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ABSTRACT 
 

 

Background: Arterial Hypertension (AHT) and its development are associated with structural, 

functional and genomic expression alterations in several organs, which all contribute to 

cardiovascular risk. In conditions when AHT is uncontrolled genomic expression can change, 

accelerate organ damage and ultimately results in organ failure. In previous studies, we have 

shown that chronic overexpression of an inwardly rectifying potassium channel (hKir2.1) in the 

paraventricular nucleus of the hypothalamus (PVN) and in the rostral ventrolateral medulla 

(RVLM), to suppress neuronal excitability, resulted in a long term decrease of blood pressure 

and sympathetic output in spontaneously hypertensive rats (SHR) but it remains unclear 

whether the pathological changes in gene expression relating to end organ structure are 

normalised. 

 
 
Objective: To evaluate gene expression changes in tissues controlling blood pressure (the heart, 

kidney and common carotid artery) induced by chronic overexpression of hKir2.1 channels in 

either the PVN or RVLM. 

 
 
Methods: We recently demonstrated in radio-telemetered spontaneously hypertensive rats 

(SHR) that overexpression of hKir2.1 in the PVN or RVLM decreased blood pressure and 

sympathetic output (−22±6 mmHg and -0.37±0.11 mmHg2ms-2 in PVN and -40±10 mmHg and -

0.27±0.11 mmHg2ms-2 in RVLM). The mRNA levels of 13 pre-selected genes known to be 

involved with blood pressure regulation were evaluated using real-time polymerase chain 

reaction (RT-PCR) in tissue from the kidney, heart and common carotid artery of hKir2.1 SHR, 

sham SHR and normotensive rats. 

 
 
Results: In hearts from SHR in which either the PVN or RVLM were injected with LVhKir2.1, there 

was a downregulation of angiotensin II receptor, type 1a (AT1), ATPase, Ca2+ transporter type 

2C1 (ATP2C1) and troponin T type 2 (Tnnt2) relative to the sham group. Also, tropomyosin 2, 

beta (Tpm2) was down-regulated in hearts from SHR injected in RVLM. In the kidney of SHR with 

LVhKir2.1 injections in PVN and RVLM, angiotensinogen, angiotensin II receptor type 2 (AT2) and 

endothelin 1 (ET-1) were all upregulated compared to sham. In the carotid artery, endothelin 2 

(ET-2) was up-regulated following LVhKir2.1 in to either the PVN or RVLM relative to sham. 



 
Conclusion: Central modulation of PVN or RVLM neuronal excitability that promotes a decrease 

in blood pressure and sympathetic activity affected gene expression in three end-organs, mainly 

through the up-regulation of angiotensinogen and AT-2 genes in the kidney and down-

regulation of AT-1 in the heart. These results provide new insights into the molecular 

mechanisms underlying the potential efficacy of chronic overexpression of hKir2.1 channels in 

central sympathoexcitatory areas in protecting against end-organ damage in essential 

hypertension and thus reveal peripheral targets for therapeutic manipulation in hypertension. 



1. INTRODUCTION 

 
Arterial Hypertension (AHT) and its development are associated with chronic activation of the 

sympathetic nervous system along with alterations in structural, functional and genomic 

expression in several organs, in particular in target organs such as the brain, heart, kidney and 

vasculature, all of which contribute to cardiovascular risk. 

 
In conditions when AHT is uncontrolled, genomic expression and transcriptomic alterations can 

evoke changes in different signal-transducing cascades, thus, accelerating end-organ damage which 

ultimately results in organ failure and secondary disease such as stroke, cardiac ischemia and 

nephropathy (REFRENCES). An elevated blood pressure can also cause left ventricular hypertrophy, 

aortic stiffness, atherosclerotic plaques and microvascular disease that may render AHT more 

difficult to control (Muiesan ML, 2013; Cecelja M, 2012; Ausiello D, 2003). 

 
In previous studies, we have shown that chronic overexpression of an inwardly rectifying 

potassium channel (hKir2.1) in the paraventricular nucleus of the hypothalamus (PVN) and in the 

rostral ventrolateral medulla (RVLM), to suppress neuronal excitability, resulted in a long term 

(8 weeks) decrease of blood pressure and sympathetic output to cardiovascular system in 

spontaneously hypertensive rats (SHR) but not in normotensive Wistar Kyoto (WKY) rats. 

However, it remains unclear whether the pathological changes in gene expression relating to 

end organ structure in the SHR can be normalised when arterial pressure and sympathetic tone 

are reduced by hKir2.1 overexpression in the PVN and RVLM. Thus, the present study has used 

quantitative real-time pcr analysis to assess whether genes expected to be altered in 

cardiovascular pathologies (e.g., renin-angiotensin system, nitric oxide metabolism and 

signalling, vasoconstrictiors and dilators) can be rescued following a chronic lowering of blood 

pressure and sympathetic activity centrally in the heart, kidney and common carotid artery) of 

the SHR. 

 
 
 
2. MATERIALS AND METHODS 

 
All the experimental procedures were in accordance with the European and Portuguese Law on 

animal welfare and had the approval of the ethic committee of the Faculty of Medicine, 

University of Lisbon, Portugal. WKY rats (n=7) and SHRs (n=18), males, aged 12 weeks and 

weighing 363±8g, were used. SHR rats were bilaterally microinjected with LV-hKir2.1 (LV-

TREtight-Kir-cIRES-GFP 5.4x10E9 and LV-Syn-Eff-G4BS-Syn-Tetoff 6.2x10E9 in a ratio 1:4) into 

the PVN or RVLM. SHAM rats were bilaterally microinjected in the same regions with LV-eGFP 



 
(LV-TREtight-GFP 5.7x10E9 and LV-Syn-Eff-G4BS-Syn-Tetoff 6.2x10E9 in a ratio 1:4) as shown in 

previous studies (Geraldes et al., 2014a; Geraldes et al, 2014b). 

 
 

 
2.1. Organ tissue processing, RNA isolation and cDNA Synthesis 

 
Animals were killed with an overdose of anesthesia (pentobarbital, 50 mg/kg, i.v.) and the target 

organs (whole heart, common carotid artery and whole kidney) were excised, immediately 

frozen separately in liquid nitrogen and stored at −80 ◦C for subsequent RNA isolation. 

 
The heart, common carotid artery and kidney of individual LVhKir2.1 injected SHR, Sham SHR 

and WKY rats were grinded with a mortar and pestle in liquid nitrogen and approximately 50mg 

of powdered tissue was homogenized in Tri Reagent® Solution (Ambion) for total RNA isolation 

according to the manufacturer’s instructions. RNA concentration was estimated by measuring 

the absorbance at 260nm and its purity assessed by determining the 260/280nm absorbance 

ratio using NanoDrop 1000A (Thermo Scientific). First strand cDNA was synthesized from 1µg of 

total RNA using High Capacity cDNA Reverse Transcription Kit (Applied 
 
Biosystems), according to the manufacturer’s instructions. 
 
 

 

2.2. Quantitative real-time PCR analysis 

 
Oligonucleotide primers were designed with Primer Express ® Software Version 3.0 (Applied 

Biosystems) according to the recommended parameters for quantitative assays, based on the 

mRNA sequences obtained from the Rat Genome Database. Gene ID and oligonucleotide 

sequences are listed in Table 1. The chosen genes are known to be involved in various processes 

including blood pressure regulation, renin-angiotensin system, nitric oxide metabolism and 

signalling, vasoconstriction/vasodilatation, osmotic shock, ion transport, nitric oxide 

metabolism, hypoxia response and vasotone. 

 
RNA concentration was determined by measuring its absorbance in the NanoDrop 1000A 

(Thermo Scientific). The A260/A280 ratio of RNA 260/A280 ratios exceeded 1.9 showing minimal 

protein contamination. 

 
Real-time PCR reactions were performed on a 7500 Fast Real-Time PCR System (Applied 
 
Biosystems) using Fast SYBR® Green Master Mix reagents, following the manufacturer’s 

protocol. Immediately after amplification, melt curve analysis was performed in order to check 



 
PCR reactions for primer-dimer artifacts and to ensure specificity. To confirm accuracy and 

reproducibility of real-time PCR the intra-assay precision was determined in three repeats. 

 
Table 1 - Primers and respective sequences designed for Real Time PCR 

 

Gene name (Symbol) Primer sequence 

Accession number Forward/Reverse 
  

Angiotensinogen (Agt) CCCTGAGCAGTCCGTTCCT 

NM_134432 AAAGTGCAGCGCACCTGAGT 
  

Angiotensin II receptor, type 1a (AT1a) GCCAGGGCAGCCTCTGA 

NM_030985 TCCTGAGGCAGGGTGAATG 
  

Angiotensin II receptor, type 1b (AT1b) CCTCCGCCGCACGAT 

NM_ 112271 CCATTAGCCAGATGATGATGCA 
  

Angiotensin II receptor, type 2 (AT2) TGCTGTTGTGTTGGCATTCA 

NM_012494 ATCCAAGAAGGTCAGAACATGGA 
  

ATPase, Ca++ transporting, type 2C, member 1 (Atp2c1) TGGAACCCTGACGAAGAATGA 

NM_131907 GCATGCAGGCCGTCTGA 
  

Endothelin 1 (ET-1) TGGAGGCCATCAGCAACAG 

NM_012548 AGTTCCGCTTTCAACTTTGCA 
  

Nitric  oxide  synthase  3,  endothelial  cell  (Nos3) TCTTTCGGAAGGCGTTTGAC 

NM_021838 CTCTAGGGATACCACATCGTATTCATC 
  

Renin (Ren) CTGCTCAGGCTGTTGATGGA 

NM_012642 CACCCTCTGGGAGAGAATGTG 
  

Troponin T type 2 (cardiac) (Tnnt2) CAGGAAGCGCATGGAGAAG 

NM_012676 TCGAAGTGAGCCTCGATCAGA 
  

Tropomyosin 1, alpha (Tpm1) GGCCAAGCACATTGCTGAA 

NM_019131 GCTTACGGGCCACCTCTTC 
  

Tropomyosin 2, beta (Tpm2) TAACCTGTCCCGGGTGCAT 

NM_001024345 GCGAGCGGTGAAGAGTAGGTA 
  

myosin, heavy chain 6, cardiac muscle, alpha (Myh6) ACAGAGTGCTTCGTGCCTGAT 

NM_017239 CAGTCACCGTCTTGCCGTTT 
  

myosin, heavy chain 7, cardiac muscle, beta (Myh7) CAGCCTACCTCATGGGACTGA 

NM_017240 TGACATACTCGTTGCCCACTTT 
  

Actin, beta ACCAGTTCGCCATGGATGAC 

ActB/ NM_031144 TGCCGGAGCCGTTGTC 
 

 

The relative quantification of gene expression in LVhKir2.1 injected SHR, sham SHR and WKY samples was 

determined by comparative C(t) method, using the normotensive WKY group as a calibrator to estimate 

the relative amount of mRNA in both SHR groups. The mRNA level of all samples was normalized against 

an endogenous control (β-actin). The fold-change for the SHR samples relative to WKY was calculated by 

2− ( ), where ( ) = ( ) − 

( )    ,and   ( ) ( ) −  ( ) . 



2.3. Ventricular wall measurements 

 
Thicknesses of the left and right ventricular wall were evaluated in WKY, sham SHR and LVhKir2.1 

injected SHR rats. Thicknesses were determined with a microscope (Olympus CX41) set at a total 

magnification of ×5. 

 
 
 
2.4. Statistical analysis 

 
Comparisons between groups for the same period and also comparisons within the same group, 

before and after the microinjections were performed. For the statistical analysis, 
 
Student’s t test for paired data and ANOVA for comparisons between inter-groups were used. All 

data were expressed as mean±SEM and passed the normality test. Significance was taken as 
 
P < 0.05. 
 
 
 
 
3. RESULTS 
 
3.1. Lentiviral effect on blood pressure and sympathetic output 

 
We recently demonstrated in radio-telemetered spontaneously hypertensive rats (SHR) that the 

overexpression of hKir2.1 in the PVN or RVLM of conscious unrestrained SHR, caused a marked 

and sustained decrease in blood pressure and sympathetic output as revealed indirectly by a 

decrease in the power density of the Low frequency (LF) band of systolic blood pressure (−22±6 

mmHg and -0.37±0.11 mmHg2ms-2 in PVN and -40±10 mmHg and -0.27±0.11 mmHg2ms-2 in 

RVLM) (Geraldes et al., 2014a; Geraldes et al, 2014b). At the same time, SHR SHAM group were 

showing increased values of blood pressure, consistent with their developmental trend. 

 
 
 
3.2. Changes in gene expression in the heart, common carotid artery and kidney induced by 
 
LV-hKir2.1 treatment 

 
The present study was designed to identify which genes known to be involved in end-organ 

damage. In hypertension are changed in expression by LV-hKir2.1 injection in either the PVN or 

RVLM in individual end-organs. 



 
Using RT-PCR, the expression profile of 16 genes was analyzed in the heart, common carotid 

artery and kidneys in LVhKir2.1 injected SHR, Sham SHR and sham WKY rats. The genes 

quantified for each target organ are shown in Table 2. The results are shown as below separately 

for each gene, tissue and microinjected area (Figure 1 to 3; Table 3, 4 and 5). A summary of 

mRNA expression changes in the 3 end-organs of LVhKir2.1 injected PVN and RVLM is presented 

in figure 4. 

 

Table 2 - Selected genes and samples analyzed 
 

Gene Target Organ Sample 
 

  
 

angiotensinogen (Agt) Kidney 
 

  
 

angiotensin II receptor, type 1a (AT1a) Kidney 
 

  
 

angiotensin II receptor, type 1b (AT1b) Kidney, Heart 
 

  
 

angiotensin II receptor, type 2 (AT2) Kidney 
 

  
 

ATPase, Ca++ transporting, type 2C, 
Kidney, Heart  

member 1 (Atp2c1)  

 
 

   

endothelin 1 (ET-1) Kidney, Heart, Carotid 
 

  
 

endothelin 2 (ET-2) Carotid 
 

  
 

endothelin receptor type A (Ednra) Carotid 
 

  
 

endothelin receptor type B (Ednrb) Carotid 
 

  
 

nitric oxide synthase 3, endothelial cell 
Kidney, Heart  

(Nos3)  

 
 

   

renin (Ren) Kidney 
 

  
 

troponin T type 2 (cardiac) (Tnnt2) Heart 
 

  
 

tropomyosin 1, alpha (Tpm1) Heart 
 

  
 

tropomyosin 2, beta (Tpm2) Heart 
 

  
 

myosin, heavy chain 6, cardiac muscle, 
Heart  

alpha (Myh6)  

 
 

   

myosin, heavy chain 7, cardiac muscle, 
Heart  

beta (Myh7)  

 
 

   



actin, beta (Actb) Kidney, Heart, Carotid 
  

 

 
3.2.1. Changes in mRNA expression in the heart 

 
mRNA expression in PVN LVhKir2.1 injected SHR was similar to WKY rats. In the RVLM LVhKir2.1 

injected SHR among the 9 genes studied only 1 was down-regulated – myosin 7 - compared with 

WKY group (Figure 1, table 3). 

 
Comparing the mRNA expression in LVhKir2.1 injected SHR with the SHR sham: AT1, ATP2C1 and 

Tnnt2 were down-regulated in LVhKir2.1 injected PVN SHR and in LVhKir2.1 injected RVLM SHR. 

Also, Tpm2 was down-regulated in LVhKir2.1 injected RVLM SHRs (table 3). 

 
 
 
 

Table 3 - mRNAs Expression in the heart of SHR after the treatment with LV-hKir2.1 in the PVN and in 
 

the RVLM relative to WKY group or to SHR SHAM group. *p<0.05; **p<0.01. 
 

PVN SHR Fold change Fold change RVLM SHR Fold change Fold change 

Genes relative to WKY relative to SHAM Genes relative to WKY relative to SHAM 
      

AT1 1,36 0,26* AT1 1,38 0,26* 
      

Atp2C1 0,74 0,38** Atp2C1 0,78 0,40** 
      

ET-1 1,25 2,05 ET-1 1,65 2,35 
      

Myh6 0,62 0,85 Myh6 0,49 0,68 
      

Myh7 0,43 0,76 Myh7 0,28* 0,72 
      

NOS3 0,57 1,19 NOS3 0,98 2,05 
      

Tnnt2 0,70 0,36* Tnnt2 0,76 0,50* 
      

Tpm1 0,78 0,43 Tpm1 0,77 0,42 
      

Tpm2 1,34 0,99 Tpm2 1,08 0,34* 
      



 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Figure 1 – mRNA expression in the heart of LVhKir2.1 injected PVN and RVLM SHR and SHR SHAM 
 

relative to WKY rats. AT1, angiotensin II receptor type 1; Atp2C1, ATPase, Ca++ transporting, type 2C, 

member 1; ET-1, endothelin 1; Myh6, Myosin 6; Myh7, Myosin 7; Nos3, Nitric oxide synthase 3, 

endothelial cell; Tnnt2, Troponin T type 2; Tpm1, Tropomyosin 1, alpha; Tpm2, Tropomyosin 2, beta. 

*p<0.05 compared to WKY rats and #p<0.05; ##p<0.01 compared to SHAM rats. 

 
 
 

3.2.2. Expression changes in the kidney 

 
Comparing the mRNA expression in LVhKir2.1 injected SHR (PVN and RVLM) with WKY rats 2 of 

8 genes were up-regulated – endothelin 1 and AT2, respectively (Figure 2, table 4). 

 
Comparing the mRNA expression in LVhKir2.1 injected SHR with sham SHR rats: 3 genes were 

up-regulated – Angiotensinogen, AT2 and ET-1 in LVhKir2.1 injected PVN SHR and in LVhKir2.1 

injected RVLM SHR, respectively (table 4). 

 
 

Table 4 - mRNAs Expression in the kidney of SHR after the treatment with LV-hKir2.1 in the PVN and in 
 

the RVLM, relative to WKY group or to SHR SHAM group. *p<0.05; **p<0.01; ***p<0.001 
 

PVN SHR Fold change Fold change RVLM SHR Fold change Fold change 

Genes relative to WKY relative to SHAM Genes relative to WKY relative to SHAM 
      

Agt 1,09 1,91** Agt 1,51 2,67** 
      

AT1a 1,10 0,80 AT1a 1,16 0,85 
      



AT1b 0,85 0,59 AT1b 1,60 1,10 
      

AT2 2,20* 11,10* AT2 8,34* 42,10*** 
      

Atp2C1 1,20 1,55 Atp2C1 1,01 1,31 
      

ET-1 3,06*** 8,47*** ET-1 5,30*** 14,69*** 
      

NOS3 0,62 0,50 NOS3 0,83 0,66 
      

Ren 1,21 0,71 Ren 1,52 0,89 
      
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

 
Figure 2 – mRNA expression in the kidney of LVhKir2.1 injected PVN and RVLM SHR and SHR SHAM 

 
relative to WKY rats. Agt, Angiotensinogen; AT1a, angiotensin II receptor type 1a; AT1b, angiotensin II receptor 

type 1b; AT2, angiotensin II receptor type 2; Atp2C1, ATPase, Ca++ transporting, type 2C, member 1; ET-1, 

endothelin 1; Nos3, Nitric oxide synthase 3, endothelial cell; Ren, Renin. *p<0.05; **p<0.01; ***p<0.001 

compared to WKY rats and #p<0.05; ##p<0.01; ###p<0.001 compared to SHAM rats. 

 

 

3.2.3. Expression changes in the common carotid artery 

 
In LVhKir2.1 injected PVN SHR, among the 4 genes studied one was up-regulated - endothelin 

receptor type A (Ednra) – compared with WKY rats (Figure 3, Table 5). Comparing the mRNA 

expression in LVhKir2.1 injected PVN SHR with sham SHR rats, 1 gene was up-regulated - 

endothelin-2 (ET-2) (Figure 3, table 5). 



 
In LVhKir2.1 injected RVLM SHR, 1 gene was up-regulated – endothelin receptor type A (Ednra) 

- compared with WKY rats (table 5). Compared to the sham SHR group there was an up-

regulation of ET-2 in RVLM LVhKir2.1 injected SHR (table 5). 

 
 

 
Table 5 - mRNAs Expression in the common carotid artery of SHR after the treatment with LV-hKir2.1 in 

the PVN and in the RVLM relative to the WKY group or to SHR SHAM group. *p<0.05 
 

PVN SHR Fold change Fold change RVLM SHR Fold change Fold change 

Genes relative to WKY relative to SHAM Genes relative to WKY relative to SHAM 
      

ET-1 1,54 1,09 ET-1 1,38 0,97 
      

ET-2 3,29 4,76* ET-2 2,06 2,99* 
      

Ednra 1,70* 2,55 Ednra 1,49* 1,75 
      

Ednrb 2,26 2,94 Ednrb 1,75 2,27 
      
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Figure 3 – mRNA expression in the common carotid artery of LVhKir2.1 injected PVN and RVLM SHR 
 

and SHR SHAM relative to WKY rats. ET-1, endothelin 1; ET-2, endothelin 2; Ednra, endothelin receptor 
 

type A; Ednrb, endothelin receptor type B. *p<0.05;***p<0.001. 
 
 

 

3.3 Effects of the LV-hkir2.1 microinjection on ventricular (LV) wall thickness in SHR 



 
Sham SHR animals had significantly elevated heart weight compared to WKY rats, with an 

increase of 11±3%. Also, the left ventricle thickness/right ventricle thickness ratio was increased 

significantly by 181±8% in sham SHRs compared with WKY rats (p<0.05). These data indicate, as 

expected, hypertrophy in SHRs. 

 
The LVhKir2.1 injected SHR showed a reduction of heart weight (12±3%) compared with sham 

SHR rats. The left ventricle thickness/right ventricle thickness ratio was also decreased by 51±6% 

in LVhKir2.1 injected SHRs compared with sham SHR rats (p<0.05). 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

 
Figure 4 – Summary of mRNA expression changes in the common carotid artery, heart and kidney of 

LVhKir2.1 injected PVN and LVhKir2.1 injected RVLM compared to SHR SHAM. 
 
4. DISCUSSION 

 
We previously showed that a decrease in neuronal excitability within PVN and RVLM of SHR 

caused a chronically sustained decrease in blood pressure and sympathetic output (Duale et al., 

2005a, Duale et al., 2005b, Geraldes et al., 2013). In order to determine if the decrease in central 

neuronal excitability induced by the chronic overexpression of hKir2.1 channels in the PVN and 

RVLM reversed pathological remodeling in target organs, we evaluated gene 



 
expression changes in the heart, common carotid artery and kidneys, some of the major end-

organs associated with arterial hypertension (HTA). 

 
Our main finding of the present study was that treatment of LV-hKir2.1 in the PVN and RVLM of 

SHR can promote a remodeling process in target organs, as shown by the different regulation of 

gene expression in cardiac, common carotid artery and renal tissues. 

 
a) Heart and common carotid artery 

 
Cardiac hypertrophy is one of the major hypertension-induced pathological consequences. 

Taking in to account the 9 genes evaluated in the present study, only 1 was different from WKY 

rats, namely the myosin heavy chain β (β-MHC or Myh7) was downregulated in LVhKir2.1 

injected RVLM SHR. β-MHC 7 is involved in the regulation of contractility or hypertrophy. In 

normal cardiac tissue the myosin heavy chain α (α-MHC; v1 cardiac myosin) is expressed 

predominantly, but in models of cardiac hypertrophy, the β-MHC has a higher expression than 

the α-MHC (Mercadier et al., 1981). 

 
Compagno showed that the β-MHC was markedly expressed in the ventricle of 15-week old SHR 

vs WKY (Compagno et al., 2001). Another study showed that after angiotensin II type 1 (AT1) 

receptor antagonist treatment, SHR showed BP decrease and downregulation of myosin heavy 

chain isoforms in smooth muscle cells of the aortic tunica media, that is similar to what 

happened to the Myh7 gene in the heart of LVhKir2.1 rats in the present study (Fujii et al., 1999). 

 

There was no significant difference in the expression of AT1 receptor, ATPase Ca2+( ATP2C1), 

Endothelin-1, Myosin 6, Nitric oxide synthase 3, Troponin T2 (Tpm2), Tropomyosin 1 (α) and 

Tropomyosin 2 (β) in the heart following LVhKir2.1 injections in PVN and RVLM between SHR 

and WKY rats. Previous studies showed differences in the expression of these genes in SHR vs 

WKY rats indicating remodeling processes in the heart of LVhKir2.1 injected SHR. In fact, the AT1 

receptor is up-regulated and there is evidence indicating a decrease in ATPase Ca2+ expression 

is prominent in hypertrophy and in heart failure, however it was shown that the expression of 

SR ATPase Ca2+ was not down-regulated in the heart of 11 week old SHR (Ohta et al., 1995). In 

addition, consistent with our findings in SHAM animals, other studies showed that troponin is 

up-regulated and NO synthase is downregulated in the heart of SHR in comparison with the WKY 

rats (Bauersachs et al., 1998; Piech et al., 2003). LVhKir2.1 microinjection in PVN or RVLM 

promoted a significant troponin down-regulation when compared to SHAM SHR. 

 
In the heart of LVhKir2.1 injected PVN or RVLM we also observed a down-regulation of AT1 

receptors and ATP2C1 when compared to the SHR SHAM group. The RVLM group has also 



 
showed down-regulation of Tpm2. Thus, it seems that there is a remodeling process in the 

hypertrophied heart of this animal model, since there is a continued improvement in gene 

expression in the heart of these animals, approaching normal levels after LVhKir2.1 treatment 

in PVN or RVLM. Moreover we show that these changes were correlated with left ventricular 

wall thickness, since the chronic treatment with LV-hKir2.1 in SHR induced regression of this 

tissue. 

 
In the common carotid artery there was an up-regulation of endothelin-2 (ET-2), endothelin 

receptor type A (Ednra) and type B (Ednrb) in LVhKir2.1 injected PVN and RVLM SHR in 

comparison to WKY rats. When compared to the sham group, the LVhKir2.1 injected PVN and 

RVLM SHR showed an up-regulation of ET-2. Interestingly, not all hypertensive conditions have 

elevated endothelin levels. It is well established that endothelin-1 (ET-1) gene expression in 

blood vessels, such aorta and mesenteric arteries of adult SHR are normal or reduced compared 

to normotensive WKY rats (Schiffrin EL, 1995; Larivière R, 1995). This is in agreement with our 

results, since ET-1 gene expression in the common carotid artery in all SHR was similar to WKY 

rats. 

 
Although ET-2 is pharmacologically indistinguishable from ET-1, we found an increase in ET-2 

gene expression in LVhKir2.1 injected SHR and ET-2 expression did not differ significantly 

between WKY and sham SHR. In a transgenic rat overexpressing ET-2 there is evidence that ET-

2 had no effect on the hypertensive condition (Paul M, 1994; Hocher B, 1996). Therefore, given 

the lack of knowledge about the biological function of endogenous ET-2, particularly in SHR 

model, it is difficult to speculate on the functional consequences of the increased ET-2 

expression levels found in common carotid artery of the SHR. 

 
The biological effects of endothelins are mediated by two receptors named Ednra and Ednrb 

receptors. In the vasculature, Ednra receptor mediates vasoconstriction (Haynes & Webb, 1993; 

Janakidevi et al., 1992) while the Ednrb receptors mediate vasodilatation through the release of 

nitric oxide and/or prostacyclin (Hirata et al., 1993; Filep et al., 1991; Schneider et al., 2007). 

Therefore, in our study, the increased expression of Ednrb receptors may improve blood flow 

through their known vasodilator function. 

 
b) Kidney 

 
In the kidneys of PVN and RVLM LVhKir2.1 injected SHR 2 of 8 genes studied were up-regulated 

(ET-1 and AT2) when compared to WKY rats. ET-1 is a potent vasoconstrictor but the role of ET-

1 in SHR remains unclear. Hughes et al found that SHR and aged-matched WKY rats had no 

difference in renal ET-1 levels until arterial hypertension (AHT) appeared. After the 



 
development of AHT the SHR had a significantly reduced ET-1 in the urine and in the outer and 

inner medulla of the kidney (Hughes et al., 1992; Largo et al., 1997). Hence, the up-regulation 

of ET-1 found in the kidneys of LVhKir2.1 injected SHR relative to normotensive rats (WKY) and 

to Sham SHR may not necessarily participate in the progression of AHT in this animal model. 

 
Wu and colleagues observed in kidneys of SHR an up-regulation in Ang II receptor AT-1 in 

comparison to WKY rats. Our data show that the LV-treatment in SHR can reverses the mRNA 

levels of AT-1 in the kidneys, since these are similar to the mRNA AT-1 levels found in WKY rats. 

This would be predicted to limit the vasoconstrictive effect of Ang II. Our results also showed an 

up-regulation in AT-2 receptor in the LVhKir2.1 injected SHR, thus contradicting the biological 

effects of AT1 receptor activation, promoting vasodilation (Oparil et al., 2003). Cosentino et al. 

showed that long-term treatment with the AT1R antagonist, losartan, in SHR promotes an 

increase in AT2R mRNA in thoracic aortas, supporting our finding about the beneficial up-

regulation of AT2R mRNA in the kidney of LVhKir2.1 injected SHR (Cosentino et al., 2005). 

 
According to several studies, there is an increase in renin mRNA expression in the kidneys of SHR 

(Antonaccio et al., 1984; Samani et al., 1989; Nakamura & Johns, 1995). Since renin release is 

regulated by the renal sympathetic nerves in the kidney we suggest that the decrease in 

sympathetic activity promoted by the LV-treatment is responsible, at least in part, for the 

decrease in renin expression found in the kidneys of LVhKir2.1 injected SHR (Skøtt & Jensen, 

1993). 

 
There is a positive correlation between the angiotensinogen levels and the blood pressure found 

in rats and in humans (Dzau VJ, 1989, El-Dahr SS, 1991, Page WV, 1992, Nakamura A, 1994; Bruna 

RD, 1993). The angiotensinogen-deficient mice do not produce angiotensinogen and are 

hypotensive reflecting the importance of angiotensinogen in the maintenance of BP and in the 

development of AHT (Pratt et al., 1989; Tanimoto et al., 1994). 

 
However, the kidneys of SHR contain lower levels of angiotensinogen mRNA compared with the 

WKY rats (Pratt et al., 1989). There is also evidence that low levels of renal sympathetic activity 

may increase angiotensinogen gene expression (Nakamura & Johns, 1994). In our study, the LV-

treatment increased the angiotensinogen mRNA in the kidneys of LVhKir2.1 injected PVN and 

RVLM SHR compared to sham SHR and to similar levels found in WKY rats an effect that may be 

related to the decreased sympathetic activity. 

 
We propose that a decrease of both blood pressure and sympathetic output contribute to the 

process of end-organ remodeling in the hypertensive state. The beneficial effect of 



 
sympathetic downregulation and/or blood pressure decrease on cardiac structure and renal 

function is well established (Amann K, 2011; Weinberg E, 1997; Bautista R, 2001; Li Y, 2010). 

However, studies using a peripheral vasodilator that only lowers blood pressure are needed to 

understand if our hypothesis is correct. 

 
In conclusion, central manipulation of sympathoexcitatory regions in the brain that promote a 

decrease in the blood pressure and sympathetic activity can affected mRNA expression in 

catdiovascular target organs, mainly through the up-regulation of angiotensinogen and AT-2 

genes in the kidney and down-regulation of AT-1 in the heart. Our data reveal the organs and 

genes that could be specifically targeted to offset the pathological consequences of 

hypertension. 

 
 
 
References 
 
 
 
Antonaccio MJ, Harris D & Goldenberg H (1984). Differences in kidney renin content between 

 
normotensive and spontaneously hypertensive rats: effect of captopril treatment. Eur J 

 
Pharmacol 103, 157-159. 
 
 
 
Bauersachs J, Bouloumié A, Mülsch A, Wiemer G, Fleming I & Busse R (1998). Vasodilator 

 
dysfunction in aged spontaneously hypertensive rats: changes in NO synthase III and soluble 

 
guanylyl cyclase expression, and in superoxide anion production. Cardiovasc Res 37, 772-779. 
 
 
 
Childs  TJ,  Adams  MA,  Mak  AS.  Regression  of  cardiac  hypertrophy  in  spontaneously 

 
hypertensive rats by enalapril and the expression of contractile proteins. Hypertension. 1990 

 
Dec;16(6):662-8. 
 
 
 
Clark MA, Diz DI & Tallant EA (2001). Angiotensin-(1-7) downregulates the angiotensin II type 1 

 
receptor in vascular smooth muscle cells. Hypertension 37, 1141-1146. 



 
Crabos M, Yamakado T, Heizmann CW, Cerletti N, Bühler FR, Erne P. The calcium binding protein 

tropomyosin in human platelets and cardiac tissue: elevation in hypertensive cardiac 

hypertrophy. 

 
 
Compagno V, Di Liegro I, Cestelli A & Donatelli M (2001). Expression of thyroid hormone receptor 

isoforms in the hypertrophic heart of spontaneously hypertensive rats. Int J Mol Med 7, 197-

199. 

 
 
Corvol P, Jeunemaitre X. Molecular genetics of human hypertension: role of angiotensinogen. 

Endocr Rev. 1997 Oct;18(5):662-77. 

 
 
Cosentino F, Savoia C, De Paolis P, Francia P, Russo A, Maffei A, Venturelli V, Schiavoni M, Lembo 

G & Volpe M (2005). Angiotensin II type 2 receptors contribute to vascular responses in 

spontaneously hypertensive rats treated with angiotensin II type 1 receptor antagonists. Am J 

Hypertens 18, 493-499. 

 
 
Dickhout JG & Lee RM (1998). Blood pressure and heart rate development in young 

spontaneously hypertensive rats. Am J Physiol 274, H794-800. 

 
 
el-Dahr SS, Gomez RA, Gray MS, Peach MJ, Carey RM & Chevalier RL (1991). Renal nerves 

modulate renin gene expression in the developing rat kidney with ureteral obstruction. J Clin 

Invest 87, 800-810. 

 
 
Fernández AP, Serrano J, Castro S, Salazar FJ, López JC, Rodrigo J & Nava E (2003). Distribution 

of nitric oxide synthases and nitrotyrosine in the kidney of spontaneously hypertensive rats. J 

Hypertens 21, 2375-2388. 



 
Fisher JP & Fadel PJ (2010). Therapeutic strategies for targeting excessive central sympathetic 

activation in human hypertension. Exp Physiol 95, 572-580. 

 
 
Fortuno MA, Ravassa S, Fortuno A, Zalba G, Díez J. Cardiomyocyte apoptotic cell death in arterial 

hypertension: mechanisms and potential management. Hypertension 2001;38:1406— 12. Eur J 

Clin Invest. 1991 Oct;21(5):472-8. 

 
 
Fujii K, Umemoto S, Fujii A, Yonezawa T, Sakumura T & Matsuzaki M (1999). Angiotensin II type 

1 receptor antagonist downregulates nonmuscle myosin heavy chains in spontaneously 

hypertensive rat aorta. Hypertension 33, 975-980. 

 
 
Giardina JB, Green GM, Rinewalt AN, Granger JP, Khalil RA. Role of endothelin B receptors in 

enhancing endothelium-dependent nitric oxide-mediated vascular relaxation during high salt 

diet. Hypertension. 2001;37:516–23 

 
 
Grunfeld B, Gimenez M, Romo M, Rabinovich L, Simsolo RB. Calcium-ATPase and insulin in 

adolescent offspring of essential hypertensive parents. Hypertension. 1995 Dec;26(6 Pt 2):1070-

3. 

 
 
Paxinos G & Watson C (1986). The rat brain: in stereotaxic coordinates / George Paxinos, Charles 

Watson. Academic Press, London. 

 
 
Geraldes V, Goncalves-Rosa N, Liu B, Paton JF & Rocha I (2014). Chronic depression of 

hypothalamic paraventricular neuronal activity produces sustained hypotension in hypertensive 

rats. Exp Physiol. 2014 Jan;99(1):89-100. 



 
Gorza L, Pauletto P, Pessina AC, Sartore S, Schiaffino S: Isomyosin distribution in normal and 

hypertensive rat ventricular myocardium: An immunohistochemical study. Ore Res 

1981;49:1003-1009 

 
 
Hughes AK, Cline RC & Kohan DE (1992). Alterations in renal endothelin-1 production in the 

spontaneously hypertensive rat. Hypertension 20, 666-673. 

 
 
Ingelfinger JR, Pratt RE, Ellison K & Dzau VJ (1986). Sodium regulation of angiotensinogen mRNA 

expression in rat kidney cortex and medulla. J Clin Invest 78, 1311-1315. 

 
 
Ingelfinger JR, Zuo WM, Fon EA, Ellison KE & Dzau VJ (1990). In situ hybridization evidence for 

angiotensinogen messenger RNA in the rat proximal tubule. An hypothesis for the intrarenal 

renin angiotensin system. J Clin Invest 85, 417-423. 

 
 
Izumo S, Nadal-Ginard B, Mahdavi V: Protooncogene induc- tion and reprogramming of cardiac 

gene expression produced by pressure overload. Proc Nad Acad Sci USA 1988;85: 339-343 

 
 
Johns EJ (1989). Role of angiotensin II and the sympathetic nervous system in the control of renal 

function. J Hypertens 7, 695-701. 

 
 
Kasparov S & Teschemacher AG (2008). Altered central catecholaminergic transmission and 

cardiovascular disease. Exp Physiol 93, 725-740. 

 
 
Largo R, Gómez-Garre D, Liu XH, Alonso J, Blanco J, Plaza JJ & Egido J (1997). Endothelin-1 

upregulation in the kidney of uninephrectomized spontaneously hypertensive rats and its 

modification by the angiotensin-converting enzyme inhibitor quinapril. Hypertension 29, 1178-

1185. 

 

Lau K, Eby B. The role of calcium in genetic hypertension. Hypertension. 1985;7:657-667. 



 
Laurent S & Boutouyrie P (2007). Arterial stiffness: a new surrogate end point for cardiovascular 

disease? J Nephrol 20 Suppl 12, S45-50. 

 
 
Larivière R, Sventek P, Schiffrin EL (1995). Expression of endothelin-1 gene in blood vessels of 

adult spontaneously hypertensive rats. Life Sci.;56(22):1889-96. 

 
 
M Malik JB, AJ Camm, RE Kleiger (1996). Heart rate variability. Standards of measurement, 

physiological interpretation, and clinical use. Task Force of the European Society of Cardiology 

and the North American Society of Pacing and Electrophysiology. Eur Heart J 17, 354-381. 

 
 
Mancia G, Fagard R, Narkiewicz K, Redón J, Zanchetti A, Böhm M, Christiaens T, Cifkova R, De 

Backer G, Dominiczak A, Galderisi M, Grobbee DE, Jaarsma T, Kirchhof P, Kjeldsen SE, Laurent S, 

Manolis AJ, Nilsson PM, Ruilope LM, Schmieder RE, Sirnes PA, Sleight P, Viigimaa M, Waeber B, 

Zannad F & Members TF (2013). 2013 ESH/ESC Guidelines for the management of arterial 

hypertension: the Task Force for the management of arterial hypertension of the European 

Society of Hypertension (ESH) and of the European Society of Cardiology (ESC). J Hypertens 31, 

1281-1357. 

 
 
Mancia G, Grassi G, Giannattasio C & Seravalle G (1999). Sympathetic activation in the 

pathogenesis of hypertension and progression of organ damage. Hypertension 34, 724-728. 

 
 
Mancia G, Laurent S, Agabiti-Rosei E, Ambrosioni E, Burnier M, Caulfield MJ, Cifkova R, Clément 

D, Coca A, Dominiczak A, Erdine S, Fagard R, Farsang C, Grassi G, Haller H, Heagerty A, Kjeldsen 

SE, Kiowski W, Mallion JM, Manolis A, Narkiewicz K, Nilsson P, Olsen MH, Rahn KH, Redon J, 

Rodicio J, Ruilope L, Schmieder RE, Struijker-Boudier HA, van Zwieten PA, Viigimaa M, Zanchetti 

A & Hypertension ESo (2009). Reappraisal of European guidelines on hypertension 

management: a European Society of Hypertension Task Force document. J Hypertens 27, 2121-

2158. 



 
Marques-Neves C, Martins-Baptista A, Boto JP, Delgado E, Silva-Carvalho L & Rocha I (2004). 

Intraocular pressure variability in the anesthetized rat: a spectral analysis. Eur J Ophthalmol 14, 

381-386. 

 
 
Mazzuca MQ, Khalil RA (2012). Vascular endothelin receptor type B: structure, function and 

dysregulation in vascular disease. Biochem Pharmacol 84: 147–162. 

 
 
McCarron DA. Calcium metabolism and hypertension. Kidney Int. 1989;35:717-736. 
 
 
 
Mercadier JJ, Lompré AM, Wisnewsky C, Samuel JL, Bercovici J, Swynghedauw B & Schwartz K 

(1981). Myosin isoenzyme changes in several models of rat cardiac hypertrophy. Circ Res 49, 

525-532. 

 
 
Misumi J, Gardes J, Gonzales M-F, Corvol P, Ménard J 1989 Angiotensinogen’s role in angiotensin 

formation, renin release, and renal hemodynamics in isolated perfused kidney. Am J Physiol 

256:F719–F727. 

 
 
Morise T, Horita M, Kitagawa I, Shinzato R, Hoshiba Y, Masuya H, Suzuki M & Takekoshi N (2000). 

The potent role of increased sympathetic tone in pathogenesis of essential hypertension with 

neurovascular compression. J Hum Hypertens 14, 807-811. 

 
 
Nakamura A & Johns EJ (1994). Effect of renal nerves on expression of renin and 

angiotensinogen genes in rat kidneys. Am J Physiol 266, E230-241. 

 
 
Nakamura A & Johns EJ (1995). Renal nerves, renin, and angiotensinogen gene expression in 

spontaneously hypertensive rats. Hypertension 25, 581-586. 



 
Ohta K, Kim S, Hamaguchi A, Miura K, Yukimura T & Iwao H (1995). Expression of sarcoplasmic 

reticulum Ca2+ -ATPase mRNA in the hypertrophied heart of young spontaneously hypertensive 

rats. Clin Exp Pharmacol Physiol Suppl 22, S228-229. 

 
 
Page WV, Perlman S, Smith FG, Segar JL & Robillard JE (1992). Renal nerves modulate kidney 

renin gene expression during the transition from fetal to newborn life. Am J Physiol 262, R459-

463. 

 
 
Piech A, Dessy C, Havaux X, Feron O & Balligand JL (2003). Differential regulation of nitric oxide 

synthases and their allosteric regulators in heart and vessels of hypertensive rats. Cardiovasc 

Res 57, 456-467. 

 
 
Pratt RE, Zou WM, Naftilan AJ, Ingelfinger JR & Dzau VJ (1989). Altered sodium regulation of 

renal angiotensinogen mRNA in the spontaneously hypertensive rat. Am J Physiol 256, F469-474. 

 
 
Rahn KH, Barenbrock M & Hausberg M (1999). The sympathetic nervous system in the 

pathogenesis of hypertension. J Hypertens Suppl 17, S11-14. 

 
 
Resink TJ, Tkachuk VA, Erne P, Buhler FR. Platelet membrane calmodulin-stimulated calcium-

adenosine triphosphatase: altered activity in essential hypertension. Hypertension. 1986;8:159-

166. 

 
 
Samani NJ, Swales JD & Brammar WJ (1989). A widespread abnormality of renin gene expression 

in the spontaneously hypertensive rat: modulation in some tissues with the development of 

hypertension. Clin Sci (Lond) 77, 629-636. 



 
Sato Y, Yamada T, Taniguchi R, Nagai K, Makiyama T, Okada H, Kataoka K, Ito H, Matsumori A, 

Sasayama S, Takatsu Y. Persistently increased serum concentrations of cardiac troponin T in 

patients with idiopathic dilated cardiomyopathy are predictive of adverse outcomes. Circulation 

2001;103:369—74. 

 
 
Sato Y, Nishi K, Taniguchi R, Miyamoto T, Fukuhara R, Yamane K, Saijyo S, Tanada Y, Yamamoto 

E, Goto T, Takahashi N, Fujiwara H, Takatsu Y. In patients with heart failure and non-ischemic 

heart disease, cardiac troponin T is a reliable predictor of longterm echocardiographic changes 

and adverse cardiac events. J Cardiol 2009;54:221—30. 

 

Schmieder RE (2010). End organ damage in hypertension. Dtsch Arztebl Int 107, 866-873. 
 
 
 
Shan ZZ, Dai SM, Fang F & Su DF (2004). Changes of central norepinephrine, beta-endorphin, 

LEU-enkephalin, peripheral arginine-vasopressin, and angiotensin II levels in acute and chronic 

phases of sino-aortic denervation in rats. J Cardiovasc Pharmacol 43, 234-241. 

 
 
Strazzullo P, Nunziata V, Cirillo M, Giannattasio R, Ferrara LA, Mattioli PL, Mancini M. 

Abnormalities of calcium metabolism in essential hypertension. Clin Sci. 1983;65:137-141. 

 
 
Skøtt O & Jensen BL (1993). Cellular and intrarenal control of renin secretion. Clin Sci (Lond) 84, 

1-10. 

 
 
Tan ZY, Lu Y, Whiteis CA, Simms AE, Paton JF, Chapleau MW & Abboud FM (2010). 

Chemoreceptor hypersensitivity, sympathetic excitation, and overexpression of ASIC and TASK 

channels before the onset of hypertension in SHR. Circ Res 106, 536-545. 

 
 
Tanimoto K, Sugiyama F, Goto Y, Ishida J, Takimoto E, Yagami K, Fukamizu A & Murakami K 

(1994). Angiotensinogen-deficient mice with hypotension. J Biol Chem 269, 31334-31337. 



 
Tavares C, Carneiro, R.M., Laranjo, S., Rocha, I. (2011). Computational tools for assessing 

cardiovascular variability. In Bioengineering (ENBENG), Portugal. 

 
 
Tirapelli CR, Casolari DA, Yogi A, Montezano AC, Tostes RC, Legros E, et al. Functional 

characterization and expression of endothelin receptors in rat carotid artery: involvement of 

nitric oxide, a vasodilator prostanoid and the opening of K+ channels in ETB-induced relaxation. 

Br J Pharmacol. 2005;146:903–12. 

 
 
Uçar H, Gür M, Kivrak A, Koyunsever NY, Seker T, Akilli RE, Türkoğlu C, Kaypakli O, Sahin DY, 

Elbasan Z, Tanboğa Hİ, Cayli M. High-sensitivity cardiac troponin T levels in newly diagnosed 

hypertensive patients with different left ventricle geometry. Blood Press. 2014 Aug;23(4):240-7. 

 
 
Vaziri ND, Ni Z & Oveisi F (1998). Upregulation of renal and vascular nitric oxide synthase in 

young spontaneously hypertensive rats. Hypertension 31, 1248-1254. 

 
 
Vincenzi F, Morris C, Kinsel L, McCarron D. Decreased calcium pump adenosine triphosphatase 

in red blood cells of hypertensive subjects. Hypertension. 1986;8:1058-1066 

 
 
Wu JN, Edwards D & Berecek KH (1994). Changes in renal angiotensin II receptors in 

spontaneously hypertensive rats by early treatment with the angiotensin-converting enzyme 

inhibitor captopril. Hypertension 23, 819-822. 

 

ADD: 
 
 
 
Cecelja M, Chowienczyk P (2012). Role of arterial stiffness in cardiovascular disease. JRSM 

Cardiovasc Dis.;1(4). 

 
Quinn U, Tomlinson LA, Cockcroft JR (2012). Arterial stiffness. JRSM Cardiovasc Dis. 2012 Sep 

30;1(6). 



 
Schiffrin E. L., Sventek, P. Li J. S., Turgeon A., Reudelhuber T. Antihypertensive effect of an 

endothelin receptor antagonist in DOCA-salt spontaneously hypertensive rats. Br J Pharmacol. 

1995 Aug; 115(8): 1377–1381. 

 
Paul M, Wagner J, Hoffmann S, Urata H, Ganten D. Transgenic rats: new experimental models 

for the study of candidate genes in hypertension research. Annu Rev Physiol. 1994;56:811-829. 

 
Hocher B, Liefeldt L, Thöne-Reineke C, Orzechowski HD, Distler A, Bauer C, Paul M. 

Characterization of the renal phenotype of transgenic rats expressing the human endothelin-2 

gene. Hypertension. 1996 Aug;28(2):196-201. 

 
Schneider MP, Boesen EI, Pollock DM. Contrasting actions of endothelin ET(A) and ET(B) 

receptors in cardiovascular disease. Annu Rev Pharmacol Toxicol. 2007;47:731–759 

 
FILEP, J.G., BATISTINI, B., COTE, Y.P., BEAUDOIN, A.R. & SIROIS, P. (1991). Endothelin-1-induced 

prostacyclin release from bovine aortic endothelial cells. Biochem. Biophys. Res. Commun., 177, 

171 ± 176. 

 
Hirata Y, Emori T, Eguchi S, Kanno K, Imai T, Ohta K, Marumo F. Endothelin receptor subtype B 

mediates synthesis of nitric oxide by cultured bovine endothelial cells. Journal of Clinical 

Investigation. 1993;91:1367–1373. 

 
Haynes WG, Webb DJ. Endothelium-dependent modulation of responses to endothelin-I in 

human veins. Clinical Science (London) 1993;84:427–433 

 
Janakidevi K, Fisher MA, Del Vecchio PJ, Tiruppathi C, Figge J, et al. (1992) Endothelin-1 

stimulates DNA synthesis and proliferation of pulmonary artery smooth muscle cells. Am J 

Physiol. 263: C1295–301. 

 
Amann K, Odoni G, Benz K, Campean V, Jacobi J, Hilgers KF, Hartner A, Veelken R, Orth SR 

(2011). Sympathetic blockade prevents the decrease in cardiac VEGF expression and capillary 

supply in experimental renal failure. Am J Physiol Renal Physiol. 2011 Jan;300(1):F105-12. 

 
 
Weinberg EO, Lee MA, Weigner M, Lindpaintner K, Bishop SP, Benedict CR, Ho KK, 

Douglas PS, Chafizadeh E, Lorell BH (1997). Angiotensin AT1 receptor inhibition. Effects on 

hypertrophic remodeling and ACE expression in rats with pressure-overload hypertrophy due 

to ascending aortic stenosis. Circulation. 1997 Mar 18;95(6):1592-600. 

 
 
Li Y, Saito Y, Kuwahara K, Rong X, Kishimoto I, Harada M, Horiuchi M, Murray M, Nakao K 

(2010). Vasodilator therapy with hydralazine induces angiotensin AT receptor-mediated 

cardiomyocyte growth in mice lacking guanylyl cyclase-A. Br J Pharmacol;159(5):1133-42. 



 
Bautista R, Sánchez A, Hernández J, Oyekan A, Escalante B (2001).Angiotensin II type 

AT(2) receptor mRNA expression and renal vasodilatation are increased in renal failure. 

Hypertension;38(3 Pt 2):669-73. 

 


