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Physiology and Pharmacology

TRPV2 Channels Contribute to Stretch-Activated Cation
Currents and Myogenic Constriction in Retinal Arterioles
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PURPOSE. Activation of the transient receptor potential channels, TRPC6, TRPM4, and TRPP1
(PKD2), has been shown to contribute to the myogenic constriction of cerebral arteries. In
the present study we sought to determine the potential role of various mechanosensitive TRP
channels to myogenic signaling in arterioles of the rat retina.

METHODS. Rat retinal arterioles were isolated for RT-PCR, Fura-2 Ca2þ microfluorimetry, patch-
clamp electrophysiology, and pressure myography studies. In some experiments, confocal
immunolabeling of wholemount preparations was used to examine the localization of specific
mechanosensitive TRP channels in retinal vascular smooth muscle cells (VSMCs).

RESULTS. Reverse transcription–polymerase chain reaction analysis demonstrated mRNA
expression for TRPC1, M7, V1, V2, V4, and P1, but not TRPC6 or M4, in isolated retinal
arterioles. Immunolabeling revealed plasma membrane, cytosolic and nuclear expression of
TRPC1, M7, V1, V2, V4, and P1 in retinal VSMCs. Hypoosmotic stretch-induced Ca2þ influx in
retinal VSMCs was reversed by the TRPV2 inhibitor tranilast and the nonselective TRPP1/V2
antagonist amiloride. Inhibitors of TRPC1, M7, V1, and V4 had no effect. Hypoosmotic
stretch-activated cation currents were similar in Naþ and Csþ containing solutions suggesting
no contribution by TRPP1 channels. Direct plasma membrane stretch triggered cation current
activity that was blocked by tranilast and specific TRPV2 pore-blocking antibodies and
mimicked by the TRPV2 activator, D9-tetrahydrocannabinol. Preincubation of retinal
arterioles with TRPV2 blocking antibodies prevented the development of myogenic tone.

CONCLUSIONS. Our results suggest that retinal VSMCs express a range of mechanosensitive TRP
channels, but only TRPV2 appears to contribute to myogenic signaling in this vascular bed.

Keywords: TRPV2, myogenic tone, blood flow autoregulation, retinal arterioles, ion channels

In common with many organs, blood flow in the retina is kept
relatively uniform even during large changes in perfusion

pressure.1 This autoregulation of blood flow protects the
capillary network from excessive pressure and ensures that
oxygen delivery and waste removal is maintained at a constant
level, despite variations in mean arterial pressure.2 The
myogenic response of small resistance arteries and arterioles
is considered to be one of the primary physiological
mechanisms underlying blood flow autoregulation.3,4 The
myogenic response refers to the inherent ability of blood
vessels to constrict when intravascular pressure increases, and
conversely, to dilate when it decreases.5 Previous work has
shown that the myogenic response is independent of the
vascular endothelium and mediated by the reaction of the
vascular smooth muscle cells (VSMCs) in the vessel wall.3,6

Despite its importance in blood flow autoregulation, the exact
cellular and molecular mechanisms underlying this response
have yet to be fully elucidated.

Unravelling the mechanisms responsible for the myogenic
response requires an appreciation of how the VSMCs detect
and respond to changes in intraluminal pressure. Current
evidence suggests that the mechanical stretch generated by
increased intravascular pressure activates cation channels on
the surface of the VSMCs.7,8 This causes cell membrane

potential depolarization and an increase in voltage-dependent
Ca2þ influx, leading to contraction.9–12 However, whilst
numerous studies have demonstrated the presence of stretch-
activated cation currents in VSMCs,13–15 our knowledge of the
molecular identity of the underlying channels remains incom-
plete. Transient receptor potential (TRP) channels represent
good candidates for mediating stretch-activated cation currents
and pressure-induced depolarization in VSMCs.7,8 In mammals,
TRP channel proteins form a cation-permeable ion channel
family with 28 members, which may be grouped into six
subfamilies on the basis of amino acid sequence homology
(TRPC, TRPV, TRPM, TRPA, TRPP, and TRPML16). Although TRP
channels display a remarkable assortment of activation mech-
anisms (e.g., heat, lipids, protons), recent studies suggest a
general role for these channels in mechanosensation.17 Indeed,
TRPC1,5,6, TRPM4,7, TRPV1,2,4, and TRPP1 (PKD2) have all
been detected in VSMCs and implicated in mechanotransduc-
tion.18 Additionally, TRPA1 has been proposed to be a
component of the mechanosensitive transduction channel of
vertebrate hair cells,19 but has yet to be detected in VSMCs.20

Recent studies have shown that TRPC6, TRPM4, and TRPP1
channels contribute to pressure-induced depolarization and
myogenic vasoconstriction in arteries of the cerebral circula-
tion.7,8,21 However, the role of TRP channels in myogenic
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signaling in other vascular beds, including the retina, remains
less clear. In aortic myocytes, TRPV2 has been shown to
contribute to nonselective cation currents evoked by hypo-
tonic cell swelling.22 These results suggest that TRPV2 may
function as a mechanosensitive channel in VSMCs, but its
involvement in myogenic vasoregulation has yet to be tested.

In the present study, we evaluate the potential contribution
of various mechanosensitive TRP (mechanoTRP) channels to
myogenic signaling in intact retinal arterioles. We show that
although retinal VSMCs express a range of putative mecha-
noTRP channel proteins, only TRPV2 appears to contribute to
stretch-evoked cation currents and myogenic signaling in this
vascular bed.

MATERIALS AND METHODS

For detailed experimental procedures, see Supplementary
material online.

Animals

Retinas and retinal arterioles used for these studies were
isolated from male Sprague-Dawley rats (200–350 g; Harlan,
Bicester, UK). Animal use conformed to the standards in the
ARVO Statement for the Use of Animals in Ophthalmic and
Vision Research. Animals were euthanized by CO2 and all
experiments undertaken in accordance with EU guidelines
(Directive 210/63/EU).

Retinal Arteriole Isolation

Retinal arterioles were isolated as previously described.23,24

Experiments were carried out within 8 hours of vessel
isolation.

RT-PCR

To assess mechanoTRP channel mRNA expression, isolated
retinal arterioles were collected under microscopic magnifica-
tion and transferred into total RNA extraction buffer (RNeasy
Mini Kit; Qiagen, Crawley, UK). Reverse transcription–poly-
merase chain reaction was carried out according to previously
established protocols within our laboratory24,25 using primers
for specific mechanoTRP channels of interest (Supplementary
Table S1).

Immunohistochemistry

Immunohistochemistry was performed on retinal arterioles still
embedded within retinal wholemount preparations as previ-
ously described.25,26 Fixed tissue was probed with relevant
anti-TRP channel (Supplementary Table S2) and anti-a-smooth
muscle actin (aSMA) antibodies (Abcam, Cambridge, UK) for 3
days at 48C. Nuclei were labelled using TO-PRO-3 (Life

Technologies, Paisley, UK). Primary antibodies were detected
using appropriate fluorophore-conjugated secondary antibod-
ies and images acquired using a Leica SP5 laser scanning
confocal microscope. Following image capture, retinal arteri-
oles were digitally segmented from the surrounding retinal
neuropile using the aSMA channel.

Intracellular Ca2þ Recording

Ca2þ imaging experiments were performed as previously
described.23–25 Briefly, isolated retinal arterioles were loaded
with 5 lM fura-2AM (Abcam) for 2 hours at room temperature.
This exclusively loads the VSMC layer of these vessels.23

Following loading, vessels were intermittently excited with
ultraviolet light at 340 and 380 nm (5 Hz) and emissions at 510
nm recorded using a photomultiplier tube. Arterioles were
exposed to hypotonic solution (Supplementary Table S3) to
stretch the cells and various inhibitors used to identify the
involvement of specific mechanoTRP channels in mediating
the associated [Ca2þ]i responses (Table 1). Background
fluorescence was determined by quenching with 10 mM
MnCl2. Background-corrected fluorescence ratios (F340/F380)
were converted to [Ca2þ]i using the Grynkiewicz equation.27

Patch-Clamp Recording

Whole-cell and cell-attached patch clamp recordings were made
from retinal VSMCs whilst still embedded within their parental
arterioles.25,26 Vascular smooth muscle cells were electrically
uncoupled from their neighboring cells by enzymatic diges-
tion.26,39 Currents were recorded using an Axopatch 200B
amplifier (Molecular Devices, CA, USA) and pCLAMP10 was
used for data acquisition and analysis. To isolate stretch-activated
cation currents, pharmacological inhibitors of BK, Kv, L-type
Ca2þ, and TREK-1 channels were included in the external
bathing medium (whole-cell recordings) or internal pipette
solution (cell-attached recordings; see supplemental methods).
Whole-cell recordings were performed using the perforated-
patch configuration using amphotericin B (Supplementary Table
S3) as the perforating agent. Whole-cell currents were elicited
using voltage ramp protocols from�80 toþ80 mV applied over
1 second from a holding potential of 0 mV. Cell-attached
recordings were performed in high Kþ solution to set the resting
membrane potential toward 0 mV. To prevent contamination
from Cl� currents, stretch-activated cation current activity was
monitored at the Cl� equilibrium potential (þ52 mV). To stretch
the plasma membrane, negative pressure (�45 mm Hg) was
applied through the recording electrode using a syringe
connected to digital manometer.

Arteriolar Pressure Myography

Assessment of myogenic tone was performed as previously
described.40 Arteriolar segments were cannulated at one end
with a glass micropipette and occluded at the opposite end

TABLE 1. Inhibitors and Experimental Approaches Used to Identify the Involvement of Specific MechanoTRP Channels in Hypotonic Stretch-
Induced [Ca2þ]i Responses

Inhibitor/Antibody Dilution/Concentration Experimental Approach MechanoTRP Channel Target

T1E3 Ab 1:200 Preincubation, 2 h at 218C TRPC128

TRPC1 Alo Ab 1:200 Preincubation, 2 h at 218C TRPC129

FTY720 1 lM Applied during plateau of response TRPM730

Amiloride 100 lM Applied 30 s before and throughout second response TRPP1/V231,32

Capsazepine 5 lM Applied during plateau of response TRPV133,34

Tranilast 100 lM Applied during plateau of response TRPV235,36

HC067047 1 lM Applied during plateau of response TRPV437,38
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using tungsten wire slips. Vessels were pressurized to 40 mm
Hg and images captured using a MCN-BO13U microscope
camera (Mightex, Pleasanton, CA, USA) at a rate of 140 frames
per minute. Vessel diameter measurements were made using
MyoTracker software.41 At the end of each experiment, the
maximum (or passive) diameter was determined by exposing
arterioles to wortmannin (10 lM) in the presence of Ca2þ-free
Hanks’ solution.12

Data Analysis

All data are presented as means 6 SEM. Values of n refer to the
numbers of arterioles for the Ca2þ imaging and vessel myography
experiments or the number of cells for the patch-clamp studies.
Data from at least four animals were obtained for each
experimental protocol. Data were tested for normality and
appropriate statistical tests applied as detailed in the online
supplementary materials section. A P-value of 0.05 was consid-
ered statistically significant (*¼P < 0.05, **¼P < 0.01, ***¼P <
0.001). Statistical comparisons were performed using Excel or
Prism 5 for Windows (Graphpad Software, Inc., CA, USA).

RESULTS

MechanoTRP Channel Expression and Localization
in Retinal Arterioles

To investigate the potential role of specific mechanoTRP
channels in the myogenic constriction of retinal arterioles, we

began by undertaking RT-PCR analysis of isolated rat retinal
arteriole segments. We have previously demonstrated mRNA
expression of TRPC1, TRPV1, and TRPV2 in these vessels,
whilst transcripts for TRPC5, TRPC6, and TRPA1 could not be
detected.24 This work was extended to investigate the mRNA
expression of other putative mechanoTRP channels, including
TRPV4, TRPM4, TRPM7, and TRPP1 (PKD2). All of these
channels were found to be expressed at the mRNA level in
retinal arterioles with the exception of TRPM4 (Fig. 1; Table 2).

To confirm protein expression and to determine the cell-
specific localization of those mechanoTRP channels found to
be expressed at the mRNA level in retinal arterioles, we
undertook confocal immunolabeling studies. Our primary
focus was to identify those channels present on the VSMCs,
the relevant cell type in the myogenic response. Retinal
arterioles were immunolabeled whilst still embedded within
retinal wholemount preparations and the VSMCs identified by
staining for aSMA (Fig. 2Aii). a-Smooth muscle actin staining
was absent at the border regions between adjacent VSMCs (Fig.
2Aii, arrows). Such regions correspond to the VSMC plasma
membranes as they stained positively with the plasma
membrane marker, isolectin B4 (Figs. 2Ai, 2Aiv). TRPC1 was
found to be localized to VSMC plasma membranes, the cell
cytoplasm, and to a lesser extent cell nuclei (as indicated by co-
localization with TOPRO3 nuclear staining) in a pattern
resembling the nucleoplasmic reticulum (Fig. 2B). TRPM7
was distributed in a punctate fashion throughout the VSMC
layer, with some puncta localized to the plasma membrane
(Fig. 2C). TRPP1 and TRPV1 were predominantly expressed in
the cytosol of the VSMCs, with lower levels of expression
detected at the plasma membrane and cell nuclei (Figs. 2D,
2E). Like TRPM7, TRPV2 was distributed in a diffuse punctate
pattern throughout the VSMCs, although a larger proportion of
the channels were observed to coincide with the plasma
membrane (Fig. 2F). TRPV4 was found to co-localize mainly
with the VSMC nuclei, with some punctate staining also
observed at the plasma membrane and in cytosolic regions
(Fig. 2G). Taken together, these results suggest that all of the
mechanoTRP channels identified at the mRNA level in isolated
retinal arterioles are expressed at the protein level in the
VSMCs of these vessels and all showed some expression in the
plasma membrane, consistent with a possible role in the
generation of stretch-activated currents (Table 3).

MechanoTRPs and Hypotonic Stretch-Induced Ca2þ

Influx and Cation Currents

To narrow down which of the mechanoTRP channels
expressed in retinal arterioles might contribute functionally

FIGURE 1. mRNA transcript expression of mechanoTRP channels in isolated arterioles from rat retina. Transcripts for TRPM7, TRPP1 (PKD2) and
TRPV4 were detected; TRPM4 was absent.

TABLE 2. Summary of mRNA Transcript Expression of MechanoTRP
Channels in Retinal Arterioles

MechanoTRP

Channel

Expression in

Retinal Arterioles

Positive

Control

TRPA1 �* Brain*

TRPC1 þ*

TRPC5 �* Brain*

TRPC6 �* Brain*

TRPM4 � Kidney

TRPM7 þ
TRPP1 þ
TRPV1 þ*

TRPV2 þ*

TRPV4 þ

* Detection of TRPC1, TRPV1, and TRPV2 and absence of TRPA1,
TRPC5, and TRPC6 have been previously reported.24

TRPV2 Contributes to Myogenic Constriction IOVS j October 2016 j Vol. 57 j No. 13 j 5639

Downloaded From: http://iovs.arvojournals.org/pdfaccess.ashx?url=/data/Journals/IOVS/935768/ on 10/28/2016



FIGURE 2. Immunolocalization of mechanoTRP channels in rat retinal VSMCs. (A) Confocal images of a rat retinal arteriole within a wholemount
preparation labeled with isolectin B4 (Ai, green; plasma membrane marker), aSMA antibody (Aii, red; smooth muscle cell marker), and TO-PRO3
(Aiii, pseudo-colored blue; nuclear marker). Images have been segmented on the basis of the aSMA channel to specifically isolate the blood vessel
staining. Arrows in Aii denote plasma membrane regions between adjacent cells that were absent for aSMA, but positive for isolectin B4 staining
(Aiv, merged image). (B–G) Distribution patterns of TRPC1 (B), TRPM7 (C), TRPP1 (D), TRPV1 (E), TRPV2 (F), and TRPV4 (G) in VSMCs of retinal
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to stretch-dependent myogenic vasoregulation, we investigated
the involvement of each of these channels in mediating stretch-
induced Ca2þ influx responses in retinal VSMCs. Vascular
smooth muscle cells were loaded with fura-2 Ca2þ indicator dye
and changes in [Ca2þ]i recorded following exposure to
hypotonic bathing solution to cause cell swelling and
stretching of the cell membrane. Reduction of the external
osmolarity by 100 mOsm resulted in a gradual increase in
[Ca2þ]i that plateaued within 1 to 2 minutes (Fig. 3Ai;
Supplementary Fig. S1). This response was rapidly reversed
by removal of extracellular Ca2þ (Figs. 3Ai, 3Aii), suggesting
that it resulted primarily from Ca2þ influx across the VSMC
membrane. Inhibitors of TRPC1, TRPM7, TRPV1, and TRPV4
had no effect on hypotonic stretch-induced [Ca2þ]i responses
(Figs. 3B, 3C, 3E, 3G), while the nonselective TRPP1/V2
inhibitor, amiloride, and the TRPV2 inhibitor, tranilast, partially
and fully inhibited the Ca2þ influx, respectively (Figs. 3D, 3F).
These results suggest that TRPP1 and/or TRPV2 may be the
main TRP channels underlying stretch-activated signaling in
retinal VSMCs.

To investigate further the possible contribution of TRPV2
and TRPP1 channels to hypotonic stretch-induced responses in
retinal VSMCs, whole-cell patch-clamp experiments were
performed. In Naþ containing external solution, application
of hypotonic medium activated an inward current at �80 mV,
which reversed to become an outward current (with slight
outward rectification) at voltages positive to �3.8 6 3.6 mV

(Erev difference current; n¼10; Fig. 4A). Under these recording
conditions, and based on the known permeability properties of
the two channels,42–44 Erev(TRPV2) and Erev(TRPP1) were estimat-
ed to be �9.9 and �56.8 mV, respectively. These data suggest
that TRPP1 channels are unlikely to contribute significantly to
hypotonic stretch-induced cation currents in these cells. To
test this further, we took advantage of known differences in the
permeability properties of TRPV2 and TRPP1 channels. In
particular, it has previously been shown that TRPV2 displays an
approximate equal permeability to Naþ and Csþ ions (PCs/PNa »
0.9542), whereas TRPP1 is virtually impermeable to Csþ (PCs/
PNa » 032,44). In Csþ containing external solution, application
of hypotonic medium activated a current that was not
significantly different to that observed in Naþ containing
external solution (Fig. 4B; Erev(Cs) �3.9 6 4.3 mV; n ¼ 10).
These findings strengthen the view that hypotonic stretch-
induced currents in retinal VSMCs are most compatible with
the activation of TRPV2 rather than TRPP1 channels. To
provide additional evidence of a role for TRPV2, the effects of
tranilast (a TRPV2 inhibitor) on hypotonic stretch-induced
currents in retinal VSMCs were examined. In the presence of
tranilast, hypotonic stretch (recorded in Naþ external solution)
failed to elicit a significant increase in cation current activity
(Fig. 4C). Overall, these results suggest that although retinal
VSMCs express a range of putative mechanoTRP channels, only
TRPV2 appears to underlie hypotonic stretch-induced cation
currents in these cells.

arterioles. Left hand panels (i) show TRP channel immunolabeling segmented on the basis of the aSMA channel. Right hand panels (ii) show
merged images of the TRP channel staining with aSMA (red) and TOPRO3 nuclear labelling (pseudo-colored blue). Arrows in Bii highlight TRPC1
nuclear co-localization in a pattern resembling the nucleoplasmic reticulum. Arrows in Fii denote strong immunolabeling of TRPV2 in plasma
membrane regions of the VSMCs. Scale bars: 10 lm.

FIGURE 3. Effects of mechanoTRP channel inhibitors on hypotonic stretch induced Ca2þ influx in retinal VSMCs. (A) Representative trace (i) and
mean data (ii) showing the rapid reversal of [Ca2þ]i responses evoked by hypotonic solution (Supplementary Table S3 in the online-only Data
Supplement, solutions A1 versus A2) following removal of extracellular Ca2þ (n¼6). (B) Hypotonic-induced increases in [Ca2þ]i were unaffected by
preincubating the vessels with TRPC1 pore-blocking antibody (T1E3 Ab; n¼ 9) or a control antibody targeting an internal epitope of the TRPC1
channel (Alo Ab; n¼ 6). Data were normalized to hypotonic responses in vessels not exposed to anti-TRPC1 antibody (hypotonic control; n¼ 13).
(C–G) Effects of pharmacological inhibitors of TRPM7 (C; FTY720, 1 lM; n¼5), TRPP1/V2 (D; amiloride; 100 lM; n¼8), TRPV1 (E; capsazepine; 5
lM; n¼6), TRPV2 (F; tranilast; 100 lM; n¼6), and TRPV4 (G; HC067047; 1 lM; n¼5) channels. Significant inhibition of hypotonic stretch induced
Ca2þ influx was only observed in the presence of the TRPP1/V2 antagonist, amiloride (D), and the TRPV2 blocker, tranilast (F).

TRPV2 Contributes to Myogenic Constriction IOVS j October 2016 j Vol. 57 j No. 13 j 5641

Downloaded From: http://iovs.arvojournals.org/pdfaccess.ashx?url=/data/Journals/IOVS/935768/ on 10/28/2016



TRPV2 Channels and Retinal Arteriolar Myogenic
Signaling

A disadvantage of using hypotonic solution as a stretch
stimulus is that plasma membrane ion channel activation may
result not only from stretching of the plasma membrane but
also from other osmotic effects.45 Therefore, to confirm that
TRPV2 channels could be activated by direct stretching of the
plasma membrane, we used the cell-attached configuration of
the patch-clamp technique. Suction was applied to the back of
the patch pipette (�45 mm Hg) to stretch the membrane.
Application of negative pressure produced around a 4-fold
increase in transient cation current activity in retinal VSMCs.
This persisted for the duration of the stretch and decayed
when the pressure stimulus was removed (Fig. 5A). When
tranilast was included in the patch pipette to inhibit TRPV2
channels, application of negative pressure failed to elicit any
increase in stretch-activated cation current activity (Fig. 5B). To
more specifically investigate the involvement of TRPV2
channels in stretch-activated cation currents in retinal VSMCs,
we adopted a blocking antibody approach. When the patch
pipettes were back-filled with a specific pore-blocking TRPV2
antibody raised against an extracellular epitope of the channel
(1:100; Alomone ACC-039),46 no significant increase in cation
current activity was observed upon direct membrane stretch
(Fig. 5C). As a negative control, we also tested the effects of a
TRPV2 antibody targeted to an intracellular epitope of the
channel (1:100; Millipore PC421). In the presence of this
antibody, stretch-induced cation currents were still observed
that were not significantly different to those recorded in
normal control arterioles (Fig. 5D; P > 0.05). In separate
experiments, membrane patches were exposed via the patch
pipette to the TRPV2 agonist D9-tetrahydrocannabinol (D9-
THC)47 in the absence of any membrane stretch. Basal
transient cation current activity was increased >20-fold
compared to membrane patches not exposed to D9-THC and
resembled that evoked by stretching of the membrane (Fig.
5E). These findings provide further evidence that functional
TRPV2 channels are present on the plasma membrane of
retinal VSMCs and that these channels can be directly activated
by membrane stretch.

To investigate the possible contribution of TRPV2 channels
to the myogenic constriction of retinal arterioles directly, we
carried out pressure myography experiments. Isolated arteri-
oles were preincubated for 1 hour with pore-blocking or
control TRPV2 antibodies and then cannulated and pressurized
to 40 mm Hg to enable assessment of myogenic tone
development. The development of myogenic tone was
effectively abolished in vessels preincubated with TRPV2
pore-blocking antibodies (Fig. 6), demonstrating a requirement
for TRPV2 in the myogenic response to pressure. In contrast,
vessels exposed to the TRPV2 control antibodies developed a
level of myogenic tone no different from that previously

reported for these vessels (Fig. 6).12,40 Once the myogenic
constriction had fully developed and stabilized in vessels
exposed to the TRPV2 control antibodies (~15 minutes after
pressurization), tranilast was applied in order to examine the
involvement of TRPV2 channels in setting basal levels of
myogenic tone. Tranilast caused a significant dilation of these
vessels (Fig. 6), further confirming an important functional role
for TRPV2 channels in the pressure-induced constriction of
retinal arterioles. Application of tranilast to vessels preincu-
bated with the pore-blocking TRPV2 antibodies was without
effect (Fig. 6). To further substantiate our findings with
tranilast, we undertook separate experiments to confirm that
this drug was not having any off-target effects on other known
myogenic signaling components in these vessels. In particular,
we have previously shown that both Ca2þ release from

FIGURE 4. Hypotonic stretch-induced whole-cell cation currents are
consistent with TRPV2 and not TRPP1 activation. (Ai) Representative
whole-cell currents elicited by 1-second voltage ramps from�80 toþ80
mV recorded first in isotonic and then in hypotonic Naþ-containing
external solutions (Supplementary Table S3 in the online-only Data
Supplement, solutions A1 and A2). (Aii) Pooled data showing
significant current activation by hypotonic solution at �80 and þ80
mV (n ¼ 10). (B) Equivalent whole-cell recordings (i) and summary
data (ii) to those presented in A, but using isotonic and hypotonic
external solutions where Naþ was substituted by Csþ (Supplementary
Table S3 in the online-only Data Supplement, solutions A3 and A4; n¼
10 in Bii). Inset in Bii, summary bar chart showing that the amplitude
of the hypotonic-induced current (difference current between isotonic
and hypotonic conditions) at �80 mV did not differ significantly
regardless of whether Naþ or Csþ were used as charge carriers. (Ci)
Typical whole-cell current traces from voltage ramps elicited in Naþ

containing isotonic and hypotonic solutions in the presence of the
TRPV2 antagonist, tranilast (TNL; 100 lM). (Cii) Mean data showing
that in the presence of tranilast hypotonic solution failed to evoke
significant current activation at �80 andþ80 mV (n¼ 8).

TABLE 3. Summary of MechanoTRP Channel Protein Expression and
Localization in Retinal VSMCs

MechanoTRP

Channel Plasma Membrane Cytoplasm Nucleus

TRPC1 þ þþ þ
TRPM7 þ þ þ
TRPP1 þ þþ þ
TRPV1 þ þþ þ
TRPV2 þþ þ þ
TRPV4 þ þ þþ

þ and þþ indicate positive expression with þþ indicating higher
levels.
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FIGURE 5. Mechanical stretch activates TRPV2-mediated cation currents. (Ai) Representative on-cell patch-clamp recording from a retinal VSMC
showing changes in cation current activity as negative pressure (�45 mm Hg) was applied to the back of the patch pipette. (Aii) Magnification of
current traces in Ai showing stretch-activated cation current activity on a much faster time base. (Aiii) Summary data showing the mean integrated
current density before and during membrane stretch (n¼14 patches). (B) Corresponding on-cell patch-clamp traces (i, ii) and summary data (iii) to
those shown in A, but with the TRPV2 inhibitor, tranilast (100 lM), included in the patch pipette (n ¼ 10 patches in Biii). Tranilast completely
inhibited the induction of cation current activity during membrane stretch. (C, D) On-cell patch clamp measurements (i, ii) during direct membrane
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intracellular stores through ryanodine receptors (RyR) and
Ca2þ influx via voltage-dependent Ca2þ channels are critically
involved in the myogenic constriction of retinal arterioles.12,40

As shown in Supplementary Figure S2, tranilast had no effect
on RyR-mediated Ca2þ release or voltage-dependent Ca2þ influx
in these vessels as assessed using caffeine and high Kþ

solutions, respectively.

DISCUSSION

This study has provided clear evidence suggesting that TRPV2
is the principal mechanoTRP channel that underlies stretch-
dependent cation current activity and myogenic vasoconstric-
tion in retinal arterioles. Our results concur with previous
studies suggesting that TRPV2 can act as a stretch sensor in
VSMCs and contribute to cation currents and [Ca2þ]i rises
evoked by hypotonic stimulation.22 They contrast, however,
with studies in cerebral arteries, where TRPC6, TRPM4, and
TRPP1 channels have been implicated as the major pathways

for stretch-dependent cation influx and myogenic vasoregula-
tion.7,8,21 In this and previous work, we have been unable to
detect TRPC6 and TRPM4 at the mRNA level in retinal
arterioles (Fig. 1 and Ref. 24) and our electrophysiological
data were inconsistent with the involvement of TRPP1 (PKD2)
channels in mediating stretch-activated cation currents in
retinal VSMCs (Fig. 4). These differences suggest that stretch-
sensing mechanisms may vary in VSMCs of different vascular
beds or in different segments of the circulation, given that we
have studied microcirculatory vessels as opposed to larger
resistance arteries.

We were surprised to find that VSMCs of retinal arterioles
express numerous TRP channels previously implicated in
mechanotransduction (Tables 2 and 3), yet only TRPV2
appeared to contribute to hypotonic stretch-induced Ca2þ

influx and cation currents in these cells. Perhaps under
different experimental conditions such as hypoxia or under
in vivo conditions, these other channels may also participate in
mechanotransduction. Our results, however, are in agreement

stretch in the presence of pore-blocking (C; 1:100; Alomone ACC-039) or negative control (D; 1:100; Millipore PC421) anti-TRPV2 antibodies in the
patch pipette. (C, Diii) Pooled data showing that the activation of stretch-activated cation currents was prevented by exposure to the pore-blocking
(n¼ 10 patches), but not the negative control anti-TRPV2 antibodies (n ¼ 7 patches). (E) Typical on-cell patch-clamp recording with the TRPV2
agonist, D9THC (10 lM), included in the patch pipette. (Eii) Expanded insets of D9THC-stimulated cation current activity. (Eiii) Summary of the
effects of D9THC on current activity compared with control patches in the absence of this drug (control, n¼ 19 patches; D9THC, n¼ 9 patches).

FIGURE 6. Effects of TRPV2 channel blockade on myogenic vasoconstriction. (A) Representative traces showing the effects of pore-blocking (1:100;
Alomone ACC-039) and negative control (1:100; Millipore PC421) anti-TRPV2 antibodies on myogenic tone development in isolated retinal
arterioles. The TRPV2 inhibitor, tranilast (100 lM), was added 15 minutes after pressurization. (B) Mean diameter data (normalized to the maximum
passive diameter) showing that the anti-TRPV2 pore-blocking antibodies abolished myogenic tone development and that tranilast caused a
significant dilation of arterioles exposed to the negative control antibodies under conditions of steady-state myogenic tone (n¼11 for both groups).
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with previous reports showing that although TRPC1 may be
stretch-sensitive when expressed in heterologous systems,48

data from TRPC1 knockout mice have indicated that these
channels do not seem to contribute significantly to stretch-
activated cation currents in VSMCs.49 It is important to
emphasize that many of the putative mechanoTRP channels
that we have identified as being expressed in retinal VSMCs are
known to be multimodal in their activation mechanisms and
therefore could be playing other important functional roles.
TRPC1, for example, has been proposed to act as a store-
operated Ca2þ entry channel in some types of VSMCs,28 while
TRPM7 has been characterized as a constitutively active
channel that plays a critical role in Mg2þ homeostasis in
various tissues, including VSMCs.50 In retinal arterioles, TRPP1
and TRPV1 were found to be mainly localized to cytosolic
regions of the VSMCs, and it is therefore of relevance that both
of these channels have previously been shown to reside on
intracellular organelles and mediate Ca2þ release upon agonist
stimulation.43,51 In cerebral VSMCs, endothelium-derived
arachidonic acid metabolites (e.g., 11, 12 epoxyeicosatrienoic
acid) have been identified as an important pathway for plasma
membrane TRPV4 channel activation, which stimulates vaso-
relaxation through a RyR/BK channel dependent mechanism.52

In retinal VSMCs, we found that the majority of the TRPV4
immunolabeling co-localized with the cell nuclei (Fig. 2G).
Likewise, some co-localization of other TRP channels with
VSMC nuclei was also apparent (Fig. 2; Table 3). Such findings
are not completely unprecedented as we and others have
previously reported nuclear co-localization of TRPV channels
in various cell types including the vascular endothelium.38,53,54

Whether these channels play a functional role in the nucleus,
however, remains unknown. Our current findings open up
numerous new avenues for future research that could improve
our understanding of the physiological function of TRP
channels in the retinal microcirculation.

Our evidence that TRPV2 is the principal mechanoTRP
channel involved in mediating stretch-dependent cation influx
and myogenic vasoconstriction in retinal arterioles is support-
ed by a number of observations: (1) TRPV2 message was
detected in isolated retinal arterioles by RT-PCR; (2) confocal
microscopy revealed strong plasma membrane localization of
TRPV2 protein in retinal VSMCs; (3) hypotonic stretch-induced
Ca2þ influx and cation currents displayed pharmacological and
permeability properties consistent with TRPV2 (and not other
potential mechanoTRP channels); (4) direct plasma membrane
stretch during on-cell recording evoked transient cation
current activity that could be blocked by inhibition of TRPV2
using tranilast or pore-blocking antibodies, and resembled that
produced by the TRPV2 activator, D9-THC; and (5) TRPV2
pore-blocking antibodies prevented the development of
myogenic tone in retinal arterioles and tranilast caused dilation
of myogenically active vessels. Reconstitution of homotetra-
meric TRPV2 in liposomes has been reported to result in a
channel with a conductance of 304 6 4 pS using Kþ as the
charge carrier.55 In the present study, we were unable to
definitively establish a single-channel conductance from our
on-cell patch-clamp recordings due to the highly transient
nature of the events and the absence of any obvious unitary
current levels (Fig. 5). Nevertheless, the flickering behavior of
the currents recorded, characterized by extremely short dwell
times, correspond closely with the TRPV2 currents recorded in
reconstituted liposomes and are almost identical to those
attributed to TRPV2 channels elicited by stretch in aortic
myocytes.22 Future studies using TRPV2 knockout animals will
not only enable us to further explore the involvement of
TRPV2 channels in myogenic signaling in the retinal vascula-
ture, but also allow us to investigate their role in modulating
blood flow autoregulation in vivo.

An important question that arises from this study is, how
are retinal VSMC TRPV2 channels activated by stretching of the
plasma membrane? Although the present study does not
directly address this question, some useful insights may be
gleaned from the existing literature. Recent work has
suggested that TRPV2 channels may be activated by stretch
via multiple mechanisms, including direct mechanical gating of
the channel and stretch-induced translocation of TRPV2 from
intracellular compartments to the plasma membrane through a
phosphatidylinositol 3-kinase-dependent pathway.56 In the
present study, the speed of onset of stretch-induced TRPV2
channel activation in retinal VSMCs (3–10 seconds; see for
example, Fig. 5) would appear most consistent with a direct
mechanical gating mechanism, although stretch-induced traf-
ficking of TRPV2 to the plasma membrane cannot be
completely discounted. Another possibility is that plasma
membrane bound TRPV2 channels in retinal VSMCs may not
be directly mechanosensitive, but rather activated by one or
more upstream signaling pathways that act to initially detect
the stretch. In support of this idea, in cerebral VSMCs, opening
of TRPM4 channels during stretch has been linked to the
activation of a local signaling network involving AT1 receptors,
PLCc1, TRPC6, and Ca2þ release from IP3 sensitive Ca2þ

stores.57 At present, little is known about the effects of
intracellular signaling molecules on TRPV2 channel gating.
Such knowledge represents an important starting point if we
are to understand the possible involvement of upstream
signaling pathways in the activation of retinal VSMC TRPV2
channels during stretch.

In conclusion, our data have demonstrated an important
role for TRPV2 in the myogenic constriction of retinal
arterioles. The work provides an important platform for better
understanding the mechanisms involved in controlling retinal
blood flow autoregulation in health and its disruption in
disease. In the retina, loss of blood flow autoregulation is an
early event in the pathogenesis of diseases such as diabetic
retinopathy58,59 and glaucoma60 and it will therefore be of
interest in the future to investigate if changes in the expression
or functional activity of TRPV2 channels contribute to the
etiology of these diseases.

Acknowledgments

Supported by grants from the Biotechnology and Biological
Sciences Research Council (BB/I026359/1) and British Heart
Foundation (PG/11/94/29169).

Disclosure: M.K. McGahon, None; J.A. Fernández, None; D.P.
Dash, None; J. McKee, None; D.A. Simpson, None; A.V. Zholos,
None; J.G. McGeown, None; T.M. Curtis, None

References

1. Robinson F, Riva CE, Grunwald JE, Petrig BL, Sinclair SH.
Retinal blood flow autoregulation in response to an acute
increase in blood pressure. Invest Ophthalmol Vis Sci. 1986;
27:722–726.

2. Johnson PC. Autoregulation of blood flow. Circ Res. 1986;59:
483–495.

3. Hill MA, Meininger GA. Arteriolar vascular smooth muscle
cells: mechanotransducers in a complex environment. Int J

Biochem Cell Biol. 2012;44:1505–1510.

4. Hwa JJ, Bevan JA. Stretch-dependent (myogenic) tone in rabbit
ear resistance arteries. Am J Physiol. 1986;250:H87–H95.

5. Meininger GA, Davis MJ. Cellular mechanisms involved in the
vascular myogenic response. Am J Physiol. 1992;263:H647–
H659.

TRPV2 Contributes to Myogenic Constriction IOVS j October 2016 j Vol. 57 j No. 13 j 5645

Downloaded From: http://iovs.arvojournals.org/pdfaccess.ashx?url=/data/Journals/IOVS/935768/ on 10/28/2016



6. Davis MJ. Perspective: physiological role(s) of the vascular
myogenic response. Microcirculation. 2012;19:99–114.

7. Earley S, Waldron BJ, Brayden JE. Critical role for transient
receptor potential channel TRPM4 in myogenic constriction of
cerebral arteries. Circ Res. 2004;95:922–929.

8. Welsh DG, Morielli AD, Nelson MT, Brayden JE. Transient
receptor potential channels regulate myogenic tone of
resistance arteries. Circ Res. 2002;90:248–250.

9. Murphy TV, Spurrell BE, Hill MA. Cellular signalling in
arteriolar myogenic constriction: involvement of tyrosine
phosphorylation pathways. Clin Exp Pharmacol Physiol.
2002;29:612–619.

10. Davis MJ, Hill MA. Signaling mechanisms underlying the
vascular myogenic response. Physiol Rev. 1999;79:387–423.

11. Wesselman JP, VanBavel E, Pfaffendorf M, Spaan JA. Voltage-
operated calcium channels are essential for the myogenic
responsiveness of cannulated rat mesenteric small arteries. J

Vasc Res. 1996;33:32–41.

12. Fernandez JA, McGahon MK, McGeown JG, Curtis TM. CaV3.1
T-Type Ca2þ channels contribute to myogenic signaling in rat
retinal arterioles. Invest Ophthalmol Vis Sci. 2015;56:5125–
5132.

13. Davis MJ, Donovitz JA, Hood JD. Stretch-activated single-
channel and whole cell currents in vascular smooth muscle
cells. Am J Physiol. 1992;262:C1083–C1088.

14. Wu X, Davis MJ. Characterization of stretch-activated cation
current in coronary smooth muscle cells. Am J Physiol Heart

Circ Physiol. 2001;280:H1751–H1761.

15. Schubert R, Brayden JE. Stretch-activated cation channels and
the myogenic response of small arteries. In: Kamkin A,
Kiseleva I, eds. Mechanosensitivity in Cells and Tissues.
Moscow: Academia; 2005.

16. Ramsey IS, Delling M, Clapham DE. An introduction to TRP
channels. Annu Rev Physiol. 2006;68:619–647.

17. Pedersen SF, Nilius B. Transient receptor potential channels in
mechanosensing and cell volume regulation. Methods Enzy-

mol. 2007;428:183–207.

18. Inoue R, Jian Z, Kawarabayashi Y. Mechanosensitive TRP
channels in cardiovascular pathophysiology. Pharmacol Ther.
2009;123:371–385.

19. Corey DP, Garcia-Anoveros J, Holt JR, et al. TRPA1 is a
candidate for the mechanosensitive transduction channel of
vertebrate hair cells. Nature. 2004;432:723–730.

20. Earley S, Gonzales AL, Crnich R. Endothelium-dependent
cerebral artery dilation mediated by TRPA1 and Ca2þ-
Activated Kþ channels. Circ Res. 2009;104:987–994.

21. Narayanan D, Bulley S, Leo MD, et al. Smooth muscle cell
transient receptor potential polycystin-2 (TRPP2) channels
contribute to the myogenic response in cerebral arteries. J

Physiol. 2013;591:5031–5046.

22. Muraki K, Iwata Y, Katanosaka Y, et al. TRPV2 is a component
of osmotically sensitive cation channels in murine aortic
myocytes. Circ Res. 2003;93:829–838.

23. Scholfield CN, Curtis TM. Heterogeneity in cytosolic calcium
regulation among different microvascular smooth muscle cells
of the rat retina. Microvasc Res. 2000;59:233–242.

24. McGahon MK, McKee J, Dash DP, et al. Pharmacological
profiling of store-operated Ca2þ entry in retinal arteriolar
smooth muscle. Microcirculation. 2012;19:586–597.

25. McGahon MK, Dash DP, Arora A, et al. Diabetes downregulates
large-conductance Ca2þ-activated potassium beta 1 channel
subunit in retinal arteriolar smooth muscle. Circ Res. 2007;
100:703–711.

26. McGahon MK, Dawicki JM, Arora A, et al. Kv1.5 is a major
component underlying the A-type potassium current in retinal
arteriolar smooth muscle. Am J Physiol Heart Circ Physiol.
2007;292:H1001–H1008.

27. Grynkiewicz G, Poenie M, Tsien RY. A new generation of Ca2þ
indicators with greatly improved fluorescence properties. J

Biol Chem. 1985;260:3440–3450.

28. Xu SZ, Beech DJ. TrpC1 is a membrane-spanning subunit of
store-operated Ca(2þ) channels in native vascular smooth
muscle cells. Circ Res. 2001;88:84–87.

29. Du LL, Wang L, Yang XF, et al. Transient receptor potential-
canonical 1 is essential for environmental enrichment-induced
cognitive enhancement and neurogenesis [published online
ahead of print February 24, 2016]. Mol Neurobiol. doi:10.
1007/s12035-016-9758-9

30. Qin X, Yue Z, Sun B, et al. Sphingosine and FTY720 are potent
inhibitors of the transient receptor potential melastatin 7
(TRPM7) channels. Br J Pharmacol. 2013;168:1294–1312.

31. Pottosin I, Delgado-Enciso I, Bonales-Alatorre E, Nieto-Pesca-
dor MG, Moreno-Galindo EG, Dobrovinskaya O. Mechanosen-
sitive Ca(2)(þ)-permeable channels in human leukemic cells:
pharmacological and molecular evidence for TRPV2. Biochim

Biophys Acta. 2015;1848:51–59.

32. Pelucchi B, Aguiari G, Pignatelli A, et al. Nonspecific cation
current associated with native polycystin-2 in HEK-293 cells. J

Am Soc Nephrol. 2006;17:388–397.

33. Bevan S, Hothi S, Hughes G, et al. Capsazepine: a competitive
antagonist of the sensory neurone excitant capsaicin. Br J

Pharmacol. 1992;107:544–552.

34. McGarvey LP, Butler CA, Stokesberry S, et al. Increased
expression of bronchial epithelial transient receptor potential
vanilloid 1 channels in patients with severe asthma. J Allergy

Clin Immunol. 2014;133:704–712.

35. Nie L, Oishi Y, Doi I, Shibata H, Kojima I. Inhibition of
proliferation of MCF-7 breast cancer cells by a blocker of
Ca(2þ)-permeable channel. Cell Calcium. 1997;22:75–82.

36. Hisanaga E, Nagasawa M, Ueki K, Kulkarni RN, Mori M, Kojima
I. Regulation of calcium-permeable TRPV2 channel by insulin
in pancreatic beta-cells. Diabetes. 2009;58:174–184.

37. Everaerts W, Zhen X, Ghosh D, et al. Inhibition of the cation
channel TRPV4 improves bladder function in mice and rats
with cyclophosphamide-induced cystitis. Proc Natl Acad Sci U

S A. 2010;107:19084–19089.

38. Monaghan K, McNaughten J, McGahon MK, et al. Hypergly-
cemia and diabetes downregulate the functional expression of
TRPV4 channels in retinal microvascular endothelium. PLoS

One. 2015;10:e0128359.

39. McGahon MK, Dawicki JM, Scholfield CN, McGeown JG,
Curtis TM. A-type potassium current in retinal arteriolar
smooth muscle cells. Invest Ophthalmol Vis Sci. 2005;46:
3281–3287.

40. Kur J, Bankhead P, Scholfield CN, Curtis TM, McGeown JG.
Ca(2þ) sparks promote myogenic tone in retinal arterioles. Br

J Pharmacol. 2013;168:1675–1686.

41. Fernandez JA, Bankhead P, Zhou H, McGeown JG, Curtis TM.
Automated detection and measurement of isolated retinal
arterioles by a combination of edge enhancement and cost
analysis. PLoS One. 2014;9:e91791.

42. Caterina MJ, Rosen TA, Tominaga M, Brake AJ, Julius D. A
capsaicin-receptor homologue with a high threshold for
noxious heat. Nature. 1999;398:436–441.

43. Koulen P, Cai Y, Geng L, et al. Polycystin-2 is an intracellular
calcium release channel. Nat Cell Biol. 2002;4:191–197.

44. Vassilev PM, Guo L, Chen XZ, et al. Polycystin-2 is a novel
cation channel implicated in defective intracellular Ca(2þ)
homeostasis in polycystic kidney disease. Biochem Biophys

Res Commun. 2001;282:341–350.

45. Nilius B, Eggermont J, Voets T, Buyse G, Manolopoulos V,
Droogmans G. Properties of volume-regulated anion channels
in mammalian cells. Prog Biophys Mol Biol. 1997;68:69–119.

TRPV2 Contributes to Myogenic Constriction IOVS j October 2016 j Vol. 57 j No. 13 j 5646

Downloaded From: http://iovs.arvojournals.org/pdfaccess.ashx?url=/data/Journals/IOVS/935768/ on 10/28/2016



46. Lorin C, Vogeli I, Niggli E. Dystrophic cardiomyopathy: role of
TRPV2 channels in stretch-induced cell damage. Cardiovasc

Res. 2015;106:153–162.

47. Qin N, Neeper MP, Liu Y, Hutchinson TL, Lubin ML, Flores CM.
TRPV2 is activated by cannabidiol and mediates CGRP release
in cultured rat dorsal root ganglion neurons. J Neurosci. 2008;
28:6231–6238.

48. Maroto R, Raso A, Wood TG, Kurosky A, Martinac B, Hamill OP.
TRPC1 forms the stretch-activated cation channel in vertebrate
cells. Nat Cell Biol. 2005;7:179–185.

49. Dietrich A, Kalwa H, Storch U, et al. Pressure-induced and
store-operated cation influx in vascular smooth muscle cells is
independent of TRPC1. Pflugers Arch. 2007;455:465–477.

50. He Y, Yao G, Savoia C, Touyz RM. Transient receptor potential
melastatin 7 ion channels regulate magnesium homeostasis in
vascular smooth muscle cells: role of angiotensin II. Circ Res.
2005;96:207–215.

51. Lotteau S, Ducreux S, Romestaing C, Legrand C, Van CF.
Characterization of functional TRPV1 channels in the sarco-
plasmic reticulum of mouse skeletal muscle. PLoS One. 2013;
8:e58673.

52. Earley S, Heppner TJ, Nelson MT, Brayden JE. TRPV4 forms a
novel Ca2þ signaling complex with ryanodine receptors and
BKCa channels. Circ Res. 2005;97:1270–1279.

53. Chung MK, Lee H, Mizuno A, Suzuki M, Caterina MJ. TRPV3
and TRPV4 mediate warmth-evoked currents in primary
mouse keratinocytes. J Biol Chem. 2004;279:21569–21575.

54. Zhao Y, Huang H, Jiang Y, et al. Unusual localization and
translocation of TRPV4 protein in cultured ventricular
myocytes of the neonatal rat. Eur J Histochem. 2012;56:e32.

55. Huynh KW, Cohen MR, Chakrapani S, Holdaway HA, Stewart
PL, Moiseenkova-Bell VY. Structural insight into the assembly
of TRPV channels. Structure. 2014;22:260–268.

56. Nagasawa M, Kojima I. Translocation of TRPV2 channel
induced by focal administration of mechanical stress. Physiol

Rep. 2015;3.

57. Gonzales AL, Yang Y, Sullivan MN, et al. A PLCgamma1-
dependent, force-sensitive signaling network in the myogenic
constriction of cerebral arteries. Sci Signal. 2014;7:ra49.

58. Kohner EM, Patel V, Rassam SM. Role of blood flow and
impaired autoregulation in the pathogenesis of diabetic
retinopathy. Diabetes. 1995;44:603–607.

59. Curtis TM, Gardiner TA, Stitt AW. Microvascular lesions of
diabetic retinopathy: clues towards understanding pathogen-
esis? Eye (Lond). 2009;23:1496–1508.

60. Cherecheanu AP, Garhofer G, Schmidl D, Werkmeister R,
Schmetterer L. Ocular perfusion pressure and ocular blood
flow in glaucoma. Curr Opin Pharmacol. 2013;13:36–42.

TRPV2 Contributes to Myogenic Constriction IOVS j October 2016 j Vol. 57 j No. 13 j 5647

Downloaded From: http://iovs.arvojournals.org/pdfaccess.ashx?url=/data/Journals/IOVS/935768/ on 10/28/2016


	t01
	f01
	t02
	f02
	f03
	f04
	t03
	f05
	f06
	b01
	b02
	b03
	b04
	b05
	b06
	b07
	b08
	b09
	b10
	b11
	b12
	b13
	b14
	b15
	b16
	b17
	b18
	b19
	b20
	b21
	b22
	b23
	b24
	b25
	b26
	b27
	b28
	b29
	b30
	b31
	b32
	b33
	b34
	b35
	b36
	b37
	b38
	b39
	b40
	b41
	b42
	b43
	b44
	b45
	b46
	b47
	b48
	b49
	b50
	b51
	b52
	b53
	b54
	b55
	b56
	b57
	b58
	b59
	b60

