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The contribution of the sympathetic nervous system to car-
diovascular regulation is mostly exerted through the func-
tion of presynaptic α2-adrenergic receptors (α2-ARs) located 
in various areas of the central nervous system. Three α2-AR 
subtypes have been cloned and characterized1: The α2A-, 
α2B- and α2C-AR. Earlier studies have shown that pharma-
cologic α2-AR agonists, such as clonidine, suppress the sym-
pathetic nervous system and lower the blood pressure (BP),2 
whereas antagonists, such as yohimbine, have the opposite 
effect. However, pharmacologic probes have varying degrees 
of selectivity for various subtypes and cannot differentiate 
subtype-specific functions. The development of genetically 
engineered mice with deleted gene to each subtype permitted 
a better definition of each subtype’s functions, including their 
role in BP regulation, as well as other functions, ranging from 
analgesia and sedation to behavioral aspects (motion, cogni-
tion, affect) and metabolic functions (thermoregulation, insu-
lin  sensitivity, lipolysis).3–13 Regarding BP regulation, studies 

by other investigators,9–13 as well as our own studies using 
either α2-AR subtype gene knockout mice14–16 or gene treat-
ment with an antisense-DNA sequence targeting a specific 
subtype’s gene in rats,17–19 led us to conclude that the α2A-AR 
has a sympathoinhibitory function and is the predominant 
presynaptic α2-AR subtype in the central nervous system. On 
the other hand, the α2B-AR has a sympathoexcitatory action 
and its activation (e.g., by the sodium ion) leads to a hyper-
adrenergic hypertensive state. Indeed, animals with deleted or 
inactivated α2A-AR gene tend to have higher baseline BPs and 
a more pronounced hypertensive response to salt-loading than 
their wild-type (WT) counterparts.14–16 In contrast, mice with 
deleted α2B-AR gene are unable to raise their BP in response 
to acute or chronic sodium overload14,16 and rats with salt-
induced hypertension respond to antisense-DNA against the 
α2B-AR gene with immediate and protracted BP lowering.17–19

Following-up on these findings, we have now  successfully 
developed a novel transgenic (TG) mouse model with brain-
selective overexpression of the α2B-AR obtained by  addition 
of extra copies of the α2B-AR gene. It should be noted that 
although there are several experimental animal  models of 
 renin–angiotensin-dependent hypertension, this is the first 
experimental model of presumed inherent  sympathetically 
driven hypertension. It could, therefore, become a unique 
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Background
Previous studies have shown that the presynaptic α2B-adrenoceptor 
subtype in the central nervous system has a sympathoexcitatory 
function and its activation leads to a hyperadrenergic hypertensive 
state. The purpose of this project was to develop a novel 
hyperadrenergic model, a transgenic (TG) mouse model with brain-
selective overexpression of the α2B-adrenergic receptor (α2B-aR).

Methods
We used Southern blot analysis to confirm transgene, real-
time PCR to assess gene expression, western Blot analysis and 
immunohistology to assess protein expression and localization 
in brain areas. Indirect blood pressure (BP) and heart rate were 
recorded.

results
In TG mice there was a 1.8-fold increase in α2B-aR protein expression 
compared to wild-type (WT) mice. Immunostaining of brain sections 

revealed that concentration of α2B-aR was much more pronounced 
in TG than in WT mice. Systolic BP at 8 weeks of age was significantly 
elevated in TG 130 ± 6 mm Hg, compared with WT control 
nontransgenic littermates of the same age 107 ± 7 mm Hg, (P < 0.05), 
indicating that the TG mice had indeed developed hypertension.

conclusions
We have therefore documented that overexpression of the α2B-aR 
gene leads to increased production of α2B-aR protein in brain regions 
known to regulate central sympathetic outflow, thus resulting in 
sustained BP elevation. This is a unique model of experimental 
hypertension driven purely by overexpression of the α2B-aR that 
would result in an overactive sympathetic system and would be 
suitable for testing the pharmacologic properties of potential 
therapeutic agents.
Am J Hypertens 2009; 22:41-45 © 2009 American Journal of Hypertension, Ltd.
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resource for studying the consequences of a chronic 
hyperadrenergic state and its reversal by pharmacologic 
interventions.

Methods
Generation of TG mice and animal husbandry. TG production 
was performed by the TG Core Facility at Boston University 
School of Medicine (http://www.bumc.bu.edu/transgenic). All 
TG mice used in this study are on FVB genetic background, 
therefore age and gender-matched (male) WT FVB mice were 
used as controls. All mice were fed standard mouse chow and 
water ad libitum. The transgene construct is composed of 
the human platelet-derived growth factor-β chain promoter 
(PDGF-β) (provided by Dr. T. Collins, Harvard Medical 
School, Cambridge, MA) for brain-specific expression,20 fol-
lowed by the mouse α2B-AR complementary DNA (provided 
by Dr. B. Kobilka, Stanford University, Standford, CA) and a 
human growth hormone polyadenylation signal (hGH-polyA). 
The PDGF-β promoter is known to target neurons in the cor-
tex, hippocampus, hypothalamus, and cerebellum.20 The 
PDGF-β promoter and α2B-AR DNA fragments were cloned 
into the multicloning site of the pCMV-MCS (Invitrogen, 
Carlsbad, CA) vector already containing the hGH-polyA. The 
complete construct was further confirmed by DNA sequenc-
ing. To release the construct and prepare for microinjection 
into one-cell embryos, the vector was sequentially digested 
with XbaI and RsrII (New England BioLabs, Beverly, MA), 
separated on an agarose gel and the transgene was purified 
using a gel extraction kit (Qiagen, Valencia, CA). We fol-
lowed DNA construction and purification approaches as well 
as TG production and screening protocols, which were suc-
cessfully demonstrated at our TG center.21,22 To screen for the 
presence of the transgene in potential founder mice, genomic 
DNA was isolated from mouse tail clippings, as described in 
previous publications.14–16 TG mice were identified via PCR, 
using primers specific to the α2B-AR/hGH-polyA overlap (α2B-
AR-TG): forward, 5′-ATCAGTCCAGGACCAGAAGAAG-3′ 
and reverse, 5′-TAATCCCAGCAATTGGGAG-3′ (Figure 1a). 
Three founder lines TG10, TG 13, and TG16 were obtained. 
The line TG13 was used for further experiments.

Southern blot analysis of tail DNA. Southern blotting to identify 
founders was performed as described elsewhere.21,22 Genomic 
DNA was digested with XbaI and BsaI (New England BioLabs, 
Beverly, MA) and the blot was probed with a probe shown in 
Figure 1b. The expected size of the transgene is 3.35 kilobase.

Total RNA extraction and gene expression analysis. Total RNA 
was isolated from the brains using TRIzol reagent according 
to the manufacturer’s instructions (Invitrogen, Carlsbad, CA). 
This was followed by DNA-free DNase treatment and removal 
of contaminating DNA from the RNA preparation (Ambion, 
Austin, TX). The cDNA was generated from 1 μg of RNA by 
random hexamers using an RNA-PCR kit (Perkin-Elmer, 
Branchburg, NJ) according to the manufacturer’s instructions. 
To determine whether α2B-AR was overexpressed in the brain 

of TG mice we used reverse transcriptase PCR (RT-PCR) with 
α2B-AR-TG primers (as described above) or α2B-AR primers: 
forward 5′-CAACGAGCTGCTGGGCTATT-3′ and reverse 
5′-TGTCCAGACTGATGGCACACA-3′. RT-PCR results  
were confirmed with quantitative real-time RT-PCR (Q- 
RT-PCR), was performed with the ABI prism 7900HT 
Sequence Detection System using an iTaq SYBR Green-
based  protocol (Applied Biosystems, Branchburg, NJ). The 
α2B-AR transcripts were producing a 115 base pair size frag-
ment. Glyceraldehyde phosphate dehydrogenase primers: 
forward 5′-TGCACCACCAACTGCTGAG-3′ and reverse 
5′-GGATGCAGGGATGATGTTC-3′ were used to produce a 
172-base pair fragment. All reactions were run in triplicate. 
After initial denaturation at 95 °C for 3 min, the cDNA prod-
ucts were amplified for 40 cycles consisting of denaturation at 
95 °C for 15 s, and annealing and extension were performed 
in a single step at 60 °C for 45 s. The SDS 2.1 software gener-
ated standard curves from tenfold serial cDNA dilutions, and 
threshold cycle (Ct) was normalized for each standard curve. 
The slopes were between −3.19 and −3.57, and we chose −3.33, 
which corresponds to 100% efficiency of the PCR reaction. 
The copy numbers for all samples were normalized with the 
data obtained from glyceraldehyde phosphate dehydrogenase 
endogenous controls.

Western blot analysis. Brains were homogenized in lysis buffer 
(1× phosphate-buffered saline (PBS), 1% Nonidet P-40, 0.5% 
sodium deoxycholate, 0.1% sodium dodecyl sulfate) complete 
with protease inhibitor cocktail (Sigma, St.Louis, MO). The 
homogenates were clarified by centrifugation, and the pellets 
were discarded. The supernatants were collected and protein 
concentrations were determined by the Lowry method (Bio-
Rad, Hercules, CA).

Polyclonal rabbit antibody, raised against α2B-AR (Genex 
Biosciences, Hayward, CA) was utilized for Western blot analy-
sis. Proteins (25 µg protein/lane) were subjected to 10% sodium 
dodecyl sulfate polyacrylamide gel electrophoresis, and the 
separated proteins were electro-transferred onto nitrocellulose 
membranes, which were blocked with 5% (wt/vol) nonfat dried 
milk for 1 h at room temperature. Nitrocellulose blots were 
washed in PBS-Tween 20 (0.05%) primary rabbit anti-α2B-AR 
antibody (1:5,000) for 16 h at 4 °C. The membranes were then 
sequentially incubated with the secondary antibody horserad-
ish peroxidase–conjugated goat anti-rabbit immunoglobulin G 
(Santa Cruz, Santa Cruz, CA). Antibody binding was visual-
ized by the Enhanced Chemiluminescence Detection System 
(Amersham, Piscataway, NJ). All blots were stripped with west-
ern blot stripping buffer for 1 h (Pierce, Rockford, IL) and then 
incubated with anti-rabbit glyceraldehyde phosphate dehydro-
genase antibodies (Santa Cruz, Santa Cruz, CA).

Tissue preparation. For histology purposes, the mice were 
anesthetized with intraperitoneal pentobarbital at 50 mg/kg 
and then rapidly perfused transcardially with 4% paraformal-
dehyde in PBS buffer. The brains were removed and postfixed 
in the same fixative overnight at 4 °C, and then placed in 30% 

D
ow

nloaded from
 https://academ

ic.oup.com
/ajh/article/22/1/41/226713 by guest on 23 April 2024



AMERICAN JOURNAL OF HYPERTENSION | VOLUME 22 NUMBER 1 | jaNUaRy 2009  43

articlesTransgenic, Hyperadrenergic Mice

sucrose in PBS buffer overnight at 4 °C. Thereafter, the tis-
sues were frozen on dry ice in support medium (OCT; Bayer, 
Elkhart, IN). Brains were serially cut at 30 μm with a cryostat. 
Brain sections were kept in PBS buffer at 4 °C until use.

Immunohistochemistry. Immunohistochemistry was per-
formed on free-floating tissue sections according to stand-
ard procedures. Briefly, sections were pretreated with 3% 
H2O2 in order to quench peroxidase activity, and incubated 
with 10% normal goat serum to block nonspecific binding. 
Subsequently, they were incubated overnight at 4 °C with 
rabbit polyclonal anti-α2B-AR antibodies (1:1,500). Primary 
antibodies were recognized by anti-rabbit immunoglobulin G 
secondary antibodies (Vector Laboratories, Burlingame, CA) 
for 90 min. Then sections were incubated with ABC reagent 
(Vector Laboratories, Burlingame, CA) for 60 min. The immu-
noreactions were visualized by incubation of sections in DAB 
substrate for 2 min. For each staining, two images covering the 
area of interest were captured from three to four sections per 
animal using identical parameters.

BP measurements. Systolic BP and heart rate were indirectly 
measured in awake animals using a noninvasive computer-
ized tail-cuff system (BP-2000 Visitech Systems, Apex, NC) 
as described in detail in our previous publications.14–16 Daily 
measurements were taken, each session comparing 22 separate 
readings. The endpoint tail-cuff BP for each week was calcu-
lated by averaging measurements of the 5-day readings. BPs, 
were recorded during the 8th and 9th week of age, after which 
the animals were killed and their brains were removed for mes-
senger RNA and protein expression analysis.

Statistics. All data are expressed as mean ± s.e. Student’s 
t-test for paired and unpaired data was used as appropriate. 
Differences at P < 0.05 were considered significant.

results
identification of tg mice
TG mice overexpressing mouse α2B-AR in the brain were devel-
oped to examine the effect of brain-specific expression of the 
gene in vivo. For this study, the mouse α2B-AR cDNA and the 
brain-specific PDGF-β promoter were used. A schematic repre-
sentation of the transgene is shown in Figure 1a. Three founder 
lines TG10, TG13, and TG16 were generated, which allowed us 
to examine transgene effects independent of integration site. 
Positive TG founders (heterozygous +/− mice) were mated with 
WT (−/−) mice to produce F1 generation positive mice. These 
F1 mice were bred to produce F2 homozygote (+/+) TG mice. 
Southern blot analysis revealed the presence of the transgene in 
heterozygous and homozygous animals but not in WT mice in 
the F2 stage. A representative screen is shown in Figure 1b for 
founder TG13, which was further studied.

expression of the α2B-ar transgene messenger rna
RT-PCR using α2B-AR-TG- and α2B-AR-specific primers iden-
tified transgene expression. Quantitative real-time PCR assays 

were used to confirm the expression of α2B-AR transgene in 
whole brains of TG and WT mice. Real-time PCR using α2B-AR 
specific primers, amplifying the 115 base pair PCR product 
revealed ~40-fold more α2B-AR expression in the whole brains 
of TG animals than in the brains of WT animals. Representative 
RT-PCR is shown in Figure 2a. This demonstrates upregulated 
expression of transcripts encoding the α2B-AR transgene com-
pared to control WT mice.

a 952 bp

PDGF-b
hGHPolyA

XbaI Hind III
Xho I Rsr II

(~1,300 bp) (~1,400 bp)
(~650 bp)

a2B-AR

Probe

b 1 2 3

+/− +/+ −/−

Figure 1 | The mouse α2-adrenergic receptor (α2B-aR) transgene and 
Southern blotting. (a) Schematic representation of the mouse α2B-aR 
transgene. (b) Southern blot analysis to identify transgenic offspring. Lane 1: 
(+/−) heterozygote transgenic (TG), lane 2: (+/+) homozygote TG mice, lane 3: 
(−/−) wild-type mice.
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Figure 2 | Gene expression and protein expression analysis: 
(a) Representative reverse transcriptase PCR on RNa extracted from whole 
brain shows increased expression of α2B-aR-TG and α2-adrenergic receptor 
(α2B-aR) bands in transgenic (TG) mice compared to wild-type (WT) mice, 
whereas glyceraldehyde phosphate dehydrogenase (GaPDH) bands are 
similar. (b) Representative western blot analysis of protein extracts from 
whole brains shows increased amount of α2B-aR protein in TG compared to 
WT mice, whereas GaPDH bands are similar. Densitometry of the western 
blots normalized with GaPDH shows that the differences are statistically 
significant, #P < 0.05.
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Kidney, heart, aorta, and liver tissues from TG mice were 
checked for α2B-AR transgene expression using the same tech-
nology. No TG-specific bands were detected in any of the tis-
sues (data not shown).

Brain α2B-ar protein expression in mice
Western blot analysis of brain protein homogenates using 
α2B-AR polyclonal antibody revealed α2B-AR overexpres-
sion in the TG mouse brain at levels ~1.8-fold higher than 
endogenous α2B-AR levels in brains of WT mice (Figure 2b). 
Immunoblot analysis of dissected regions of the brain showed 
that in cerebellum, brainstem, (which includes, the medul-
lary regions that are crucial for BP control), hippocampus and 
cortex from TG mice, α2B-AR expression was significantly 
increased compared to expression in corresponding brain 
regions of WT mice (data not shown).

distribution of α2B-ar protein in mouse brain
Study of α2B-AR immunoreactivity throughout the brain 
of control, WT mice revealed a widespread distribution of 
α2B-AR. Immunostaining of α2B-AR was much more pro-
nounced in all brain areas of TG than corresponding brain 
areas of the WT mice, but cerebellum, brainstem, hippocam-
pus, and cortex showed higher effect of immunostaining of the 
α2B-AR as shown in Figure 3.

hemodynamic measurements
To determine whether overexpression of α2B-AR in the brain 
is associated with hypertension, BPs, and heart rates were 

recorded five times per week using a tail-cuff system. As 
shown in (Table 1), SBP was significantly elevated at 8 and 9 
weeks of age in the TG (n = 8), by an average 23 and 21 mm Hg, 
respectively (P < 0.05), compared with control nontransgenic 
 littermates of the same age (n = 8), indicating that the TG mice 
had indeed developed hypertension. However, there was no 
difference in heart rates between the two groups at either 8 or 
9 weeks of age.

discussion
In previous studies with normotensive and hypertensive rats, 
we have mapped the localization of various α2-AR subtypes 
in specific brain regions, including the cortex, hypothala-
mus, pons-medulla, and cerebellum.23,24 The current report 
describes the creation of TG mice generated with the use of 
a PDGF-β promoter driving a mouse α2B-AR cDNA con-
struct. The PDGF-β promoter is known to target neurons in 
the cortex, hippocampus, hypothalamus and cerebellum of 
TG animals.20 Accordingly, alterations in expression of α2-AR 
subtypes in these areas would alter the equilibrium between 
sympathoinhibitory (α2A-AR mediated) and sympathoexcita-
tory (α2B-AR-mediated) influences, as mentioned earlier.

Presence of the transgene was confirmed by Southern blot 
analysis in homozygous animals and quantitative real-time 
RT-PCR using α2B-AR-specific primers revealed that the gene 
was overexpressed by ~40-fold in whole brains of TG com-
pared to WT mice. Western blot analysis of brain protein 
homogenates from TG mice indicated a ~1.8 fold increase in 
α2B-AR protein expression compared to WT mice. Analysis of 
specific sections: cortex, brainstem, and cerebellum, indicated 
increase of α2B-AR protein expression in TG mice compared 
to corresponding brain regions of WT mice. Immunostaining 
of the various brain sections also revealed that α2B-AR expres-
sion in cortex, brainstem, and cerebellum was much more 
pronounced in TG than in WT mice. The TG mice, at 8 and 9 
weeks of age, had significantly higher systolic BPs—by an aver-
age of 23 and 21 mm Hg, respectively—than their WT coun-
terparts. We have, therefore, documented in these mice that 
overexpression of the α2B-AR gene leads to increased produc-
tion of α2B-AR protein in brain regions known to regulate the 
central sympathetic outflow, resulting in sustained BP eleva-
tion. The lack of increase in heart rate could be explained by 
activation of baroreflexes in response to BP elevation.

This is the first experimental animal model of hypertension 
driven by presumed endogenous sympathetic overactivity, 
i.e., not induced by pharmacologic or dietary manipulations. 
Studies of the pathophysiology and complications of hyperten-
sion have mostly used either spontaneously hypertensive ani-
mals, where the mechanisms of hypertension are incompletely 
understood, or experimental models of angiotensin-induced 
hypertension that can be obtained by a variety of procedures 
causing renal ischemia, such as renal artery ligation or kidney 
wrapping. Recently, a TG mouse model with brain-selective 
overexpression of the AT1 receptor of angiotensin II was pro-
posed for investigation of the central nervous system-mediated 
mechanisms of angiotensin II contribution to cardiovascular 

table 1 | Blood pressure and heart rate of α2B-ar transgenic vs. 
wild-type mice

8 Weeks of 
age WT

8 Weeks of 
age TG

9 Weeks of 
age WT

9 Weeks of 
age TG

Systolic blood 
pressure (mm Hg)

107 ± 7 130 ± 6* 108 ± 7 131 ± 12*

Heart rate  
(beats/min)

692 ± 46 696 ± 23 690 ± 40 665 ± 51

N 8 8 8 8

α2B-AR, α2-adrenergic receptor; TG, transgenic mice; WT, wild-type mice.

Cerebellum

WT

TG

Cortex Brain stem Hippocampus

Figure 3 | Immunohistology of mouse brain sections (cerebellum, 
brainstem, hippocampus, and cortex) with α2-adrenergic receptor (α2B-aR) 
antibodies showing increased concentrations of immunostaining in the 
sections of transgenic (TG) compared to corresponding sections from wild-
type (WT) mice.
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homeostasis.25 It was suggested that this model could also 
serve for studies of the role of the sympathetic system in car-
diovascular regulation26 on the basis of the known interaction 
between the renin–angiotensin system and the sympathetic 
nervous system.27 However, this relationship would be indirect 
and the results would be open to alternative interpretations.

In summary, this new TG mouse model is a unique model 
of experimental hypertension driven purely by overexpression 
of the α2B-ARs, that would be expected to result in an overac-
tive sympathetic system and we are currently in the process of 
defining its phenotype. On the basis of our clinical and experi-
mental studies with interventions targeting the α2B-ARs,28 we 
would expect that overexpression of the α2B-AR will cause the 
TG mice to develop higher baseline BP with aging, accentu-
ated further by salt loading; to exhibit higher levels of catecho-
lamines; earlier and more pronounced evidence of diastolic 
and possibly systolic cardiac dysfunction; increased suscep-
tibility to cardiac hypertrophy and myocardial infarcts and 
possibly the development of renal insufficiency. Such findings 
would suggest that if a pharmacologic antagonist were devel-
oped with selective affinity for the α2B-AR, it might be capable 
of preventing or reversing the adverse consequences of chronic 
sympathetic overactivity. This model would be uniquely suita-
ble for testing the pharmacologic properties of potential thera-
peutic agents.

acknowledgments: This work was supported by National Heart, Lung 
and Blood Institute, grant. RO1 HL 65311. We thank joana Cohelo 
(Boston University School of Medicine) for technical assistance in 
immunohistochemistry.

Disclosure: The authors declared no conflict of interest.

1. Bylund DB, Eikenberg DC, Hieble JP, Langer SZ, Lefkowitz RJ, Minneman KP, 
Molinoff PB, Ruffolo RR Jr, Trendelenburg U. International Union of Pharmacology 
nomenclature of adrenoceptors. Pharmacol Rev 1994; 46:121–136.

2. van Zweiten PA, Thoolen MG, Timmermans PB. The hypotensive activity and side 
effects of methyldopa, clonidine, and guanfacine. Hypertension 1984; 6:II28–II33.

3. Gavras H, Handy D, Gavras I. Alpha-adrenergic receptors in hypertension: In: 
Laragh JH and Brenner BM (eds), Hypertension: Pathophysiology, Diagnosis, and 
Management, 2nd edn., Raven, New York, 1995, pp 853–861.

4. Hunter JC, Fontana DJ, Hedley LR, Jasper JR, Lewis R, Link RE, Secchi R, Sutton J,  
Eglen RM. Assessment of the role of alpha2-adrenoceptor subtypes in the 
antinociceptive, sedative and hypothermic action of dexmedetomidine in 
transgenic mice. Br J Pharmacol 1997; 122:1339–1344.

5. Sallinen J, Haapalinna A, Viitamaa T, Kobilka BK, Scheinin M. Adrenergic 
alpha2C-receptors modulate the acoustic startle reflex, prepulse inhibition, and 
aggression in mice. 1998; J Neurosci 18:3035–3042.

6. Sawamura S, Kingery WS, Davies MF, Agashe GS, Clark JD, Kobilka BK,  
Hashimoto T, Maze M. Antinociceptive action of nitrous oxide is mediated by 
stimulation of noradrenergic neurons in the brainstem and activation of α2B 
adrenoceptors. J Neurosci 2000; 20:9242–9251.

7. Valet P, Grujic D, Wade J, Ito M, Zingaretti MC, Soloveva V, Ross SR, Graves RA,  
Cinti S, Lafontan M, Lowell BB. Expression of human alpha 2-adrenergic receptors 

in adipose tissue of beta 3-adrenergic receptor-deficient mice promotes diet-
induced obesity. J Biol Chem 2000; 275:34797–34802.

8. Philipp M, Brede M, Hein L. Physiological significance of α2-adrenergic receptor 
subtype diversity: one receptor is not enough. Am J Physiol Regul Integr Comp 
Physiol 2002; 283:R287–R295.

9. Link RE, Stevens MS, Kulatunga M, Scheinin M, Barsh GS, Kobilka BK. Targeted 
inactivation of the gene encoding the mouse α2C- adrenoceptor homolog. Mol 
Pharmacol 1995; 48:48–55.

10. Link RE, Desai K, Hein L, Stevens ME, Chruscinski A, Bernstein D, Barsh GS,  
Kobilka BK. Cardiovascular regulation in mice lacking α2-adreneric receptor 
subtypes b and c. Science 1996; 273:803–805.

11. MacMillan LB, Hein L, Smith MS, Piascik MT, Limbird LE. Central hypotensive effect 
of the α2A-adrenergic receptor subtype. Science 1996; 273:801–803.

12. MacDonald E, Kobilka BK, Scheinin M. Gene-targeting homing in on alpha2- 
adrenoceptor subtype function. Trends Pharmacol Sci 1997; 18:211–219.

13. Altman JD, Trendelenburg AU, MacMillan L, Bernstein D, Limbird L, Starke K, 
Kobilka BK, Hein L. Abnormal regulation of the sympathetic nervous system in 
α2A-adrenergic receptor knockout mice. Mol Pharmacol 1999; 56:154–161.

14. Makaritsis KP, Handy DE, Johns C, Kobilka BK, Gavras I, Gavras H. Role of the 
α2B-adrenergic receptor in the development of salt-induced hypertension. 
Hypertension 1999; 33:14–17.

15. Makaritsis KP, Johns C, Gavras I, Altman JD, Handy DE, Breshanan MR, Gavras H. 
Sympathoinhibitory function of the α2A-AR receptor subtype. Hypertension 1999; 
34:403–407.

16. Makaritsis KP, Johns C, Gavras I, Gavras H. Role of α2-adrenergic receptor subtypes 
in the acute hypertensive response to hypertonic saline infusion in anephric 
mice. Hypertension 2000; 35:609–613.

17. Kintsurashvili E, Gavras I, Johns C, Gavras H. Effects of Antisense 
oligodeoxynucleotide targeting of the α2B-adrenergic receptor messenger RNA 
in the central nervous system. Hypertension 2001; 38:1075–1080.

18. Kintsurashvili E, Johns C, Ignjacev I, Gavras I, Gavras H. Central alpha2B-adrenergic 
receptor antisense in plasmid vector prolongs reversal of salt-dependent 
hypertension. J Hypertens 2003; 21:961–967.

19. Shenouda S, Johns C, Kintsurashvili E, Gavras I, Gavras H. Long-term inhibition of 
the central alpha 2B-adrenergic receptor gene via recombinant AAV-delivered 
antisense in hypertension rats. Am J Hypertens 2006; 19:1135–1143.

20. Sasahara M, Fries JWU, Raines EW, Gown AM, Westrum LE, Frosch MP,  
Bonthron DT, Ross R, Collins T. PDGF B-chain in neurons of the central nervous 
system, posterior pituitary, and in a transgenic model. Cell 1991; 64:217–227.

21. Nguyen HG, Yu G, Makitalo M, Yang D, Xie HX, Jones MR, Ravid K. Conditional 
overexpression of transgenes in megakaryocytes in platelets in vivo. Blood 2005; 
106:1559–1564.

22. Zhang Y, Nagata Y, Yu G, Nguyen HG, Jones MR, Toselli P, Jackson CW, Tatsuka M, 
Todokoro K, Ravid K. Abberrant quantity and localization of Aurora-B/AIM-1 and 
surviving during megakaryocyte polyploidization and the consequences of 
Aurora-B/AIM-1-deregulated expression. Blood 2004; 103:3717–3726.

23. Handy DE, Flordellis CS, Bogdanova NN, Bresnahan MR, Gavras H. Diverse tissue 
expression of rat α2-adrenergic receptor genes. Hypertension 1993; 21:861–865.

24. Tavares A, Handy DE, Bogdanova NN, Rosene DL, Gavras H: Localization of α2A- and 
α2B-adrenergic receptor subtypes in brain. Hypertension 1996; 27:449–455.

25. Lazartigues E, Dunlay SM, Loihl AK, Sinnayah P, lang JA, espelund JJ,  
Sigmund CD, Danisson RL. Brain-selective overexpression of angiotensin (AT1) 
receptors causes enhanced cardiovascular sensitivity in transgenic mice. Circ Res 
2002; 90:617–624.

26. Zucker IH. Brain angiotensin II: new insights into its role in sympathetic regulation. 
Circ Res 2002; 90:503–505.

27. Reid IA. Interactions between ANG II, sympathetic nervous system, and 
baroreceptor reflexes in regulation of blood pressure. Am J Physiol 1992; 
262:E763–E778.

28. Gavras I, Manolis AJ, Gavras H. The alpha2 -adrenergic receptors in hypertension 
and heart failure: experimental and clinical studies. J Hypertens 2001; 19: 
2115–2124.

D
ow

nloaded from
 https://academ

ic.oup.com
/ajh/article/22/1/41/226713 by guest on 23 April 2024


	Hypertension in Transgenic Mice With Brain-Selective Overexpression of the α2B-Adrenoceptor
	Abstract
	Methods
	Outline placeholder
	Generation of TG mice and animal husbandry
	Southern blot analysis of tail DNA
	Total RNA extraction and gene expression analysis
	Western blot analysis
	Tissue preparation
	Immunohistochemistry
	BP measurements
	Statistics


	Results
	Identification of TG mice
	Expression of the α2B-AR transgene messenger RNA 
	Brain α2B-AR protein expression in mice
	Distribution of α2B-AR protein in mouse brain
	Hemodynamic measurements

	Discussion
	Acknowledgments
	Disclosure
	References


