun PHBV 

scaffolds did not affect fibre ultrastructure. However, although the SEM images did not show any change 

in fibre structure, we do observe reduced integrity of the fibres in histologic sections of 2dDR releasing 

scaffolds. These alterations occurred after the scaffolds were implanted on CAM. Therefore, it is likely 

that this change was due to rapid deformation of the fibres after the rapid release of 2dDR resulting in an 

increased surface area for cellular attachment and infiltration. 

Addition of E2 significantly increased the hydrophobicity of the scaffolds in a dose dependent manner. 

This is not surprising as E2 is known to be highly hydrophobic [62]. In contrast to E2, the addition of 2dDR 

significantly decreased the hydrophobic character of the PHBV fibres which can be explained by the high 

solubility of 2dDR in water. The estimated solubility of E2 in water is approximately 30000 times lower 

than sugars [63,64]. Thus, the addition of these drugs with different solubilities significantly changed the 

hydrophilicity of the PHBV scaffolds. Furthermore, this had a reflection on the release characteristics. As 

can be expected, we observed significantly lower and slower release of E2 in comparison with the release 



  

 

of 2dDR from the PHBV fibres. In contrast to the lower and more sustained release of E2 from PHBV fibres, 

a burst release of 2dDR was observed within 7-days.  

Incorporation of both drugs enhanced both UTS and stiffness of the PHBV scaffolds compared with plain 

PHBV controls. The most interesting finding was that scaffolds with highest concentrations of E2 had the 

highest UTS and lowest stiffness. This is more likely to be due to the incorporation of E2 which is acting as 

a plasticizer within the electrospinning solution, changing the viscosity and leading to formation of larger 

diameter and fused fibres which could provide additional rigidity [65]. Huang et al. reported a similar 

change in tensile properties of their drug loaded PCL electrospun scaffolds. They demonstrated that the 

diameters of the fibres were increased with the addition of higher concentrations of the resveratrol (a 

kind of antioxidant), and the addition of the drug led to an increased ultimate strength and decreased 

stiffness of their scaffolds [66]. 

Although both of the factors stimulated angiogenesis when applied directly on CAM, a more dramatic 

increase in the number of discernible blood vessels was seen when 2dDR and E2 releasing PHBV scaffolds 

implanted on CAM. E2 was found to be slightly more effective in both application procedures when 

compared with 2dDR loaded and plain PHBV control groups. This study also established effective 

concentrations of E2 (25mg/g of PHBV) and of 2dDR (250mg/g of PHBV) to be loaded into scaffolds to 

achieve a reliable stimulation of neovascularisation. Higher doses of both drugs were found to be less 

effective in promoting the angiogenesis in CAM assay. The dose dependence of E2 has been studied by 

many groups. In 2004, Seo et al. reported E2 caused an increased angiogenic activity in vivo in a dose 

dependent manner [46]. Pence et al. studied the endogenous VEGF production of epithelial cells when 

treated with different doses of E2 in vitro. They found that the treatment of cells with 10 nM and 1000 

nM E2 stimulated the production of VEGF where addition of 100 nM E2 showed no significant effect on 

cells [47]. Liu et al. examined the effect of E2 on rat cardiac microvascular endothelial cell (CMEC) 

proliferation and tube formation in vitro. With regards to the proliferation of CMECs, they reported a 

biphasic response to E2. The lowest and the highest doses of E2 were less effective compared to the 

optimal dose [48].  In contrast to studies of dosage response of E2, to date there have not been any such 

studies exploring the angiogenic response to different doses of 2dDR. In view of the comparatively few 

studies on this small sugar, not all of which agree, we conducted a dose dependence study of 2dDR for 

promoting angiogenesis. While lower doses of promoted angiogenesis, higher doses were found less 

effective. Drug releasing scaffold assays further confirmed these findings. The scaffolds loaded with the 

higher doses of 2dDR and E2 showed reduced angiogenic activity when compared with the scaffolds 

loaded with lower doses.  

These results were then compared with the histologically stained sections of the scaffolds. In these, more 

blood vessels were counted adjacent to 2dDR and E2 releasing scaffolds. However, in contrast to the 

results from the quantified macro images, in histological analysis, the number of blood vessels adjacent 

to the scaffolds loaded with the higher doses of 2dDR (2dDR 500) and E2 (E2 50) were not significantly 

but slightly greater than lower doses. These differential results might be caused by our ability to see and 

count the smaller diameter blood vessels that may not be discernible in the digital CAM analysis used for 

quantification. Additionally, the histological sections also show blood vessels from different orientations 



  

 

which might not have been detectable on digital CAM images. This might increase the results seen for 

higher doses of the drugs. 

E2 has previously been reported as angiogenic both in vitro and in vivo by many groups as well as our 

research group. Albrecht et al. suggested that E2 promotes angiogenesis through up-regulation of VEGF. 

They reported rapidly increased VEGF expression and cell permeability by E2 administration to 

ovariectomized baboons [67]. Similarly, elevated VEGF mRNA expression levels were observed in 

ovariectomized rats after E2 treatment by Hyder et al. [68]. Morales et al. reported that E2 promoted 

migration of HUVECs and formation of capillary-like networks on matrigel [30]. Pence et at. indicated that 

exogenous E2 promoted endogenous production of VEGF by endometrial epithelial cells [47]. More 

recently our group has demonstrated release of E2 from both biodegradable PLA fibres [36] and from 

nondegradable PU fibres [69] with both electrospun scaffolds showing good proangiogenic activity in the 

CAM assay. 

With respect to 2dDR, we recently published on a hydrogel containing this sugar that showed strong 

proangiogenic activity in the CAM assay and greatly accelerated wound healing in a rat skin model [45]. 

However, when it comes to the mechanism of action and the effective dose range of deoxy sugars, there 

is relatively little literature and it is contradictory. In 2010, Merchan et al. reported anti-angiogenic activity 

of 2-deoxy-D-Glucose (2-DG). They reported that, 2-DG inhibited endothelial capillary formation and 

endothelial cell migration in vitro [70]. In contrast there are a few studies which have reported 2dDR to 

be proangiogenic. Haraguchi et al. examined the angiogenic potential of the degradation products of 

thymidine on CAMs and found 2dDR induced angiogenesis in 72% of their eggs. They also reported its 

chemotactic activity in vitro and angiogenic activity in vivo [43]. Vara et al. recently published a detailed 

study exploring the mechanism of action of 2dDR in regulating angiogenesis. They found 2dDR induces 

angiogenesis by paracrine signalling. The 2dDR directly activates NADPH oxidase 2 (NOX2) which in turn 

triggers nuclear factor Kappa B (NF-κB) which upregulates vascular endothelial growth factor receptor 2 
(VEGFR2) and vascular endothelial growth factor-dependent angiogenesis [71]. Irrespective of the 

mechanism of action and dose response, our initial results looking at the response to hydrogels releasing 

2dDR were very encouraging. 2dDR loaded chitosan (CS)/collagen hydrogels were firmly attached to the 

wound bed of full thickness excisional wounds (20 mm) in rats by day 3 and wounds treated with 2dDR, 

were completely closed by day 17 with clear hair growth while control wounds remained open with no 

evidence of epithelial tissue or hair growth. The histology of the wound beds of all animals sacrificed at 

day 17 showed complete healing in the case of 2dDR treated wounds with well-developed hair follicles 

and the presence of new blood vessels in the healed wounds was confirmed with CD34 staining [45]. 

In the assessment of these approaches to overcome delayed angiogenesis in tissue engineered constructs 

we have made extensive use of the ex-ovo CAM assay to evaluate angiogenesis. It is an excellent bioassay 

for assessing the angiogenic response to materials allowing direct imaging and comparison of the newly 

formed blood vessels. It can also be used as a low cost, rapid and simple tool for testing very early tissue 

reactions to biomaterials [72]. The CAM assay has been used by our group in recent years to evaluate the 

biocompatibility and proangiogenic response to a range of different polymers encompassing PLA, PU, 

PHBV, and CS/collagen.  



  

 

To place the current results in context we summarise these preceding studies in a table which summarises 

the response of the ex-ovo CAM assay to these materials in terms of their effect on the structure of the 

underlying membrane, the infiltration of cells into the material and their effect on angiogenesis in the 

CAM. Cellular infiltration in the table describes the migration of cells from CAM to biomaterials. In general, 

highly porous, biocompatible structures where pore sizes are large enough to allow cellular ingrowth lead 

to good cellular/tissue infiltration to a biomaterial [73,74]. Because the diameter of the fibres and the 

pore size of electrospun PHBV were much smaller, less cellular infiltration was observed in all PHBV 

scaffold groups than for other polymers studied in the CAM assay (Table 1). 

Table 1. Comparison of response of chorioallantoic membrane to different polymer systems, assessing 

biocompatibility and proangiogenic activity 

 

While the current study makes a novel contribution to the literature on 2dDR by demonstrating a 

significant angiogenic response to different doses of 2dDR and 2dDR loaded PHBV scaffolds, there is much 

needed to be clarified about the angiogenic potential of this small deoxy sugar. We did not attempt to 

study the mechanism of action of 2dDR in promoting angiogenesis in this study. Our focus was to explore 

the dose response of 2dDR for promoting angiogenesis instead. With a biphasic dose-response curve, it 

raises the question of how different doses are acting in the promotion of angiogenesis. Higher or lower 

doses of the drugs can be not effective or even anti-angiogenic. That is why we did achieve our primary 

objective of determining what concentration range of 2dDR is necessary for effective stimulation of 

angiogenesis, and how effective 2dDR is when compared to E2 and VEGF.  That is why we did achieve our 

primary objective of determining what concentration range of 2dDR is necessary for effective stimulation 

of angiogenesis, and how effective this is compared to E2 and VEGF. Although the CAM assay is a really 

useful assay for assessing the initial angiogenic response to biomaterials, the chick embryo does not have 

a fully developed immune system. Therefore, further animal studies will be needed to assess the 

inflammatory response to 2dDR (and E2) releasing PHBV scaffolds. In the current study, our main interest 

was to promote neovascularisation at the site of implantation by delivering drugs that would also 

potentially increase engraftment of TE constructs.  We have now commenced further animal studies with 

2dDR using a model of compromised wound healing. Beyond this, we will explore the engraftment and 

survival of tissue-engineered constructs by adding this sugar or incorporating it into the fibres of scaffolds 

prior to assembly of the tissue engineered construct.  

 



  

 

5. CONCLUSION 

We conclude that both direct application of 2dDR and E2 and the gradual release of these factors from 

PHBV fibres stimulated angiogenesis in an ex-ovo CAM assay. These two small stable factors were readily 

incorporated into electrospun fibres such as those that would be used for tissue-engineered constructs 

and have great potential to be used for functionalisation of the TE scaffolds to promote angiogenesis in 

vivo. Both gave results approximately 80% as effective as the addition of VEGF. In this study, the dose 

dependent angiogenic response to 2dDR has been demonstrated for the first time. 
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SUMMARY POINTS 

Background 

o Delayed neovascularisation following implantation is a major problem for translation of tissue 

engineered (TE) constructs to the clinic.  

o One approach is to combine a TE scaffold with a proangiogenic growth factor such as vascular 

endothelial growth factor (VEGF). VEGF is well-established as a critical factor in promoting 

angiogenesis in vivo but it is labile, expensive and rarely effective unless given at such high 

concentrations. 

o In previous studies, angiogenic potential of E2 has been reported by our group and some 

other groups using different assessment methods. However, although there are many studies 

on dThdPase and assumptions on angiogenic activity of 2dDR as a degradation product by 

dThdPase activity, promoting angiogenesis with 2dDR still needs to be highlighted and 

supported by new studies. 

o The present study was conducted to compare 2dDR, a novel and attractive proangiogenic 

small sugar, and E2, the primary female sex hormone, and to investigate their dose-

dependent effects for the first time in stimulating angiogenesis in comparison with VEGF. 

o This paper aims to form a basis for further understanding of angiogenic potential of 2dDR and 

to encourage scientific groups to explore this small, stable, and angiogenic agent in detail. 

Results 

o The angiogenic potency of 2dDR and E2 was initially assessed in an ex-ovo chick 

chorioallantoic membrane (CAM) assay using different quantification methods in order to 

validate the results. Both were found approximately 80% as potent as VEGF for promoting 

angiogenesis in-vivo. 

o Furthermore, both agents were electrospun into PHBV fibres, and the sustained release of 

both agents from the scaffolds was observed over 30 days. Proangiogenic scaffolds stimulated 

neovascularisation over 7 days in the CAM assay.  

Conclusion 

o The results demonstrated that both direct application of 2dDR and E2 and the gradual release 

of these factors from PHBV fibres stimulated angiogenesis in an ex-ovo CAM assay.  

o These two small stable factors were readily incorporated into electrospun fibres such as those 

that would be used for tissue-engineered constructs and have great potential to be used for 

functionalisation of the TE scaffolds to promote angiogenesis in vivo. 

 

 

 



  

 

REFERENCES 

1.  Dew L, MacNeil S, Chong CK. Vascularization strategies for tissue engineers. Regen. Med. 10, 

211–224 (2015). 

2.  Langer R, Vacanti JP. Tissue Engineering. Science (80-. ). 260(May), 920–926 (1993). 

3.  Rivron NC, Liu J, Rouwkema J, De Boer J, Van Blitterswijk CA. Engineering vascularised tissues in 

vitro. Eur. Cells Mater. 15, 27–40 (2008). 

4.  Richardson TP, Peters MC, Ennett-Shepard AB, Mooney DJ. Polymeric system for dual growth 

factor delivery. Nat. Biotechnol. 19(11), 1029–1034 (2001). 

5.  Novosel EC, Kleinhans C, Kluger PJ. Vascularization is the key challenge in tissue engineering. Adv. 

Drug Deliv. Rev. 63(4), 300–311 (2011). 

6.  Roma-Rodrigues C, Heuer-Jungemann A, Fernandes AR, Kanaras AG, Baptista P V. Peptide-coated 

gold nanoparticles for modulation of angiogenesis in vivo. Int. J. Nanomedicine. 11, 2633–2639 

(2016). 

7.  Ribatti D, Nico B, Vacca A, Presta M. The gelatin sponge–chorioallantoic membrane assay. Nat. 

Protoc. 1(1), 85–91 (2006). 

8.  Obi N, Toda H. Human Umbilical Vein Endothelial Cells Migration in Matrigel by the 

Concentration Gradient of Vascular Endothelial Growth Factor. J. Biotechnol. Biomater. 5(4) 

(2015). 

9.  Vernon RB, Sage EH. A novel, quantitative model for study of endothelial cell migration and 

sprout formation within three-dimensional collagen matrices. Microvasc. Res. 57(2), 118–133 

(1999). 

10.  Poldervaart MT, Gremmels H, Van Deventer K, et al. Prolonged presence of VEGF promotes 

vascularization in 3D bioprinted scaffolds with defined architecture. J. Control. Release. 184(1), 

58–66 (2014). 

11.  Gupta P, Arumugam M, Azad RV, et al. Screening of antiangiogenic potential of twenty two 

marine invertebrate extracts of phylum Mollusca from South East Coast of India. Asian Pac. J. 

Trop. Biomed. 4, Supplem(Suppl 1), S129--S138 (2014). 

12.  Parsons-Wingerter P, Chandrasekharan UM, McKay TL, et al. A VEGF165-induced phenotypic 

switch from increased vessel density to increased vessel diameter and increased endothelial NOS 

activity. Microvasc. Res. 72(3), 91–100 (2006). 

13.  Zhu C, Fan D, Duan Z, et al. Initial investigation of novel human-like collagen/chitosan scaffold for 

vascular tissue engineering. J. Biomed. Mater. Res. - Part A. 89(3), 829–840 (2009). 

14.  Chen H, Treweeke AT, West DC, et al. In vitro and in vivo production of vascular endothelial 

growth factor by chronic lymphocytic leukemia cells. Blood. 96(9), 3181–3187 (2000). 

15.  Yancopoulos GD, Davis S, Gale NW, Rudge JS, Wiegand SJ, Holash J. Vascular-specific growth 

factors and blood vessel formation. Nature. 407(6801), 242–8 (2000). 



  

 

16.  Cao R, Eriksson A, Kubo H, Alitalo K, Cao Y, Thyberg J. Comparative Evaluation of FGF-2-, VEGF-A-, 

and VEGF-C-Induced Angiogenesis Lymphangiogenesis, Vascular Fenestrations, and Permeability. 

Circ. Res. 94(5), 664–670 (2004). 

17.  Cheng SY, Nagane M, Huang HS, Cavenee WK. Intracerebral tumor-associated hemorrhage 

caused by overexpression of the vascular endothelial growth factor isoforms VEGF121 and 

VEGF165 but not VEGF189. Proc. Natl. Acad. Sci. U. S. A. 94(22), 12081–7 (1997). 

18.  Oka N, Soeda A, Inagaki A, et al. VEGF promotes tumorigenesis and angiogenesis of human 

glioblastoma stem cells. Biochem. Biophys. Res. Commun. 360(3), 553–559 (2007). 

19.  Ehrbar M, Zeisberger SM, Raeber GP, Hubbell JA, Schnell C, Zisch AH. The role of actively released 

fibrin-conjugated VEGF for VEGF receptor 2 gene activation and the enhancement of 

angiogenesis. Biomaterials. 29(11), 1720–1729 (2008). 

20.  Formiga FR, Pelacho B, Garbayo E, et al. Sustained release of VEGF through PLGA microparticles 

improves vasculogenesis and tissue remodeling in an acute myocardial ischemia-reperfusion 

model. J. Control. Release. 147(1), 30–37 (2010). 

21.  Berry D, Shriver Z, Natke B, Kwan C-P, Venkataraman G, Sasisekharan R. Heparan sulphate 

glycosaminoglycans derived from endothelial cells and smooth muscle cells differentially 

modulate fibroblast growth factor-2 biological activity through fibroblast growth factor receptor-

1. Biochem. J. 373(Pt 1), 241–9 (2003). 

22.  Folkman J, Shing Y. Control of angiogenesis by heparin and other sulfated polysaccharides. Adv 

Exp Med Biol. 313, 355–364 (1992). 

23.  Rema RB, Rajendran K, Ragunathan M. Angiogenic efficacy of Heparin on chick chorioallantoic 

membrane. Vasc Cell. 4(1), 8 (2012). 

24.  Salbach PB, Bruckmann M, Turovets O, Kreuzer J, Kubler W, Walter-Sack I. Heparin-mediated 

selective release of hepatocyte growth factor in humans. Br J Clin Pharmacol. 50(3), 221–226 

(2000). 

25.  Gigliobianco G, Chong CK, MacNeil S. Simple surface coating of electrospun poly-L-lactic acid 

scaffolds to induce angiogenesis. J. Biomater. Appl. 0(0), 1–11 (2015). 

26.  Yar M, Gigliobianco G, Shahzadi L, et al. Production of chitosan PVA PCL hydrogels to bind 

heparin and induce angiogenesis. Int. J. Polym. Mater. Polym. Biomater. 65(9), 466–476 (2016). 

27.  Shahzadi L, Yar M, Jamal A, et al. Triethyl orthoformate covalently cross-linked chitosan-(poly 

vinyl) alcohol based biodegradable scaffolds with heparin-binding ability for promoting 

neovascularisation. J. Biomater. Appl. 31(4), 582–593 (2016). 

28.  Nikhil K, Sharan S, Wishard R, Palla SR, Krishna Peddinti R, Roy P. Pterostilbene carboxaldehyde 

thiosemicarbazone, a resveratrol derivative inhibits 17β-Estradiol induced cell migration and 

proliferation in HUVECs. Steroids. 108, 17–30 (2016). 

29.  Rubanyi GM, Johns A, Kauser K. Effect of estrogen on endothelial function and angiogenesis. 

Vascul. Pharmacol. 38(2), 89–98 (2002). 



  

 

30.  Morales DE, McGowan KA, Grant DS, et al. Estrogen Promotes Angiogenic Activity in Human 

Umbilical Vein Endothelial Cells In Vitro and in a Murine Model. Circulation. 91, 755–63 (1995). 

31.  Losordo DW, Isner JM. Estrogen and Angiogenesis : A Review. Arterioscler. Thromb. Vasc. Biol. 

21(1), 6–12 (2001). 

32.  Matsubara Y, Matsubara K. Estrogen and progesterone play pivotal roles in endothelial 

progenitor cell proliferation. Reprod. Biol. Endocrinol. 10(1), 2 (2012). 

33.  Stefanick ML. Estrogens and progestins: Background and history, trends in use, and guidelines 

and regimens approved by the US Food and Drug Administration. In: American Journal of 

Medicine. (2005). 

34.  Fisher B, Costantino J, Redmond C, et al. A randomized clinical trial evaluating tamoxifen in the 

treatment of patients with node-negative breast cancer who have estrogen-receptor-positive 

tumors. N. Engl. J. Med. 320(8), 479–84 (1989). 

35.  Early Breast Cancer Trialists Collaborative Group. Tamoxifen for early breast cancer: an overview 

of the randomised trials. Lancet. 351(9114), 1451–1467 (1998). 

36.  Mangir N, Hillary CJ, Chapple CR, MacNeil S. Oestradiol-releasing Biodegradable Mesh Stimulates 

Collagen Production and Angiogenesis: An Approach to Improving Biomaterial Integration in 

Pelvic Floor Repair. Eur. Urol. Focus. (2017). 

37.  Friedkin M, Roberts D. The enzymatic synthesis of nucleosides. I. Thymidine phosphorylase in 

mammalian tissue. J. Biol. Chem. 207(1), 245–256 (1954). 

38.  Furukawa T, Yoshimure A, Sunizawa T, et al. Angiogenic factor. Nature. 356, 668 (1992). 

39.  Moghaddam A, Zhang HT, Fan TP, et al. Thymidine phosphorylase is angiogenic and promotes 

tumor growth. Proc. Natl. Acad. Sci. U. S. A. 92(4), 998–1002 (1995). 

40.  Ishikawa F, Miyazono K, Hellman U, et al. Identification of angiogenic activity and the cloning and 

expression of platelet-derived endothelial cell growth factor. Nature. 338(6216), 557–562 (1989). 

41.  Miyadera K, Sumizawa T, Haraguchi M, et al. Role of thymidine phosphorylase activity in the 

angiogenic effect of platelet derived endothelial cell growth factor/thymidine phosphorylase. 

Cancer Res. 55(8), 1687–1690 (1995). 

42.  Matsushita S, Nitanda T, Furukawa T, et al. The effect of a thymidine phosphorylase inhibitor on 

angiogenesis and apoptosis in tumors. Cancer Res. 59(8), 1911–1916 (1999). 

43.  Haraguchi M, Miyadera K, Uemura K, et al. Angiogenic activity of enzymes. Nature. 368(6468), 

198 (1994). 

44.  Brown NS, Bicknell R. Thymidine phosphorylase, 2-deoxy-D-ribose and angiogenesis. Biochem. J. 

334 ( Pt 1, 1–8 (1998). 

45.  Yar M, Shahzadi L, Azra M, et al. Deoxy-sugar releasing biodegradable membranes and hydrogels 

promote angiogenesis and stimulate wound healing. Mater. Today Commun. 13, 295–305 (2017). 

46.  Seo KH, Lee HS, Jung B, et al. Estrogen enhances angiogenesis through a pathway involving 



  

 

platelet-activating factor-mediated nuclear factor-κB activation. Cancer Res. 64(18), 6482–6488 

(2004). 

47.  Pence JC, Clancy KBH, Harley BAC. The induction of pro-angiogenic processes within a collagen 

scaffold via exogenous estradiol and endometrial epithelial cells. Biotechnol. Bioeng. 112(10), 

2185–2194 (2015). 

48.  Liu H, Tao Y, Chen M, et al. 17β-Estradiol Promotes Angiogenesis of Rat Cardiac Microvascular 

Endothelial Cells In Vitro. Med. Sci. Monit. 24, 2489–2496 (2018). 

49.  Quillaguamán J, Guzmán H, Van-Thuoc D, Hatti-Kaul R. Synthesis and production of 

polyhydroxyalkanoates by halophiles: Current potential and future prospects. Appl. Microbiol. 

Biotechnol. 85(6), 1687–1696 (2010). 

50.  Brooks P, Montgomery AP, Cheresh D. Use of the 10-Day-Old Chick Embryo Model for Studying 

Angiogenesis. Integrin Protoc. 129, 257–269 (1999). 

51.  El Abbadi N, Al Saadi E. Automatic Early Diagnosis of Diabetic Retinopathy Using Retina Fundus 

Images. Eur. Acad. Res. II(9), 11397–11418 (2014). 

52.  Fischer AH, Jacobson KA, Rose J, Zeller R. Hematoxylin and eosin staining of tissue and cell 

sections. Cold Spring Harb. Protoc. 3(5), 1–2 (2008). 

53.  Minajeva A, Kase M, Saretok M, et al. Impact of Blood Vessel Quantity and Vascular Expression of 

CD133 and ICAM-1 on Survival of Glioblastoma Patients. Neurosci. J. 2017, 8 pages (2017). 

54.  Griffith CK, Miller C, Sainson RCA, et al. Diffusion Limits of an in Vitro Thick Prevascularized 

Tissue. Tissue Eng. 11(1–2), 257–266 (2005). 

55.  Yang D, Zhang J, Xue J, Nie J, Zhang Z. Electrospinning of Poly(3-hydroxybutyrate-co-3-

hydroxyvalerate) nanofibers with feature surface microstructure. J. Appl. Polym. Sci. 127(4), 

2867–2874 (2013). 

56.  Gonçalves SPC, Martins-Franchetti SM. Action of soil microorganisms on PCL and PHBV blend and 

films. J. Polym. Environ. 18(4), 714–719 (2010). 

57.  Nasonova M V., Glushkova T V., Borisov V V., Velikanova EA, Burago AY, Kudryavtseva YA. 

Biocompatibility and Structural Features of Biodegradable Polymer Scaffolds. Bull. Exp. Biol. Med. 

160(1), 134–140 (2015). 

58.  Shrivastav A, Kim HY, Kim YR. Advances in the applications of polyhydroxyalkanoate 

nanoparticles for novel drug delivery system. Biomed Res. Int. 2013 (2013). 

59.  Zamani M, Morshed M, Varshosaz J, Jannesari M. Controlled release of metronidazole benzoate 

from poly ε-caprolactone electrospun nanofibers for periodontal diseases. Eur. J. Pharm. 

Biopharm. 75(2), 179–185 (2010). 

60.  Wei X, Xia Z, Wong SC, Baji A. Modelling of mechanical properties of electrospun nanofibre 

network. Int. J. Exp. Comput. Biomech. 1(1), 45 (2009). 

61.  Unnithan AR, Sasikala ARK, Murugesan P, et al. Electrospun polyurethane-dextran nanofiber mats 

loaded with Estradiol for post-menopausal wound dressing. Int. J. Biol. Macromol. 77, 1–8 (2015). 



  

 

62.  Adeel M, Song X, Wang Y, Francis D, Yang Y. Environmental impact of estrogens on human, 

animal and plant life: A critical review. Environ. Int. 99, 107–119 (2017). 

63.  Shareef A, Angove MJ, Wells JD, Johnson BB. Aqueous solubilities of estrone, 17β-estradiol, 17α- 

ethynylestradiol, and bisphenol A. J. Chem. Eng. Data. 51(3), 879–881 (2006). 

64.  Jamehbozorg B, Sadeghi R. Evaluation of the effect of ionic-liquids as soluting-out agents on the 

solubility of carbohydrates in aqueous solutions. Fluid Phase Equilib. 459, 73–84 (2018). 

65.  Stylianopoulos T, Bashur CA, Goldstein AS, Guelcher SA, Barocas VH. Computational predictions 

of the tensile properties of electrospun fibre meshes: Effect of fibre diameter and fibre 

orientation. J. Mech. Behav. Biomed. Mater. 1(4), 326–335 (2008). 

66.  Huang ZM, He CL, Yang A, et al. Encapsulating drugs in biodegradable ultrafine fibers through co-

axial electrospinning. J. Biomed. Mater. Res. - Part A. 77(1), 169–179 (2006). 

67.  Albrecht ED, Babischkin JS, Lidor Y, Anderson LD, Udoff LC, Pepe GJ. Effect of estrogen on 

angiogenesis in co-cultures of human endometrial cells and microvascular endothelial cells. Hum. 

Reprod. 18(10), 2039–2047 (2003). 

68.  Hyder SM, Stancel GM, Chiappetta C, Murthy L, Boettger-Tong HL, Makela S. Uterine expression 

of vascular endothelial growth factor is increased by estradiol and tamoxifen. Cancer Res. 56(17), 

3954–3960 (1996). 

69.  Shafaat S, Mangir N, Regureos SR, Chapple CR, MacNeil S. Demonstration of improved tissue 

integration and angiogenesis with an elastic, estradiol releasing polyurethane material designed 

for use in pelvic floor repair. Neurourol. Urodyn. , n/a--n/a. 

70.  Merchan JR, Kovács K, Railsback JW, et al. Antiangiogenic activity of 2-deoxy-D-glucose. PLoS 

One. 5(10) (2010). 

71.  Vara D, Watt JM, Fortunato TM, et al. Direct Activation of NADPH Oxidase 2 by 2-Deoxyribose-1-

Phosphate Triggers Nuclear Factor Kappa B-Dependent Angiogenesis. Antioxid. Redox Signal. 

28(2), 110–130 (2018). 

72.  Valdes TI, Kreutzer D, Moussy F. The chick chorioallantoic membrane as a novel in vivo model for 

the testing of biomaterials. J. Biomed. Mater. Res. 62(2), 273–282 (2002). 

73.  Ng KW, Khor HL, Hutmacher DW. In vitro characterization of natural and synthetic dermal 

matrices cultured with human dermal fibroblasts. In: Biomaterials. , 2807–2818 (2004). 

74.  Feng C, Xu Y, Fu Q, Zhu W, Cui L, Chen J. Evaluation of the biocompatibility and mechanical 

properties of naturally derived and synthetic scaffolds for urethral reconstruction. J. Biomed. 

Mater. Res. Part A. 94A(1), 317–325. 

 

 


