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ABSTRACT    25 

Although vascular endothelial growth factor (VEGF) inhibitors (VEGFIs), are effective anti-26 

cancer therapies, they cause hypertension through unknown mechanisms. We questioned 27 

whether changes in vascular redox state may be important, since VEGF signaling involves nitric 28 

oxide (NO) and reactive oxygen species (ROS). Molecular mechanisms, including NOS, Nox-29 

derived ROS, anti-oxidant systems and vasoconstrictor signaling pathways, were probed in 30 

human endothelial cells (EC) and vascular smooth muscle (hVSMC) exposed to vatalanib, a 31 

VEGFI. Vascular functional effects of VEGFI were assessed ex vivo in mouse arteries. 32 

Cardiovascular and renal in vivo effects were studied in vatalanib- or gefitinib (epidermal growth 33 

factor inhibitor (EGFI))-treated mice. In ECs, vatalanib decreased eNOS (Ser1177) 34 

phosphorylation and reduced NO and H2O2 production, responses associated with increased 35 

Nox-derived O2
- and ONOO- formation. Inhibition of Nox1/4(GKT137831) or Nox1 (NoxA1ds), 36 

prevented vatalanib-induced effects. Nrf2 nuclear translocation and expression of Nrf-2-37 

regulated anti-oxidant enzymes were variably downregulated by vatalanib. In hVSMCs, VEGFI 38 

increased Nox activity and stimulated Ca2+ influx and MLC20 phosphorylation. Acetylcholine-39 

induced vasodilatation was impaired and U46619-induced vasoconstriction was enhanced by 40 

vatalanib, effects normalized by N-acetyl-cysteine and worsened by L-NAME. In vatalanib-, but 41 

not gefitinib-treated mice vasorelaxation was reduced and media:lumen ratio of mesenteric 42 

arteries was increased with associated increased cardiovascular and renal oxidative stress, 43 

decreased Nrf-2 activity and downregulation of anti-oxidant genes. We demonstrate that 44 

inhibition of VEGF signaling induces vascular dysfunction through redox-sensitive processes. 45 

Our findings identify Noxs and antioxidant enzymes as novel targets underling VEGFI-induced 46 
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vascular dysfunction. These molecular processes may contribute to vascular toxicity and 47 

hypertension in VEGFI-treated patients. 48 

 49 

Keywords: Vascular endothelial growth factor, cancer, oxidative stress, vascular function, 50 

endothelial cells.   51 

 52 

INTRODUCTION 53 

Angiogenesis, the formation of new blood vessels from pre-existing vasculature, is critical in 54 

solid tumour growth and metastasis. This process is regulated by growth factors of which 55 

vascular endothelial growth factor (VEGF) plays a key role through effects on endothelial cell 56 

(EC) and vascular smooth muscle cell (VSMC) function 1. The VEGF gene undergoes alternative 57 

splicing to form 6 isoforms, of which VEGF-A is the most biologically active 2, 3. VEGF-A binds 58 

to two receptor tyrosine kinases, VEGFR-1 (Flt-1) and VEGF receptor-2 (VEGFR-2 or Flk-1) 59 

and a non-tyrosine kinase, neuropilin (NRP1 and NRP2). However VEGFR-2 is the primary 60 

receptor through which VEGF signals to regulate angiogenesis and endothelial function 2, 4. 61 

Binding to VEGFR-2 initiates a tyrosine kinase signaling cascade that promotes vasodilatation 62 

via nitric oxide (NO) and prostacyclins, cell proliferation/survival, migration and differentiation 63 

into mature blood vessels 5, 6.  64 

Inhibition of angiogenesis, by targeting VEGF signaling, has revolutionized cancer 65 

therapy with improved outcomes in some previously untreatable cancers. However clinical 66 

observations unexpectedly showed that VEGF inhibition (VEGFI) was associated with 67 

cardiovascular toxicity, especially hypertension 7, 8. The magnitude of VEGFI-induced 68 

hypertension is significant, with almost every clinical trial of VEGF inhibitors (VEGFIs) 69 
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reporting an increase in blood pressure (BP) as an adverse effect with 40-60% of patients 70 

developing hypertension often severe (>150/100 mmHg) or hypertensive crisis 9-12. Hypertension 71 

develops acutely, within 24 hours of starting treatment, and by 6 days it is sustained 13. Upon 72 

treatment cessation BP decreases 9, 10, 14. 73 

The pathophysiology of VEGFI-induced hypertension is elusive, although endothelial 74 

dysfunction, vascular remodeling and capillary rarefaction have been implicated 2, 15. VEGF is a 75 

known vasodilator through its effects on NO and as such a potential consequence of VEGFI is 76 

reduced NO, impaired vasodilatation and increased vascular tone, important determinants of 77 

augmented vascular resistance and BP elevation 16-18. However clinical and experimental data are 78 

conflicting, with studies showing both increased and decreased eNOS activity and NO 79 

production 16, 17. Additionally, recent findings demonstrated endothelial-independent processes 80 

are involved in VEGFI effects 19. Increased levels of ET-1, activation of the renin-angiotensin 81 

system (RAS), EC apoptosis and rarefaction have also been implicated in VEGFI-induced 82 

hypertension 17, 18.  83 

Oxidative stress may contribute to the development of hypertension during anti-84 

angiogenic therapy. Recent evidence indicates that superoxide anion (O2
-) and hydrogen 85 

peroxide (H2O2) play a role in VEGF/VEGFR signaling and angiogenesis 20, 21. NADPH oxidase 86 

(Nox) isoforms are primarily responsible for vascular ROS generation in rodent (Nox1,2,4) and 87 

human vascular cells (Nox1,4,5)  with Nox4 generating mainly H2O2 and Nox1, 2 and 5 88 

generating O2- 
22, 23. VEGF also regulates expression and activity of antioxidant system, 89 

including superoxide dismutase (SOD) and nuclear factor erythroid 2–related factor 2 (Nrf-2), 90 

the master regulator of antioxidant enzyme transcription 24, 25. Thus, in addition to VEGF 91 

inducing vasodilatation through NO, generation of H2O2 through Nox4 and activation of 92 
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antioxidants, may influence vasorelaxation. However, whether VEGFI impacts these redox-93 

sensitive processes to modulate a hypertensive vascular phenotype with associated BP elevation 94 

is unclear. Here we hypothesized that VEGFIs promote oxidative stress leading to impaired 95 

vasodilatation and hypercontractility, processes associated with BP elevation. Mechanisms 96 

underlying this may relate to Nox dysregulation, downregulation of Nrf-2 -regulated antioxidant 97 

systems and altered Ca2+ handling in vascular cells.  98 

 99 

METHODS  100 

The authors declare that all supporting data are available within the online supplementary files 101 

(Please see http://hyper.ahajournals.org. for expanded Methods section). 102 

 103 

All experimental protocols on mice were performed in accordance with the Ethical Principles in 104 

Animal Experimentation adopted by the West of Scotland Research Ethics Service and in 105 

accordance with the National Institutes of Health Guide for the Care and Use of Laboratory 106 

Animals. Studies at Sapienza University were conducted in accordance with the Italian Law on 107 

the Protection of Animals. Human vascular smooth muscle cells were isolated from surgical 108 

specimens and in accordance with protocols approved by the West of Scotland Research Ethics 109 

Service (WS/12/0294). 110 

Experimental models 111 

Studies were performed at the cellular (human ECs, VSMCs), tissue (isolated mouse arteries) 112 

and whole animal (VEGFI-treated mice) levels. We examined effects of a VEGFR inhibitor, 113 

vatalanib and in some experiments compared effects to gefitinib, an inhibitor of the epidermal 114 

growth factor receptor (EGFR). We used this comparator agent because VEGF and EGF signal 115 
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through similar pathways, yet whereas VEGF inhibition causes hypertension, EGFR inhibition 116 

does not.   117 

 118 

Cell culture. Cell-based studies were performed in human aortic endothelial cell (HAEC) and 119 

primary culture vascular smooth muscle cells (hVSMC).  120 

Mice. Ex vivo vascular studies. In some experiments, mouse mesenteric arteries were isolated to 121 

assess vascular functional responses to vatalanib in the absence and presence of L-NAME 122 

(eNOS inhibitor) or N-acetyl-cysteine ((NAC) ROS scavenger). In vivo studies: Three groups of 123 

male SV-129 mice were studied for 2 weeks): 1) vehicle-treated group; 2) VEGFR inhibitor, 124 

vatalanib-treated group (Vat, 100 mg/Kg/day), and 3) EGFR inhibitor, gefitinib-treated group 125 

(Gef, 100 mg/Kg/day).  126 

Experimental protocols 127 

Vascular levels of NO, O2
-, H2O2 and nitrotyrosine and Nox activity were assessed by 128 

fluorescence, chemiluminescence and amplex red assays. VSMC [Ca2+]i was measured by Cal-129 

520 fluorescence. 130 

Nrf-2 activity was assessed by nuclear translocation and Keap-1 expression by immunoblotting. 131 

Anti-oxidant enzymes (catalase activity) and gene expression (SOD1, catalase, GPX1, HO1) 132 

were determined by activity assays and qPCR. 133 

Phosphorylation of eNOS and MLC20 was determined by immunoblotting. 134 

Vascular functional and structural properties were assessed by wire and pressure myography. 135 

Statistical analysis 136 
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Statistical analysis was performed using GraphPad Prism 3.0 (GraphPad Software Inc., San 137 

Diego, CA, USA). Data are presented as means±standard error of the mean (SEM). Groups were 138 

compared using student's t test or one-way analysis of variance (ANOVA). Bonferroni or 139 

Tukey's post-test were used as appropriate. Results of statistical tests with p<0.05 were 140 

considered significant. 141 

RESULTS 142 

Vatalanib influences ROS and NO generation in human endothelial cells  143 

Vatalanib increased NADPH-dependent O2
- generation in HAECs, effects that were inhibited by 144 

GKT137831 and NoxA1dstat (figure 1A). This was associated with increased p47phox 145 

membrane expression (figure 1B), reduced generation of H2O2 and NO and increased formation 146 

of ONOO- (figures 1C, 1D, S1). In vatalanib-treated cells, phosphorylation of eNOS (active site, 147 

Ser1177) was reduced (figure S1). Vatalanib, at 24 hours, influenced expression of endothelial 148 

cell Noxs, which are responsible for O2
- production. In particular vatalanib decreased expression 149 

of Nox4 and increased expression of Nox5 (figure 2A, 2B), without significantly influencing 150 

Nox1 (figure S2). Nuclear accumulation of Nrf2 and gene expression of Nrf-2-regulated anti-151 

oxidant genes, catalase, GPX1 and HO1, but not SOD1, was downregulated 8 hours after 152 

vatalanib treatment (figure 1E, 2C-F). Gefitinib does not alter O2
- production neither modulates 153 

Noxs and anti-oxidants mRNA levels in vascular cells (figure S6). 154 

Vatalanib increases ROS generation and modulates pro-contractile signaling in human 155 

vascular smooth muscle cells  156 

Vatalanib increased O2
- production and ONOO- levels in hVSMC (figure 1F, S1). Pretreatment 157 

with Nox1/4 inhibitors prevented vatalanib-induced ROS generation. VEGF inhibition induced a 158 
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significant increase in Ca2+ influx in hVSMCs, effects that were attenuated by N-acetyl-l-159 

cysteine (NAC) (figure 3E). Vatalanib also influenced pro-contractile signaling pathways, by 160 

inducing phosphorylation of MLC20, critically involved in triggering vascular contraction (figure 161 

3D).   162 

Vascular dysfunction induced by vatalanib is mediated by NOS- and redox-sensitive 163 

mechanisms  164 

To evaluate whether vatalanib-induced effects observed at the cellular level have functional 165 

significance at the vascular level, we studied isolated mouse mesenteric resistance arteries by 166 

myography and exposed vessel segments to vatalanib in the absence and presence of NOS 167 

inhibitors and ROS scavengers. As shown in figure 3A, ACh induced almost 100% 168 

vasorelaxation in control vessels, whereas in vatalanib-treated vessels, ACh-mediated 169 

vasorelaxation was reduced, with arteries relaxing maximally  40%. These responses were 170 

worsened by L-NAME, a NOS inhibitor. In arteries pre-treated with NAC, vatalanib-induced 171 

endothelial dysfunction was ameliorated (figure 3B). Corroborating our findings in hVSMC, 172 

vatalanib amplified agonist (U46619)-induced vasoconstriction, an effect blocked by NAC 173 

(figure 3C). 174 

Systemic oxidative stress, vascular dysfunction and arterial remodeling in vatalanib-175 

treated mice.  176 

To further explore whether vatalanib influences redox-sensitive processes and vascular function 177 

in vivo, we examined mice treated with vatalanib for 2 weeks, and compared effects to gefitinib, 178 

an EGFR inhibitor. At the doses used, mean blood pressure was not significantly different in 179 

control (92.6±1.7 mmHg), vatalanib-treated (91.2±1.8 mmHg) and gefitinib-treated groups 180 
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(88.0±2.5 mmhg). Vatalanib increased systemic ROS generation, as indicated by elevated 181 

plasma TBARS levels in the vatalanib (9.0±2.0 µmol/l) versus vehicle (5.1±0.2 µmol/l) and 182 

gefitinib groups (5.2±0.5 µmol/l).  183 

As shown in figure 4A and supplemental table S1, ACh-induced maximal vasorelaxation 184 

and EC50 of isolated small mesenteric arteries were blunted in vatalanib- but not gefitinib-treated 185 

mice. SNP-induced vasodilatation was not influenced by either agent (figure 4B). Mesenteric 186 

arteries from vatalanib-treated mice also exhibited an increase in media-to-lumen ratio indicating 187 

vascular remodeling (figure S3). Vatalanib had no effect on cross-sectional area (CSA) (figure 188 

S3). Gefitinib did not significantly influence vascular function or structure.  189 

Vatalanib modulates redox signaling in tissues from mice  190 

To determine whether VEGFIs influence redox status in cardiovascular and renal tissue, we 191 

assessed levels of H2O2, O2- and ONOO-, catalase activity and expression of pro-oxidant 192 

oxidases and anti-oxidant enzymes in aorta, kidney and heart in VEGFI- treated mice. 193 

 As shown in figure 4 aortic and cardiac levels of H2O2 were reduced, while ONOO- 194 

levels were increased. Catalase activity was increased in aorta in the vatalanib group. Gene 195 

expression of Nox1, but not Nox2 or Nox4, was significantly increased in the heart by vatalanib 196 

and gefitinib (figure S4). Cardiac gene expression of anti-oxidant enzymes catalase and GPX1 197 

was reduced in vatalanib-treated mice, without effect on SOD1 (figure S4). 198 

NADPH-stimulated production of O2
- and H2O2 levels were augmented by vatalanib in 199 

kidneys (figures 5A, 5B). This was associated with decreased activity of renal catalase (figure 200 

5C) and downregulation of the master anti-oxidant transcription factor Nrf2, indicated by 201 

decreased Nrf2 nuclear translocation and increased cytosolic levels of the Nrf2 repressor, Keap-1 202 

(figures 5D, 5E). At the gene level, expression of anti-oxidant enzymes catalase and GPX1 203 
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(figures 5F), but not SOD1, was reduced in treated mice (figure S5). Vatalanib decreased 204 

mRNA expression of Nox4, without effect on Nox1 and Nox2 (figure S5). 205 

 206 

DISCUSSION 207 

Despite the anti-angiogenic and anti-cancer benefits of VEGF inhibitors in clinical medicine, 208 

these agents have potent vascular toxicities and are pro-hypertensive due to, as yet, unclear 209 

molecular mechanisms. Processes that have been implicated include reduced endothelial-derived 210 

NO production, increased ET-1 levels, activation of the renin-angiotensin system, endothelial 211 

cell apoptosis and microvascular rarefaction 26 16 17. Here we advance the field by demonstrating 212 

an important role for oxidative stress. In particular, we show that vatalanib, a VEGFR inhibitor, 213 

increased vascular cell ROS production and ONOO- formation and decreased activation of the 214 

eNOS-NO pathway. These phenomena translated to endothelial dysfunction, vascular 215 

hypercontractility and cardiovascular and renal oxidative stress in VEGFI-treated mice. Potential 216 

mechanisms underlying these effects involve upregulation of Noxs, in an isoform- and tissue-217 

specific manner, and downregulation of Nrf2-regulated anti-oxidant genes.  218 

Endothelial function and vascular integrity are regulated by VEGF/VEGFR, through multiple 219 

signaling pathways, including PI3K-NOS and protein tyrosine phosphatases (PTP), which are 220 

modulated by changes in redox state. In particular VEGF-induced activation of NOS and PTPs is 221 

linked to a reduced oxidative milieu that maintains vascular health 20, 21, 27, 28. In addition, 222 

signaling through VEGF protects cells from oxidative stress, in part through activation of Nrf2-223 

regulated antioxidant enzymes 29, 30. Disruption of these protective systems by inhibiting VEGF 224 

signaling leads to oxidative stress and cell damage. We explored this concept in the context of 225 

VEGFI-induced vascular toxicity and investigated whether vatalanib, a VEGFR inhibitor, 226 
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influences redox state in human endothelial and vascular smooth muscle cells. Since we were 227 

particularly interested in the direct cellular effects of VEGFI, recapitulating the clinical scenario 228 

of anti-angiogenic therapy, our studies were conducted without adding exogenous VEGF. Both 229 

endothelial cells and VSMCs exhibited increased vatalanib-induced NADPH-stimulated O2
- 230 

production, involving Nox1/Nox4. Since ROS generation was rapid, it is likely that 231 

constitutively functional Nox1/4 was modulated by vatalanib, which also had more long-term 232 

actions by regulating Nox gene expression in an isoform-specific manner. The acute effect may 233 

also relate to dampening of protective anti-oxidant systems by vatalanib, similar to what has 234 

been shown for other VEGFIs 31, 32. In ECs, a consequence of increased O2
- production is 235 

decreased eNOS-generated NO bioavailability and increased ONOO- formation, as we observed. 236 

These events, together with reduced generation of H2O2, which induces vasodilation and is 237 

vasoprotective 33, 34, may underlie endothelial dysfunction and vascular oxidative damage by 238 

vatalanib. In support of our findings, others have shown that VEGFIs acutely increase ROS 239 

generation in retinal pigment epithelial cells 29, increase oxidative cellular toxicity 35 and 240 

augment oxidative stress, inflammation and endothelial dysfunction in mouse lung and human 241 

lung microvascular endothelial cells 36.  242 

To investigate whether the findings observed at the cellular level translate to functional 243 

responses, we studied mouse vessels exposed to vatalanib ex vivo, and demonstrated significantly 244 

impaired endothelial function, responses that likely involve dysregulated eNOS and oxidative 245 

stress because L-NAME worsened vasorelaxation, whereas the ROS scavenger NAC, 246 

ameliorated endothelium-dependent vasorelaxation.Vatalanib also amplified agonist-stimulated 247 

vasoconstriction, possibly linked to increased [Ca2+]i signaling and activation of contractile 248 

machinery, as evidenced by increased phosphorylation of MLC as we demonstrated in VSMCs. 249 
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Since NAC normalized hypercontractile responses, redox-sensitive processes are likely also 250 

important in vatalanib vascular functional effects. In line with our findings, four multi-targeted 251 

VEGFIs potently increased vasoconstriction in mice 19.  252 

The findings in isolated arteries were recapitulated in in vivo studies in mice treated for 2 253 

weeks with vatalanib, where endothelium-dependent vasorelaxation was attenuated with 254 

associated increased cardiovascular production of O2
- and ONOO- and reduced generation of 255 

H2O2. Whereas O2
- and ONOO- are associated with vasoconstriction and vascular injury, H2O2 is 256 

vasoprotective acting as a vasodilator through protein kinase G (PKG) 33, 34, 37. Processes 257 

underlying these phenomena likely involve decreased eNOS/NO generation, Nox activation, 258 

increased catalase activity (which catalyzes the decomposition of H2O2 to H2O and O2) and 259 

reduced protective anti-oxidant systems, similar to what we observed in human vascular cells.  260 

Whereas vatalanib reduced H2O2 production in vessels, it increased production in 261 

kidneys, possibly due to reduced catalase activity. Renal oxidative stress was increased by 262 

vatalanib, with associated decreased activity of Nrf2 as evidenced by decreased nuclear 263 

translocation and increased cytosolic content of the Nrf2 repressor Keap-1. Loss of Nrf2 activity, 264 

which regulates anti-oxidant genes, such as catalase and GPX1, likely dampens the antioxidant 265 

protective status, contributing to renal oxidative stress in vatalanib-treated mice. Interplay 266 

between VEGF, Nrf2 and other antioxidant systems has been demonstrated 58,59 and a VEGF-267 

Nrf2 positive feedback loop, which protects against oxidative stress, has been demonstrated in 268 

brain microvascular endothelial cells 38 and in cancer cell lines 30. Hence disruption of this 269 

feedback loop with VEGFIs, would downregulate Nrf2, similar to what we observed in our 270 

studies. Aggravation of renal damage by VEGFIs has also been shown in diabetic mice, 271 

processes attributed to oxidative stress and inactivation of the Akt/eNOS/NO axis 39.  272 
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To elucidate whether inhibition of VEGFR tyrosine kinases by vatalanib is a generalized 273 

or specific phenomenon, we also evaluated effects of gefitinib, which inhibits EGFR, in part, 274 

through common VEGFR signaling pathways. Our findings clearly demonstrate that vatalanib, 275 

but not gefitinib induced vascular dysfunction and cardiovascular and renal oxidative stress, 276 

suggesting specific cardiovascular toxicity when VEGFR is targeted. Others have also shown 277 

differential effects of VEGFI and EGFIs 28,29. Mice treated with sunitinib, which primarily 278 

targets VEGFR tyrosine kinases, exhibited systolic dysfunction and metabolic abnormalities, 279 

which were absent in mice treated with the EGFRI erlotinib 40. Using a non-targeted 280 

metabolomics approach, it was found that sunitinib, but not erlotinib, decreased docosahexaenoic 281 

acid (DHA), arachidonic acid (AA)/ eicosapentaenoic acid (EPA), O-phosphocolamine, and 6-282 

hydroxynicotinic acid, important anti-inflammatory mediators and regulators of mitochondrial 283 

function. Loss of these compounds may underlie VEGFI-induced mitochondrial dysfunction, 284 

oxidative stress and cardiovascular damage 40. 285 

Despite the vascular dysfunction, arterial remodelling and significant cardiovascular and 286 

renal oxidative effects induced by vatalanib, mice did not develop hypertension. Reasons for this 287 

may relate to the low dose of vatalanib used and/or to the relatively short treatment period. In 288 

addition, we used tail cuff methodology to measure blood pressure at one time point, and as such 289 

we may have missed subtle changes in blood pressure, especially over the 24-hour period. 290 

Telemetry would have provided a better approach to fully characterise blood pressure changes. 291 

Nevertheless, our data clearly demonstrate, that even at sub-pressor doses, vatalanib induced 292 

cardiovascular and renal toxicity, which may be amplified with higher doses and more chronic 293 

treatment 39. 294 
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In conclusion, this study provides novel mechanistic insights to better understand the 295 

pathophysiology of VEGFI-induced vascular dysfunction and hypertension. In particular, we 296 

demonstrate at the cellular, vascular and whole animal levels, that vatalanib promotes oxidative 297 

stress, Nox dysregulation and downregulation of Nrf2-regulated antioxidant systems. Our study 298 

identifies redox-sensitive mechanisms whereby VEGF signaling inhibition may cause 299 

cardiovascular toxicity, as highlighted in figure 6. This study might be especially important to 300 

guide new therapeutic approaches to reduce cardiovascular risk without compromising anti-301 

cancer benefit of VEGFIs. Such an approach may include strategies to reduce VEGFI-induced 302 

oxidative stress using adjuvant therapies such as Nrf2 activators or Nox inhibitors. This concept 303 

awaits further confirmation.   304 

PERSPECTIVES  305 

Our results identify novel molecular mechanisms involving changes in redox state whereby 306 

VEGFI promotes vascular injury and dysfunction. Our data are of clinical significance because 307 

these processes may contribute to vascular toxicities associated with VEGFI-associated 308 

hypertension in patients treated with anti-angiogenic therapy targeting VEGF signaling 309 

pathways. In particular our findings that VEGFI-indiced oxidative stress is linked to upregulation 310 

of vascular Noxs and dampening of anti-oxidant enzymes may direct future therapeutic 311 

approaches to reduce vascular toxicities caused by VEGFI anti-cancer drugs. For example, 312 

adjuvant therapy with Nrf2 agonists may be an interesting approach, that might warrant further 313 

consideration. 314 

 315 

 316 



15 
 

SOURCES OF FUNDING 317 

This study was funded by grants from the British Heart Foundation (BHF) (RE/13/5/30177) and 318 

Research Award, Sapienza University of Rome. RMT is supported by a BHF Chair 319 

(CH/12/429762). CS was supported by Fondazione Roma (NCDS-2013-00000345) and the 320 

Italian Ministry of Education, University and Research (PRIN-2015ZTT5KB 003). 321 

 322 

ACKNOWLEDGEMENTS 323 

The authors thank Emanuele Arrabito and Carmine Nicoletti for their technical support. 324 

 325 

DISCLOSURES 326 

None.   327 

 328 

REFERENCES 329 

 330 

1. Sewduth R, Santoro MM. "Decoding" angiogenesis: New facets controlling endothelial 331 

cell behavior. Front Physiol. 2016;7:306 332 

2. Zachary I. Vegf signalling: Integration and multi-tasking in endothelial cell biology. 333 

Biochem Soc Trans. 2003;31:1171-1177 334 

3. Simons M, Gordon E, Claesson-Welsh L. Mechanisms and regulation of endothelial vegf 335 

receptor signalling. Nat Rev Mol Cell Biol. 2016;17:611-625 336 

4. Simons M. An inside view: Vegf receptor trafficking and signaling. Physiol. 337 

2012;27:213-222 338 



16 
 

5. Boeldt DS, Yi FX, Bird IM. Enos activation and no function: Pregnancy adaptive 339 

programming of capacitative entry responses alters nitric oxide (no) output in vascular 340 

endothelium--new insights into enos regulation through adaptive cell signaling. J 341 

Endocrinol. 2011;210:243-258 342 

6. Wang Y, Zang QS, Liu Z, Wu Q, Maass D, Dulan G, Shaul PW, Melito L, Frantz DE, 343 

Kilgore JA, Williams NS, Terada LS, Nwariaku FE. Regulation of vegf-induced 344 

endothelial cell migration by mitochondrial reactive oxygen species. Am J Physiol Cell 345 

Physiol. 2011;301:C695-704 346 

7. Small HY, Montezano AC, Rios FJ, Savoia C, Touyz RM. Hypertension due to 347 

antiangiogenic cancer therapy with vascular endothelial growth factor inhibitors: 348 

Understanding and managing a new syndrome. Can J Cardiol. 2014;30:534-543 349 

8. Zamorano JL, Lancellotti P, Rodriguez Munoz D, Aboyans V, Asteggiano R, Galderisi 350 

M, Habib G, Lenihan DJ, Lip GY, Lyon AR, Lopez Fernandez T, Mohty D, Piepoli MF, 351 

Tamargo J, Torbicki A, Suter TM, Authors/Task Force M, Guidelines ESCCfP. 2016 esc 352 

position paper on cancer treatments and cardiovascular toxicity developed under the 353 

auspices of the esc committee for practice guidelines: The task force for cancer 354 

treatments and cardiovascular toxicity of the european society of cardiology (esc). Eur 355 

Heart J. 2016;37:2768-2801 356 

9. Abdel-Qadir H, Ethier JL, Lee DS, Thavendiranathan P, Amir E. Cardiovascular toxicity 357 

of angiogenesis inhibitors in treatment of malignancy: A systematic review and meta-358 

analysis. Can Treat Rev. 2017;53:120-127 359 



17 
 

10. Keefe D, Bowen J, Gibson R, Tan T, Okera M, Stringer A. Noncardiac vascular toxicities 360 

of vascular endothelial growth factor inhibitors in advanced cancer: A review. The 361 

Oncologist. 2011;16:432-444 362 

11. Faruque LI, Lin M, Battistella M, Wiebe N, Reiman T, Hemmelgarn B, Thomas C, 363 

Tonelli M. Systematic review of the risk of adverse outcomes associated with vascular 364 

endothelial growth factor inhibitors for the treatment of cancer. PloS One. 365 

2014;9:e101145 366 

12. Abi Aad S, Pierce M, Barmaimon G, Farhat FS, Benjo A, Mouhayar E. Hypertension 367 

induced by chemotherapeutic and immunosuppresive agents: A new challenge. Crit Rev 368 

Oncol Hematol. 2015;93:28-35 369 

13. Dreyfus B, Kawabata H, Gomez A. Selected adverse events in cancer patients treated 370 

with vascular endothelial growth factor inhibitors. Can Epidemiol. 2013;37:191-196 371 

14. Maitland ML, Kasza KE, Karrison T, Moshier K, Sit L, Black HR, Undevia SD, Stadler 372 

WM, Elliott WJ, Ratain MJ. Ambulatory monitoring detects sorafenib-induced blood 373 

pressure elevations on the first day of treatment. Clin Can Res: Am Assoc Can Res. 374 

2009;15:6250-6257 375 

15. Clarkin CE, Gerstenfeld LC. Vegf and bone cell signalling: An essential vessel for 376 

communication? Cell Biochem Func. 2013;31:1-11 377 

16. Moslehi JJ. Cardiovascular toxic effects of targeted cancer therapies. N Engl J Med. 378 

2016;375:1457-1467 379 

17. Gopal S, Miller KB, Jaffe IZ. Molecular mechanisms for vascular complications of 380 

targeted cancer therapies. Clin Sci. 2016;130:1763-1779 381 



18 
 

18. Belcik JT, Qi Y, Kaufmann BA, Xie A, Bullens S, Morgan TK, Bagby SP, Kolumam G, 382 

Kowalski J, Oyer JA, Bunting S, Lindner JR. Cardiovascular and systemic microvascular 383 

effects of anti-vascular endothelial growth factor therapy for cancer. J Am Coll Cardiol. 384 

2012;60:618-625 385 

19. Carter JJ, Fretwell LV, Woolard J. Effects of 4 multitargeted receptor tyrosine kinase 386 

inhibitors on regional hemodynamics in conscious, freely moving rats. FASEB J. 387 

2017;31:1193-1203 388 

20. Chan EC, Liu GS, Dusting GJ. Redox mechanisms in pathological angiogenesis in the 389 

retina: Roles for nadph oxidase. Curr Pharm Des. 2015;21:5988-5998 390 

21. El-Remessy AB, Bartoli M, Platt DH, Fulton D, Caldwell RB. Oxidative stress 391 

inactivates vegf survival signaling in retinal endothelial cells via pi 3-kinase tyrosine 392 

nitration. J Cell Sci. 2016;129:3203 393 

22. Schroder K, Zhang M, Benkhoff S, Mieth A, Pliquett R, Kosowski J, Kruse C, Luedike 394 

P, Michaelis UR, Weissmann N, Dimmeler S, Shah AM, Brandes RP. Nox4 is a 395 

protective reactive oxygen species generating vascular nadph oxidase. Circ Res. 396 

2012;110:1217-1225 397 

23. Montezano AC, Touyz RM. Reactive oxygen species, vascular noxs, and hypertension: 398 

Focus on translational and clinical research. Antioxid  Redox Signal. 2014;20:164-182 399 

24. Mohammadzadeh M, Halabian R, Gharehbaghian A, Amirizadeh N, Jahanian-Najafabadi 400 

A, Roushandeh AM, Roudkenar MH. Nrf-2 overexpression in mesenchymal stem cells 401 

reduces oxidative stress-induced apoptosis and cytotoxicity. Cell stress & chaperones. 402 

2012;17:553-565 403 



19 
 

25. Marques C, Licks F, Zattoni I, Borges B, de Souza LE, Marroni CA, Marroni NP. 404 

Antioxidant properties of glutamine and its role in vegf-akt pathways in portal 405 

hypertension gastropathy. World J Gastroenterol. 2013;19:4464-4474 406 

26. Kappers MH, van Esch JH, Sluiter W, Sleijfer S, Danser AH, van den Meiracker AH. 407 

Hypertension induced by the tyrosine kinase inhibitor sunitinib is associated with 408 

increased circulating endothelin-1 levels. Hypertension. 2010;56:675-681 409 

27. Schulz E, Jansen T, Wenzel P, Daiber A, Munzel T. Nitric oxide, tetrahydrobiopterin, 410 

oxidative stress, and endothelial dysfunction in hypertension. Antioxid Redox Signal. 411 

2008;10:1115-1126 412 

28. Yang KS, Lim JH, Kim TW, Kim MY, Kim Y, Chung S, Shin SJ, Choi BS, Kim HW, 413 

Kim YS, Chang YS, Kim HW, Park CW. Vascular endothelial growth factor-receptor 1 414 

inhibition aggravates diabetic nephropathy through enos signaling pathway in db/db 415 

mice. PloS one. 2014;9:e94540 416 

29. Sheu SJ, Chao YM, Liu NC, Chan JY. Differential effects of bevacizumab, ranibizumab 417 

and aflibercept on cell viability, phagocytosis and mitochondrial bioenergetics of retinal 418 

pigment epithelial cell. Acta Ophthalmol. 2015;93:e631-643 419 

30. Kweider N, Fragoulis A, Rosen C, Pecks U, Rath W, Pufe T, Wruck CJ. Interplay 420 

between vascular endothelial growth factor (vegf) and nuclear factor erythroid 2-related 421 

factor-2 (nrf2): Implications for preeclampsia. J Biolo Chem. 2011;286:42863-42872 422 

31. Kappers MH, de Beer VJ, Zhou Z, Danser AH, Sleijfer S, Duncker DJ, van den 423 

Meiracker AH, Merkus D. Sunitinib-induced systemic vasoconstriction in swine is 424 

endothelin mediated and does not involve nitric oxide or oxidative stress. Hypertension. 425 

2012;59:151-157 426 



20 
 

32. Kappers MH, Smedts FM, Horn T, van Esch JH, Sleijfer S, Leijten F, Wesseling S, 427 

Strevens H, Jan Danser AH, van den Meiracker AH. The vascular endothelial growth 428 

factor receptor inhibitor sunitinib causes a preeclampsia-like syndrome with activation of 429 

the endothelin system. Hypertension. 2011;58:295-302 430 

33. Li L, Lai EY, Wellstein A, Welch WJ, Wilcox CS. Differential effects of superoxide and 431 

hydrogen peroxide on myogenic signaling, membrane potential, and contractions of 432 

mouse renal afferent arterioles. Am J Physiol Ren Physiol. 2016;310:F1197-1205 433 

34. Zhang DX, Borbouse L, Gebremedhin D, Mendoza SA, Zinkevich NS, Li R, Gutterman 434 

DD. H2o2-induced dilation in human coronary arterioles: Role of protein kinase g 435 

dimerization and large-conductance ca2+-activated k+ channel activation. Circ Res. 436 

2012;110:471-480 437 

35. Matsuda M, Krempel PG, Marquezini MV, Sholl-Franco A, Lameu A, Monteiro MLR, 438 

Miguel NCO. Cellular stress response in human muller cells (mio-m1) after bevacizumab 439 

treatment. Exp Eye Res. 2017;160:1-10 440 

36. Edirisinghe I, Yang SR, Yao H, Rajendrasozhan S, Caito S, Adenuga D, Wong C, 441 

Rahman A, Phipps RP, Jin ZG, Rahman I. Vegfr-2 inhibition augments cigarette smoke-442 

induced oxidative stress and inflammatory responses leading to endothelial dysfunction. 443 

FASEB J. 2008;22:2297-2310 444 

37. Nguyen Dinh Cat A, Antunes TT, Callera GE, Sanchez A, Tsiropoulou S, Dulak-Lis MG, 445 

Anagnostopoulou A, He Y, Montezano AC, Jaisser F, Touyz RM. Adipocyte-specific 446 

mineralocorticoid receptor overexpression in mice is associated with metabolic syndrome 447 

and vascular dysfunction: Role of redox-sensitive pkg-1 and rho kinase. Diabetes. 448 

2016;65:2392-2403 449 



21 
 

38. Li L, Pan H, Wang H, Li X, Bu X, Wang Q, Gao Y, Wen G, Zhou Y, Cong Z, Yang Y, 450 

Tang C, Liu Z. Interplay between vegf and nrf2 regulates angiogenesis due to intracranial 451 

venous hypertension. Sci Rep. 2016;6:37338 452 

39. Kim HW, Lim JH, Kim MY, Chung S, Shin SJ, Chung HW, Choi BS, Kim YS, Chang 453 

YS, Park CW. Long-term blockade of vascular endothelial growth factor receptor-2 454 

aggravates the diabetic renal dysfunction associated with inactivation of the akt/enos-no 455 

axis. Nephrol Dial Trans. 2011;26:1173-1188 456 

40. Jensen BC, Parry TL, Huang W, Ilaiwy A, Bain JR, Muehlbauer MJ, O'Neal SK, 457 

Patterson C, Johnson GL, Willis MS. Non-targeted metabolomics analysis of the effects 458 

of tyrosine kinase inhibitors sunitinib and erlotinib on heart, muscle, liver and serum 459 

metabolism in vivo. Metabolites. 2017;7 460 

 461 

  462 

  463 



22 
 

NOVELTY AND SIGNIFICANCE  464 

What Is New? 465 

This study demonstrates that vatalanib, a VEGFR inhibitor, promotes oxidative stress by 466 

upregulating Noxs and inhibiting Nrf-2-regulated anti-oxidant systems. These processes 467 

contribute to VEGFI-induced vascular dysfunction. 468 

What Is Relevant? 469 

 Molecular mechanisms underlying VEGFI-induced vascular toxicity and hypertension are 470 

unclear, but oxidative stress may be important. 471 

 Modulating redox-sensitive targets of VEGFIs may ameliorate vascular dysfunction and 472 

injury associated with anti-angiogenic therapy. 473 

 Inhibiting oxidative stress by decreasing Nox activity or activating Nrf-2-regulated anti-474 

oxidant systems during VEGFI treatment may prevent cardiovascular risk and hypertension, 475 

without compromising anti-cancer therapy.  476 

 477 

Summary 478 

We identify novel molecular mechanisms involving redox-dependent processes whereby 479 

VEGFIs cause endothelial dysfunction and vascular injury. In particular, we demonstrate at the 480 

cellular, vascular and whole animal levels, that the VEGFI vatalanib promotes oxidative stress, 481 

Nox dysregulation and downregulation of Nrf2-regulated antioxidant systems. These processes 482 

may play a role in vascular toxicity and hypertension in patients treated with VEGFI anti-483 

angiogenic therapy. 484 

 485 

  486 
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FIGURE LEGENDS 487 

Figure 1. Vatalanib influences ROS and NO generation and modulates pro-contractile 488 

signaling in human vascular cells. (A) Lucigenin-derived chemiluminescence was performed 489 

in HAEC stimulated with vehicle or vatalanib in the presence or absence of NoxA1ds or 490 

GKT137831. (B) p47 phox membrane expression was assessed by western blotting in HAEC in 491 

presence of vatalanib or vehicle. (C) H2O2 levels, measured by amplex red in HAEC exposed to 492 

vatalanib. (D) NO levels were determined by DAF-FM in vatalanib-treated HAEC (5 minutes) in 493 

the presence or absence of GKT137831 or NoxA1ds (30 minutes). (E) Nuclear accumulation of 494 

Nrf2 was determined by ELISA in HAEC nuclear extracts. (F) Lucigenin-derived 495 

chemiluminescence was performed in hVSMC stimulated with vehicle or vatalanibNoxA1ds or 496 

GKT137831. Results from amplex red, lucigenin and DAF-FM assays were normalized by 497 

protein content. Results are means±SEM of 4 to 7 experiments. *p<0.05 vs. control; # vs. 498 

vatalanib. 499 

Figure 2. Expression of pro-oxidant (Noxs) and anti-oxidant systems in human vascular 500 

cells is modulated by vatalanib. mRNA expression of the Nox isoforms Nox4 (A), Nox5 (B),  501 

and the anti-oxidant genes catalase (C), GPX1 (D), HO1 (E) and SOD1 (F)  was determined by 502 

real time PCR in HAECs. PCR values were normalized by GAPDH mRNA expression. Results 503 

are mean±SEM of 4-6 experiments. *p<0.05 vs. control. 504 

Figure 3. Vascular dysfunction induced by vatalanib is mediated through mechanisms 505 

involving oxidative stress and downregulation of eNOS. Endothelium-intact mesenteric 506 

resistance arteries from wild type mice were incubated with vatalanib (100 nmol/L) or vehicle 507 

for 30 min. Relaxation responses of Phe-contracted vessels to ACh was evaluated in the absence 508 

and presence of (A) L-NAME (eNOS inhibitor, 100 µmol/L) or (B) N-acetyl-cysteine ((NAC), 509 
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ROS scavenger, 10 µmol/L) was added 30 min before vehicle or vatalanib addition. (C) 510 

Contraction curves to U46619 in the absence or presence of NAC. (D) Phosphorylation of 511 

MLC20 (Thr18/Ser19) was determined byimmunoblotting in hVSMC stimulated with vatalanib 512 

(100 nmol/L); values were normalized by α-tubulin expression. (E) Ca2+ influx was assessed in 513 

hVSMC exposed to vatalanib  NAC. Area under the curve (AUC) indicates global Ca2+ influx 514 

in hVSMC. Results are mean±SEM of 3-6 experiments. *p<0.05 vs. vehicle; # p<0.05 vs. 515 

vatalanib; ⱷ p<0.05 vs. L-NAME.  516 

Figure 4. Vatalanib, but not gefitinib, impairs ACh-induced vasodilation and modulates 517 

redox signaling in aorta and heart from mice. Bar graphs represent the maximal response 518 

(Emax) of ACh (A) and SNP (B) in mesenteric arteries from mice treated with vatalanib (100 519 

mg/Kg/day), gefitinib (100 mg/Kg/day) or vehicle assessed by wire myograph. H2O2 levels were 520 

measured by amplex red assay in endothelium-intact aorta and heart (C) from vatalanib and 521 

gefitinib-treated mice. Nitrotyrosine was assessed as an index of peroxynitrite (ONOO-) 522 

formation in aorta and heart (D) from treated mice. Catalase activity was performed in aorta and 523 

heart E) by assay kit. Results were normalized by protein content. Results represent the 524 

mean±SEM of 5-7 experiments. *p<0.05 vs. vehicle. 525 

Figure 5. Renal oxidative and anti-oxidant effects of vatalanib.  (A) NADPH-stimulated O2
- 526 

production, assessed by lucigenin assay, in kidneys from vatalanib and gefitinib-treated mice. 527 

(B) H2O2 levels and catalase activity (C) measured by amplex red assay in kidneys. (D) Nuclear 528 

accumulation of Nrf2 was determined by ELISA in kidney nuclear extracts and (E) cytosolic 529 

Keap-1 cytosolic protein expression was evaluated by immunoblotting. (F) mRNA expression of 530 

Nrf2-regulated genes  (catalase, GPX1) was determined by real time PCR. PCR values were 531 
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normalized by GAPDH mRNA expression and Keap-1 values were normalized by α-tubulin 532 

protein expression. Results are mean±SEM of 5-7 experiments. *p<0.05 vs. vehicle. 533 

Figure 6. Putative mechanisms involving redox-sensitive processes whereby VEGF/VEGFR 534 

inhibition impacts vascular smooth muscle and endothelial cell function. VEGF inhibition 535 

by vatalanib in hVSMC (left panel) causes an increase in ROS generation through Nox1 and 4 536 

activation which is involved in pro-contractile signaling, such as increased [Ca2+]i and activation 537 

of MLC20, leading to enhanced vascular contraction. In endothelial cells (right panel), vatalanib 538 

acts by increasing ROS production through Nox activation but also by downregulating the 539 

antioxidant system. In addition, vatalanib decreases the vasodilatory ROS, H2O2, as well as 540 

reduces eNOS phosphorylation and NO production in endothelial cells, which may be 541 

culminating in endothelial dysfunction. The dysregulation of both vascular smooth muscle and 542 

endothelial cell function induced by vatalanib may induce vascular tone alterations and vascular 543 

remodeling, and may explain, at least in part, molecular mechanisms underlying VEGFI-544 

associated hypertension. 545 














