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Abstract: Calcium/voltage-activated potassium channels (BK) control smooth muscle (SM) tone
and cerebral artery diameter. They include channel-forming « and regulatory 3; subunits, the
latter being highly expressed in SM. Both subunits participate in steroid-induced modification
of BK activity: ;1 provides recognition for estradiol and cholanes, resulting in BK potentiation,
whereas « suffices for BK inhibition by cholesterol or pregnenolone. Aldosterone can modify cerebral
artery function independently of its effects outside the brain, yet BK involvement in aldosterone’s
cerebrovascular action and identification of channel subunits, possibly involved in steroid action,
remains uninvestigated. Using microscale thermophoresis, we demonstrated that each subunit
type presents two recognition sites for aldosterone: at 0.3 and >10 uM for « and at 0.3-1 uM and
>100 uM for ;. Next, we probed aldosterone on SM BK activity and diameter of middle cerebral
artery (MCA) isolated from B17 vs. wt mice. Data showed that ; leftward-shifted aldosterone-
induced BK activation, rendering EC5y~3 uM and ECpjax > 10 uM, at which BK activity increased
by 20%. At similar concentrations, aldosterone mildly yet significantly dilated MCA indepen-
dently of circulating and endothelial factors. Lastly, aldosterone-induced MCA dilation was lost in
17 mice. Therefore, 31 enables BK activation and MCA dilation by low uM aldosterone.

Keywords: microscale thermophoresis; patch-clamp; steroids; MaxiK channel; KCNMB1; vascular
smooth muscle; middle cerebral artery; mouse

1. Introduction

Direct molecular interaction between lipids and ion channel proteins and its con-
tribution to physiology, pathology, and drug development for therapeutics constitutes
growing areas of investigation [1-6]. In particular, direct ion channel-lipid interactions
have been reported to regulate the activity of Ca?*/voltage-gated, big conductance K*
(BK) channels (reviewed in [7-9]). In vascular smooth muscle (SM), BK channel activation
and inhibition lead to SM relaxation with eventual vasodilation and SM constriction with
eventual vasoconstriction, respectively (reviewed in [10]). The vascular SM BK channel
phenotype is basically determined by the tetrameric association of channel-forming «
subunits (encoded by KCNMAL1 or Slol in mammals; also termed slol proteins) and small
(two transmembrane domain; TM), regulatory subunits of 31 type [11,12] (Figure 1A).

The latter is highly expressed in vascular SM while poorly expressed in most other
tissues [10]. Thus, BK (1 suits the function of the vascular SM native channel to tissue-
specific physiology; B sensitizes BK slo1 channels to subsarcolemmal Ca?* levels found
near the BK channel upon depolarization, which causes this channel to increase activity and
thus generate outward K* current that negatively feeds back on depolarization-induced
SM contraction and facilitates relaxation and vasodilation [10,13,14].
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Figure 1. (A) Sketch of a BK channel heterodimer of « (slol) (orange) and generic 3 (types 1-4)
(green) subunits, with pore in the former between S5 and S6. Four heterodimers make the functional
BK channels expressed in most mammalian tissues. The effect of different steroids on BK channel
activity is shown, with the number of carbons in the steroid molecule and the BK subunit involved in
steroid action in parenthesis. EC: extracellular medium; IC: intracellular medium S: transmembrane
segment in «; RCK: regulator of conductance for K* domain; TM: transmembrane domain in {;
DHEA: dehydroepiandrosterone. (B) Structure of aldosterone (C21).

BK (31 subunits also embolden the resulting heteromeric channels with distinct sensi-
tivity to both exogenous and endogenous modulators [10,12]. In particular, 31 is required
for BK channel activation by physiological or supraphysiological (pathological/therapeutic)
concentrations of some steroids. For example, hydrophobic cholanes at concentrations
reached in circulation during pathologic states that cause spillover of bile acids from the
portal to the systemic circulation (10-100 M) evoke vasodilation by directly docking onto
a site that is unique to the $; TM2 [15,16]. In turn, pM levels of 173-estradiol lead to
BK channel activation through steroid recognition by a site different from the cholane
site [17]. In addition, {3 subunits other than 31 (3, and 33) endow heterologously expressed
recombinant BK channels to increase activity in response to the androstane DHEA and
the pregnane corticosterone [18]. In contrast, pregnenolone, another pregnane, inhibits BK
channels and thus constricts cerebral arteries at concentrations found following therapeutic
administration of pregnenolone (uM; discussed in [19]). Remarkably, pregnenolone actions
on SM BK and cerebral artery diameter are independent of 3 subunits. Rather, « subunits
suffice for steroid action [19]. Thus, whether 3; can endow BK channels with sensitivity to
pregnane steroids remains unknown. Lastly, cholesterol at concentrations found naturally
in mammalian membranes also reduces BK channel activity independently of regulatory
subunits [16,20] (Figure 1A). Moreovert, several Cholesterol-Recognition-Amino acid Con-
sensus (CRAC) motifs in the slol channel cytosolic tail domain have been identified as
mediators of cholesterol inhibitory action [21].

Similar to pregnenolone and corticosterone, aldosterone is a pregnane steroid
(Figure 1B). Aldosterone exerts a myriad of genomic and nongenomic actions in the kidney
and cardiovascular system to sustain proper homeostasis, largely through activation of
mineralocorticoid receptors (MRs) [22-24]). Several lines of evidence, however, point to
physiological or pathophysiological roles for aldosterone and MR in the brain and the
cerebrovasculature: (a) presence of aldosterone synthase (CYP11B2) mRNA and protein,
and functional MR in brain and cerebral blood vessels [23,25-28]; (b) patients with hyper-
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aldosteronism suffer stroke events more frequently than essential hypertensives despite
having lower blood pressure values [29,30]; (c) intracerebroventricular administration of
aldosterone/MR blockers (e.g., eplerenone) alters cerebrovascular function and stroke
outcome independently of changes in systemic blood pressure [24,31]. Likewise, aldos-
terone infusion into the fourth ventricle causes systemic effects independently of changes
in systemic blood pressure and kidney function [32]. Interestingly, genetic ablation of
BK channel 31 subunits leads to hyperaldosteronism and hypertension [33], the latter
being an independent risk factor for stroke [34]. Collectively, BK channel involvement in
aldosterone’s cerebrovascular actions and the participation of specific BK channel subunits
remain uninvestigated.

Combining microscale thermophoresis (MST) to determine aldosterone-BK subunit
binding, patch-clamp methods on native SM BK channels, and middle cerebral artery
(MCA) diameter determinations in the presence and absence of a functional endothelium in
wt vs. B17/" (KCNMBI17) mice, this study demonstrates that aldosterone (M) binds to both
o and {31 subunits. However, aldosterone is only able to activate SM BK channels in the
absence of 31 at very high concentrations (>>10 uM). However, 31 coexpression increases
aldosterone potency to activate SM BK channels, enabling this steroid to evoke a mild but
consistent MCA dilation at much lower concentrations, a steroid action that is independent
of endothelial and circulating factors.

2. Results
2.1. Aldosterone Binds onto BK a and By Subunits with Different Affinity

To address whether aldosterone may directly interact with SM BK channels and,
eventually, modify their activity, we first evaluated whether aldosterone actually bound
to the BK channel subunits (x and 1) that primarily determine the SM BK channel
phenotype [10]. We chose MST because this methodology is optimal for detecting and
quantifying biomolecule interactions by the thermophoretic detection of time-dependent
changes in conformation, charge, and size of a molecule as they are evoked by a binding
event [35]. We tested a wide concentration range of aldosterone (sub-uM-100 uM) that
spanned the concentration range (1 to tens of uM) reported for other vasoactive steroids
including cholanes, 173-estradiol complexed with albumin, and pregnenolone to bind /be
directly recognized by BK channels made of o £+ (31 subunits and, thus, modify channel
activity [17,19,36]. Thus, we plotted changes in fluorescence as function of temperature
for aldosterone and BK « subunits cloned from cerebrovascular SM (cbv1 isoform; [37])
(Figure 2A) or BK 31 subunits (Figure 2C). Aldosterone binding to o subunits at very high
concentrations (100 uM) is underscored by an evident leftward shift in the fluorescence—
temperature plot (Figure 2A). However, to detect binding events that may occur across
the whole aldosterone concentration range, we obtained two different parameters: the
start of thermal-induced conformational changes (onset) or peak change (inflection) events.
From these two parameters, we obtained the difference in temperature (delta, A) between
onset and inflection to identify aldosterone binding to cbvl (Figure 2B) or 3; subunits
(Figure 2D). The effects of aldosterone on onset and inflection of temperature-induced
conformational changes are shown in Figure S1. It is the delta parameter, however, that
best reflects ligand-driven changes in thermally-driven conformational changes folding of a
protein [38]. Thus, regarding BK o subunits, when compared to DMSO-containing controls
(see Material and Methods), aldosterone displayed a bimodal behavior with significant
changes in delta parameter at 0.3 uM and, further, concentration-dependent changes from
>3 uM aldosterone, with points obtained at 10 and 100 pM being significantly different
from controls (Figure 2B).
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Figure 2. Differential scanning fluorometry on isolated BK-associated proteins shows differential
binding of aldosterone. (A) Example of normalized traces from a single thermal unfolding run of
isolated BK « subunit (slo1; cbv1 isoform). In each run, protein samples were loaded in parallel
into multiple capillaries with various aldosterone concentrations. (B) Differences between onset
and inflection point of averaged cbv1 curves show significant differences in unfolding at 0.3, 10,
and 100 uM aldosterone. Average values reflect data from no fewer than three runs representing
biological replicates. (C) Example of normalized traces from a single thermal unfolding run of
isolated BK (3; subunit. As in (B), during one run, protein samples were loaded in parallel into
multiple capillaries with various aldosterone concentrations. (D) Differences between onset and
inflection point of averaged (3; curves show a significant difference at 0.3 and at 100 uM aldosterone.
* p < 0.05 unless otherwise stated. Average values reflect data from no fewer than three runs
representing biological replicates.

These results can be interpreted as aldosterone interacting with two binding sites in
the BK « subunit of high affinity, which recognizes 0.3 M aldosterone, and of low affinity,
which recognizes >3 uM aldosterone.

Regarding BK 31 subunits, aldosterone established binding events across all the range
of aldosterone concentrations, yet statistically significant differences (p < 0.05) from control
were only reached at 0.3 and 100 uM (Figure 2D). These data can be interpreted as BK
(31 subunits, as their « counterparts also provide binding to aldosterone via two sites of
different affinity: sub-uM to low-uM aldosterone, and >100 uM aldosterone.
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2.2. Activation of Cerebrovascular Smooth Muscle BK Channels by uM Aldosterone Requires BK
B1 Subunits

To address the functional consequences of aldosterone differential binding to BK «
and (31 subunits, we conducted single-channel resolution patch-clamp studies to determine
aldosterone action on the steady-state activity of native channels from MCA SM cells
isolated from KCNMB1™/~ (i.e., B1-missing) vs. their wt counterparts (C57BL/6). Each
concentration of aldosterone and its corresponding DMSO-containing control solution
were applied to a different SM membrane patch through bath perfusion (see Methods)
(a) only after several min of patch excision from the cell, and (b) only for a few min to avoid
contribution of cell metabolism to, and desensitization in, aldosterone action, respectively.
The bath solution contained M levels of free Ca%* (see Methods), which are reached in
the vicinity of the BK channel in cerebrovascular SM to effectively render channel acti-
vation [39]. For studies in isolated SM cells (this section) and cerebral artery segments
(next section), we chose MCA because (1) this artery perfuses more cerebral territories
than the other branches of Willis” circle [40,41]; (2) MCA tone and diameter modifica-
tions are associated with numerous cerebrovascular, including ischemic, disorders [42—44];
(3) CA has been used in previous studies documenting aldosterone and/or MR-mediated
cerebrovascular actions independently of changes in systemic blood pressure, including
MCA remodeling [45-47]. MCA autoregulation disruption and increased BF velocity were
related to increased aldosterone levels in humans [48]; (4) MCA segments and isolated SM
cells were used in our previous studies documenting direct modulation of cerebrovascular
SM BK channels by other steroids, including lithocholate [36], pregnenolone [19], and
cholesterol [49]. Thus, BK channel recordings (time-expanded traces shown in Figure 52)
obtained in KCNMB17- mouse MCA SM cells show that aldosterone evoked a small in-
crease in BK NPo (10% over control) only when applied at 100 pM (Figure 3A). Moreover,
averaged data show that this steroid failed to increase BK channel activity across a wide
range of smaller concentrations (0.03-10 M) in MCA SM cells from KCNMBI17- mouse
(Figure 3B). Comparison of functional data in this mouse model with aldosterone binding
to o subunits (Figure 2B) suggests that high-affinity binding site for aldosterone identified
in these channel-forming proteins has no functional impact on BK steady-state activity. In
turn, the low-affinity site for aldosterone (10-100 uM) in the BK « subunit (Figure 2B) could
play some role in the aldosterone-induced minor increase in NPo (Figure 3B) observed in
MCA SM from KCNMB17 mouse, as this aldosterone action was evoked under conditions
that rule out involvement of cell integrity, metabolism, and freely diffusible cytosolic sig-
naling molecules. At this very high, sub-mM aldosterone, however, we cannot rule out
that this increase in BK NPo could be related to lipid-mediated mechanisms secondary to
aldosterone insertion into the lipid bilayer [50], a topic that is beyond our current focus on
direct steroid binding to BK proteins. As discussed elsewhere [51] for cholesterol, however,
lipid-mediated and protein subunit binding-mediated mechanisms in steroid action on
transmembrane receptors should not be considered mutually exclusive.

Figure 3C shows representative channel recordings from wt mouse SM cells. In these
cells, which express 31-containing native BK channels, aldosterone reversibly increased
NPo at a concentration (3 uM) that was ineffective to increase the steady-state activity of
(31-missing BK channels under identical conditions (Figure 3B). The effect of aldosterone on
wt BK channels was concentration-dependent, with EC5yp~3 pM and EC10~10 pM, at which
NPo increased 20% over control values (Figure 3D). Thus, the potency for aldosterone to
activate 31-containing BK is shifted leftward by two full log units when compared to that
of their 31-missing counterparts (Figure 3D vs. Figure 3B). Since aldosterone was applied
to I/O patches several min after patch-excision from the cell, this effect on channel steady-
state activity is independent of cell integrity, metabolism, and freely diffusible cytosolic
factors, including signaling downstream of MR activation. Rather, it involves aldosterone
interaction with the SM BK channel and/or its immediate proteolipid environment in the
native SM membrane. From comparing this electrophysiological outcome with binding data
(Figure 2D), both levels of analysis show aldosterone interactions at low uM, suggesting
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that aldosterone binding to 31 leads or, at least, contributes, to aldosterone activation of
(31-containing SM BK channels (see Discussion).
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Figure 3. Aldosterone activates smooth muscle BK channels from wt mouse middle cerebral artery
(MCA) in a concentration-dependent manner; this action is blunted in myocyte BK channels from
KCNMB17 mice. (A) Representative channel activity traces before (top), during (middle), and after
(bottom) application of 3 uM aldosterone to the cytosolic side of inside-out (I/O) patches from
KCNMB17* myocytes. (B) In these myocytes, channel steady-state activity (NPo) as a function of
aldosterone concentration shows a mild increase only at 100 pM. (C) Channel activity traces before
(top), during (middle), and after (bottom) application of 3 uM aldosterone to the cytosolic side
of I/0 patches from wt myocytes. (D) In wt cells, aldosterone action is concentration-dependent:
ECsp = 3 uM; ECpax = 10 uM. In (A,C): red dotted lines and an oblique red arrow indicate the

baseline (all channels closed).
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2.3. Aldosterone at Concentrations Well above Physiological Levels Mildly Dilates Middle Cerebral
Arteries Independently of Circulating, Metabolic, and Endothelial Factors, an Action That Requires

BK B1 Subunits

To determine any possible impact of direct BK channel-aldosterone interactions on
organ function, we addressed the effect of aldosterone on vessel diameter by probing
isolated, in vitro-pressurized MCA segments in presence and absence of endothelium
from both wt and KCNMB17" mice. Absence and presence of MCA endothelium was
pharmacologically determined as described in Material and Methods.

Following vessel-pressurization, bath application of 10 uM aldosterone evoked a
reversible dilation of de-endothelialized MCA from wt mice, upon which full contraction
in response to depolarizing 60 mM KCl solution was routinely conducted to check for
vessel contractility and, thus, viability (Figure 4C). Aldosterone action was concentration-
dependent (Figure 4D), with ECsy and ECyp in the same order of magnitude/that matched
those to evoke BK channel activation in wt mice MCA SM cells (Figure 3D). Figure 4D
shows that at ECyq, aldosterone caused a consistent but mild vessel dilation, with MCA
diameter increasing 2% over presteroid values. It should be noted, however, that flow is
linked to vessel radius, and thus diameter, by a fourth-power relationship [52], which will
transform a ~2% increase in diameter into an ~8.2 increase in local blood flow. As found
for BK channel activation, the dilation exerted by aldosterone on MCA from wt mice was
blunted in MCA from KCNMB17 mice (Figure 4A,B), underscoring the functional role of
regulatory 31 subunits in BK-channel-mediated aldosterone action on MCA SM, whether
evaluated at single-channel level or on organ function.

De-endothelialized arteries
KCNMB1” wild type

70 ui
Aldosterone
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Aldosterone
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Figure 4. Aldosterone mildly dilates in vitro pressurized, de-endothelialized middle cerebral arteries
(MCA) from wt mice but fails to do so in MCA from KCNMBI1”" mice. (A,B) Representative MCA
diameter traces from KCNMB17- mouse showing diameter changes in response to aldosterone or

depolarizing 60 mM KCl. (C,D) Corresponding results from wt mice show that aldosterone mildly
dilates MCA in a concentration-dependent manner.
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2.4. Endothelium Sustains Aldosterone-Induced Dilation of Mouse MCA

Lastly, we conducted experiments identical to those described in Section 2.3, yet we
preserved the endothelial layer before applying aldosterone. In intact MCA segments from
wt mice, aldosterone-induced dilation (Figure 5C,D) was similar to that observed in their
de-endothelialized counterparts (Figure 4C,D), underscoring that the key mediators of
aldosterone action (i.e., BK channels) reside in the vascular smooth muscle. Lastly, the
poor (if any) efficacy of aldosterone to modify MCA diameter in de-endothelialized MCA
from KCNMB17 mice (Figure 4A,B) was not modified by the presence of endothelium
(Figure 5A,B).
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Figure 5. In intact (+endothelium) middle cerebral arteries (MCA) from wt mice, aldosterone-
induced dilation is reduced when compared to that in de-endothelialized MCA (Figure 4).
(A,B) Representative MCA diameter traces from KCNMBI17/- mouse showing diameter changes
in response to aldosterone or depolarizing 60 mM KCl. (C,D) Corresponding results from wt mice
show a very small dilation by >0.3 uM aldosterone.

3. Discussion

Previous studies have documented a differential effect (activation vs. inhibition)
and distinct subunit participation in the modulation of heteromeric BK channels (i.e.,
o + different 3 types) by signaling steroids [16,18,19,36,53] These studies probed steroid
action on engineered BK channels of different subunit combinations and/or used com-
putational modeling that identified putative residues to be substituted in recombinant
channels and eventually shown to affect steroid action on the channel. Thus, it has been
claimed that a given steroid binds to a distinct BK subunit/site, although actual biochem-
ical binding was not proven. A single study [17] did show that HEK cells expressing
BK « + (31, but not those expressing « only, could “bind” (i.e., increased fluorescence)
10 uM estrogen, although the ligand under study was a fluorescein isothiocyanate-labeled
17B-estradiol covalently linked to albumin, not 173-estradiol itself. In the present study,
we used nanoscale differential fluorimetry to measure direct chemical binding between
an isolated BK subunit and the steroid molecule (aldosterone) itself. This method, which
detects temperature-driven unfolding of a protein based on the intensity of fluorescence
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that is intrinsic to Tyr, Trp, or Phe, was chosen because it does not require extra labeling
of the protein, thus allowing real-time measurements of protein folding in the absence
or presence of ligand of interest without interference by a label [54]. From parameter
A measurements (see Section 2.1), our data demonstrate for the first time steroid bind-
ing (aldosterone; range under study 0.3-100 uM) to o and 31 subunits directly, i.e., in
absence of each other, third party proteins, and membrane lipids. Our functional results
(from patch-clamp electrophysiology and evaluation of MCA diameter changes in vitro),
however, demonstrate that the presence of (3; is needed for pM aldosterone to increase
the activity of native MCA SM BK channels. Most effects of aldosterone in the body
are mediated through mineralocorticoid receptors (MR; members of the nuclear receptor
family) [55]. However, the conditions of our experiments (isolated membrane patches ex-
cised from MCA SM cells with recordings evoked several min after patch excision) indicate
that activation of 31-containing BK channels by aldosterone occurs independently of cell
integrity, metabolism, and cytosolic signaling. This steroid action, in turn, results in MCA
dilation, which is not significantly modulated by the endothelium (Figure 5D vs. Figure 4D).
It has been reported that acute block of MR by spironolactone increases the potency of
UTP to dilate MCA but does not alter MCA responses to SNP, which underscores the
ability of MR block to reduce endothelium-dependent, but not endothelium-independent,
MCA dilation [56]. Likewise, forearm venous occlusion plethysmography in humans
has demonstrated that I.V. aldosterone infusion attenuates endothelium-dependent va-
sodilatation (by acetylcholine), whereas endothelium-independent vasodilatation is not
affected [57]. Therefore, we speculate that any constriction due to aldosterone activation of
endothelial MR is not able to counteract the dilation that results from steroid activation of
SM BK channels. Collectively, our biochemical and functional data on isolated SM cells
and MCA segments, whether intact or de-endothelialized, are consistent with the idea
that aldosterone binding to 3; subunit proteins mediates, or at least participates in, the
electrophysiological and vasoactive actions of pM aldosterone in the MCA territory of the
mammalian brain vasculature.

The differential involvement of 31 vs. « subunits in aldosterone modulation of BK
channel function (i.e., mild activation of 31-missing channels at very high pM concen-
trations vs. activation of ;-containing channels by low M) resembles the molecular
pharmacology of bile acids and related cholanes on BK channels [36]. However, cholanes
and aldosterone differ both in potency and efficacy to activate 3;-containing BK channels:
ECsp = 46 and 3 puM for lithocholate and aldosterone, respectively, while maximal increase
in NPo reaches ~390 and ~125% of presteroid values for lithocholate and aldosterone,
respectively ([36] vs. data shown in current Figure 3D). Noteworthy, the “cholane site”
in 31 recognizes bean-shaped cholanes [15,58] that fit a rather convex area in TM2 de-
fined by Thr169 and the protruding Leul71 and Leul72 [16]. The rather flat nature of
the aldosterone molecule fails to stably dock onto this site, offering one plausible expla-
nation for the quantitative differences in the pharmacological responses of 31-containing
BK channels to aldosterone vs. lithocholate and structurally related cholanes. Consistent
with this interpretation, lithocholate close analogs with a flat-shaped molecule are highly
ineffective in activating (31-containing BK channels at concentrations < 100 pM [58]. In
turn, another two steroids with flat, rather than bean-shaped, structures, cholesterol and
pregnenolone (a pregnane steroid as aldosterone), do not directly activate BK channels but
robustly reduce channel activity, with o« subunits being sufficient for steroid action [19-21].
Present data show that aldosterone fails to do so (Figure 3B), highlighting the unique
profile of aldosterone regarding consequences of direct BK channel-steroid interactions.
Collectively, our present study underscores a heterogeneous structure-activity scenario in
steroid-BK channel subunit direct interactions: (a) the final effect on BK channel steady-
state activity and/or distinct subunit participation does not correlate with the number of
carbons in the steroid series, and (b) a given steroid group can produce (31-mediated activa-
tion or x-mediated inhibition. Indeed, inhibitors working via « include cholestanes (C27;
e.g., cholesterol), and activators via (31 include cholanes (C24; e.g., bile acids), pregnanes
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(C21; e.g., aldosterone), and estrogens (C18; e.g., 17B-estradiol) (Figure 1A). However, as
mentioned above, pregnenolone (a pregnane steroid as aldosterone) inhibits BK channels
via « subunits.

The organ and organismal consequences of BK channel targeting by uM steroid cannot
be generalized. For example, under physiological or therapeutic scenarios, it is unlikely that
173-estradiol reaches 10 uM, whether locally or systemically [59], a concentration reported
to bind and activate 31-containinig BK channels [17]. Under pathological conditions (e.g.,
severe portosystemic shunting), however, bile acids in systemic circulation do reach con-
centrations that activate SM BK channels and evoke vasodilation (see Discussion in [15]). In
turn, the neurosteroid pregnenolone may reach sub-uM levels locally following therapeutic
administration (reviewed in [19]). Regarding aldosterone in systemic serum, patients with
primary hyperaldosteronism and hypertension may reach at most 8 nM aldosterone [60].
While high levels of aldosterone may be associated with decreased cerebrovascular function
in hypertension, systemic aldosterone levels to evoke this effect also remain much lower
than uM [48]. Likewise, in humans admitted with acute ischemic stroke, the median aldos-
terone serum levels is 0.4 nM [61]. On the other hand, it should be noted that interaction of
BK 31 with uM cholanes [36] led to cholane site identification [16] in this subunit, followed
by ligand-base pharmacophore design [3] and identification of nonsteroidal compounds
that activated SM BK channels and thus evoked MCA dilation [19], with some activators
working at nM [6]. In an analogous route, identification of BK 31 as a direct aldosterone
functional target could lead to novel, more potent compounds of possible use to treat vas-
cular dysfunction and eventual cognitive dysfunction associated with aldosterone actions
on the brain vasculature, whether associated with hypertension or not [24,48,56].

4. Materials and Methods
4.1. Immunoprecipitation and Nanoscale Differential Scanning Fluorimetry

Chinese Hamster Ovarian (CHO) cells were purchased from Sigma-Aldrich (Sigma;
85051005; St. Louis, MO, USA). After pelleting, cells were lysed with Pierce IP lysis buffer
(ThermoScientific; 87787; Rockford, IL, USA) and 1% halt-protease inhibitor cocktail, EDTA-
free (100x) (ThermoScientific; 78425; Rockford, IL, USA). Low sonication was performed
to remove the membrane and to prevent foaming (4 times x 5 s, performed twice at
~2 sonication power). The lysate was then centrifuged at 21,100x g for 15 min. Once
completed, the supernatant was removed and placed on ice. Immunoprecipitation was
performed using a dynabeads protein G kit (Invitrogen; 10007D; Lithuania). Equal amounts
of dynabeads were added to separate tubes. Next, FLAG-tag antibody (Abclonal; AE092;
Woburn, MA, USA) was bound to the aliquoted dynabeads at a concentration of 30 ug, at
room temperature for 10 min. Bead antibody solution was removed, and the beads were
washed with washing buffer provided by the kit. Equal amounts of lysate were added
per tube so that similar amounts of protein were in each tube. Tubes were allowed to
incubate on a tube revolver rotator (ThermoScientific; 88881001; Rockford, IL, USA) at
room temperature for 1 h and 30 min. Then, lysates were removed, and beads were washed
3 times. After the third wash, beads were transferred to another tube to prevent potential
contamination from nonspecific proteins. Washing buffer was removed, and elution buffer
was added to remove protein from antibody. Then, 1M Tris-HCl (ThermoScientific; BP1757;
Fair Lawn, NJ, USA) was added to the elution buffer to adjust the solution pH to 7.4.
Aldosterone in DMSQO (see Chemicals below) stock was added to each tube for a final
concentration of 0.3, 1, 3, 10, or 100 uM. Identical DMSO concentrations were added to each
sample to account for potential DMSO-related differences. Eluted protein was added to
capillaries in triplicates for nanoscale differential scanning fluorimetry (nanoDSF). Once
all eluted protein samples were added, a temperature ramp was set to 1 °C/min between
15 and 95 °C. Analysis was conducted based on onset and inflection points from the built-
in Nanotemper PR Thermcontrol software. Concentration response curves (CRCs) were
created and fitted with a Boltzmann function of the type y = AL=42 4 A2 using Origin

1+ x—x0
2022 software (OriginLab; 2023b; OriginLab Corporation; Northa;npton, MA, USA).
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4.2. Isolation of Mouse Middle Cerebral Artery Segments and Individual Myocytes

Male 8-12-week-old C57BL6/] mice were purchased from Jackson Laboratories
(Bar Harbor, ME, USA) and acclimated for three days upon arrival. KCNMBI7 mice
were originally gifted by Dr. Robert Brenner (University of Texas Health Science Center,
San Antonio, TX, USA) and bred at UTHSC until reaching 8-12 weeks of age. Both mouse
strains were housed under 12/12 day-night cycle and subjected to standard husbandry
procedures according to the UTHSC Animal Care Unit. Once deeply anesthetized via
isoflurane inhalation, mice were immediately euthanized via decapitation with sharp scis-
sors. The brain was carefully removed, and MCAs were dissected out and placed onto
ice-cold dissociation medium (DM) with the following composition (mM): 0.16 CaCl,,
0.49 EDTA, 10 HEPES, 5 KCl, 0.5 KH,POy, 2 MgCl,, 110 NaCl, 0.5 NaH,PO4, 10 NaHCO;3,
0.02 phenol red, 10 taurine, and 10 glucose. Arteries were cut into 1-2 mm long segments
and placed into 3 mL of DM containing 0.03% papain, 0.05% bovine serum albumin (BSA),
and 0.004% dithiothreitol at 37 °C in a clear polystyrene tube (Falcon; Serial #352054).
Arterial segments were incubated and shaken in a water bath incubator at 37 °C for
10 min. Then, the tube with arteries was removed from the incubator and the supernatant
was discarded. The tissue was transferred to another polystyrene tube with 3 mL of DM con-
sisting of 0.06% soybean trypsin inhibitor, 0.05% BSA, and 2% collagenase (26.6 units/mL).
This tube was vortexed and returned to the shaking incubator for additional 10 min. Lastly,
the supernatant was removed after incubation, and a solution containing 3 mL of DM
and 0.06% soybean trypsin inhibitor was added. The tissue was pipetted using a series of
borosilicate Pasteur pipettes with decreasing internal diameter tips for obtaining individual
myocytes. The solution was gently vortexed and 0.06% BSA was added. Individual my-
ocytes (>5 myocytes/field using a 20x objective) could be visualized using an Olympus
IX-70 microscope (Olympus American Inc., Woodbury, NY, USA). The myocyte-containing
DM was stored on ice, and myocytes were viable for ~4 h after isolation.

4.3. Electrophysiology Data Acquisition and Analysis

BK channel currents were recorded from excised I/O patches obtained from individual
MCA myocytes. Bath and electrode solutions were identical and consisted of (mM) 130 KCl,
5 EGTA, 1.6 HEDTA, 2.28 MgC(Cl,, 15 HEPES, and 5.22 CaCl,. The pH was held constant
at 7.4 and was checked immediately prior to recordings. In all experiments, free [Ca®*]
in solution was adjusted to the desired value by adding the appropriate amount of Ca?*
from a 1 mM CaCl, stock. Nominal free Ca2* was calculated with MaxChelator Sliders
(Stanford University).

An agar bridge with C1~ as main anion (from a stock of 1 M KCl) was used as ground
electrode. Patch recording electrodes were pulled as described elsewhere [62]. After the
patch was excised from the cell, aldosterone- or solvent-containing (control) solutions
were applied onto the cytosolic side of I/O patches using an automated, pressurized
system (Octaflow; ALA Scientific Instruments Inc.; Farmingdale, NY, USA) through a
micropipette tip with an internal diameter of 100 pm. All experiments were conducted at
room temperature.

Ionic currents at single-channel resolution were recorded under voltage-clamp con-
ditions in gap-free mode using an EPC8 amplifier (HEKA) at 1 kHz. Data were digitized
at 5 kHz using a Digidata 1550B A /D converter and pCLAMP 10.6 (Molecular Devices;
San Jose, CA, USA). As index of channel steady-state activity, we used the product of the
number of channels in the I/O patch (N; defined as the maximal number of opening levels
at Po < 1) and channel open probability (Po). Drug-induced NPo changes were determined
by comparing baseline NPo (i.e., NPo with the patch/cell perfused with bath solution) to
the NPo from the same patch/cell exposed to the agent under study (aldosterone/DMSO)
dissolved in bath solution. NPo was automatically determined using Clampfit 10.6/10.7
software (Molecular Devices).
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4.4. Middle Cerebral Artery Diameter In Vitro Measurements

Following MCA isolation (see section above), each artery was cut into 1-2 mm long
segments. Then, one arterial segment was cannulated at each end in a temperature-
controlled perfusion chamber (Scintica; CH-1; Webster, TX, USA). To remove the endothelial
layer of the arterial segment, an air bubble was pushed into the vessel lumen for 90 s prior
to vessel cannulation. This method has been shown to adequately remove the endothelial
layer based on the differential response of treated arteries to endothelium-dependent vs.
endothelium-independent vasodilators [63,64].

Utilizing a Dynamax RP-1 peristaltic pump (Rainin Instr., Columbos, OH, USA), the
chamber housing the cannulated arterial segment was perfused at a rate of 3.75 mL/min
with physiologic saline (PSS, mM): 119 NaCl, 4.7 KCI, 1.2 KH2PO4, 1.6 CaCl,, 1.2 MgSQOy,
0.023 EDTA, 11 glucose, 24 NaHCOj3. PSS was maintained at pH 7.4 with a mixture of
21/5/74% Oy /CO;, /N, and maintained at 35-37 °C. Arteries were monitored with a charge-
coupled camera (ImagingSource, Serial#: 06010529, Breman, Germany and ImagingSource,
36110078, Breman, Germany). The external wall diameter was measured as by us [19,65,66]
and others [67,68]. This was conducted automatically using the edge-detection function of
IonWizard software (IonOptics, Westwood, MA, USA), and data were digitized at 1 Hz.
A pressure transducer (Living Systems Instrumentation Model PM-4; Serial #: 20-1029A;
Serial #: 12-0907A; Webster, TX, USA) was used to monitor the intravascular pressure
by elevating a reservoir filled with PSS. Arteries were first pressurized to 10 mmHg for
10 min to equilibrate to changes in pressure. Then, intravascular pressure was increased to
60 mmHg to induce development of myogenic tone. This was visually confirmed by artery
constriction (Figure S3A). Aldosterone was added after the arterial segment fully developed
tone (see Chemicals below), and measurement of aldosterone effect was conducted only after
the MCA segment reached a maximal, steady-state response to the steroid, upon which
washout with PSS was immediately perfused. After washing, maximal contractility was
determined with a depolarizing 60 mM KCl solution (mM): 63.7 NaCl, 60 KCl, 1.2 KH,;POy,
1.2 MgSQOy4, 0.023 EDTA, 11 glucose, 24 NaHCO3, and 1.6 CaCl, (Figure S3B). KCl was
equilibrated at pH 7.4 with a 21/5/74% mix of O,/CO, /N, and maintained at 35-37 °C.

4.5. Chemicals

Aldosterone (A9477; St. Louis, MO, USA), calcium chloride (C3881; St. Louis, MO,
USA), dimethyl sulfoxide (DMSO; D8418; St. Louis, MO, USA), sodium bicarbonate
(S6014; St. Louis, MO, USA), Phenol Red (P4633; St. Louis, MO, USA), and Taurine
(T8961; SLBP8056V; St. Louis, MO, USA) were obtained from Sigma-Aldrich. BSA (Jack-
son ImmunoResearch; 001-000-162; 153078; West Grove, PA, USA), papain (MP Biomed-
icals; 100921; S6808; Solon, OH, USA), and soybean trypsin inhibitor (Sigma; T9129;
SLCJ5327; St. Louis, MO, USA) were stored at 4 °C. Collagenase (Sigma; C8051; 118M4030V;
St. Louis, MO, USA) was stored at —20 °C. Sodium chloride (5271), potassium chloride
(P217), potassium phosphate (P285), and magnesium chloride (M33) were purchased from
Fisher Scientific (Fair Lawn, NJ, USA). Magnesium sulfate (MX0070-1) was purchased from
EMD Millipore Sigma (Gibbstown, NJ, USA). Ethylenediamine tetra-acetic acid (EDTA)
(0.5M; E177) was purchased from VWR (Solon, OH, USA). Clinical blood gas mixture
(5.0% carbon dioxide, 21% oxygen, and 74% nitrogen; UN1956) was purchased from Nexair
(Memphis, TN, USA). A stock solution of aldosterone was first made (either 1 mM or
10 mM aldosterone) in DMSO. Aliquots were made and frozen at —20 °C until needed,
and aliquots were only kept up to a year. The DMSO-aldosterone mixture was added to
30 mL of physiologic saline for a final concentration of (M) 0.03, 0.3, 1, 3, 10, and 100.
Aldosterone-containing DMSO was added to physiological saline immediately prior to
profusion. The saline mixture was covered with parafilm to prevent any evaporation.

4.6. Statistical Analysis

Statistical analysis was performed using SPSS v27. When the number of observations
in the groups under comparison exceeded 6, and the Gaussian distribution of the data was
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confirmed by the Kolmogorov-Smirnov test, analysis was performed using an unpaired
Student’s t-test. In all other cases, statistical analysis was conducted using the Mann-
Whitney nonparametric test. For comparison of multiple experimental groups, the Kruskal-
Wallis test with Dunn’s post-test were used. In all cases, testing assumed two-tailed
p values with significance set at p < 0.05. Validity of the Boltzmann fit results were given by
the corresponding reduced chi-square and R-square values; the reduced chi-square statistic
was used to represent the goodness-of-fit testing and the R-square results evaluated the
scatter of data points around the fitted regression line.

5. Conclusions

Our study documents, for the first time, direct binding of a signaling, circulating
steroid molecule (aldosterone) to the subunits that primarily define the phenotype of SM
BK channels, and advances the idea that regulatory 3; subunits allow uM aldosterone
to evoke activation of vascular SM BK channels and endothelium-independent dilation
of MCA. These findings constitute a first step towards identification of an
aldosterone-recognition site in BK (31-subnits and eventually obtaining novel, more potent
compounds that, through BK channel activation, could modify aldosterone-mediated
cerebrovascular pathophysiology.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/ijms24108704/s1.

Author Contributions: Conceptualization, S.C.M., A.N.B. and A.M.D.; methodology, S.C.M., SM.H.,
AN.B. and AM.D.; validation, S.C.M., SM.H., AN.B. and A.M.D.; formal analysis, S.C.M.; resources,
A.N.B. and A M.D,; data curation, S.C.M. and S.M.H.; writing—original draft preparation, S.C.M.
and A.M.D.; writing—review and editing, S.C.M., SM.H., AN.B. and A.M.D.; visualization, S.C.M.,
SM.H., AN.B. and A.M.D; supervision, A.N.B. and A.M.D.; project administration, A.M.D.; funding
acquisition, A.M.D. All authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by the National Heart, Lung, and Blood Institute grant
RO1-HL147315 (A.M.D.).

Institutional Review Board Statement: The study was conducted according to protocol 21-0284,
which was approved by the Institutional Animal Care and Use Committee of the University of
Tennessee Health Science Center, which is an institution accredited by the Association for Assessment
and Accreditation of Laboratory Animal Care international (AAALACi).

Informed Consent Statement: Not applicable.

Data Availability Statement: The supplemental data presented in this study are available here:
https:/ /doi.org/10.6084 /m9.figshare.22795991.v1.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Barrantes, EJ.; Antollini, S.S.; Bouzat, C.B.; Garbus, I.; Massol, R.H. Nongenomic effects of steroids on the nicotinic acetylcholine
receptor. Kidney Int. 2000, 57, 1382-1389. [CrossRef] [PubMed]

2. Rosenhouse-Dantsker, A.; Noskov, S.; Durdagi, S.; Logothetis, D.E.; Levitan, I. Identification of Novel Cholesterol-binding Regions
in Kir2 Channels. J. Biol. Chem. 2013, 288, 31154-31164. [CrossRef] [PubMed]

3.  McMillan, J.E.; Bukiya, A.N.; Terrell, C.L.; Patil, S.A.; Miller, D.D.; Dopico, A.M.; Parrill, A.L. Multi-generational pharmacophore
modeling for ligands to the cholane steroid-recognition site in the 31 modulatory subunit of the BKCa channel. ]. Mol. Graph.
Model. 2014, 54, 174-183. [CrossRef] [PubMed]

4. North, K.C; Slayden, A.V.; Mysiewicz, S.; Bukiya, A.N.; Dopico, A.M. Celastrol Dilates and Counteracts Ethanol-Induced
Constriction of Cerebral Arteries. Experiment 2020, 375, 247-257. [CrossRef] [PubMed]

5.  Hill, M.; Pafizek, A.; éimjék, P.; Koucky, M.; Anderlova, K.; Krej¢i, H.; Vejrazkova, D.; Ondfejikova, L.; Cerny, A.; Kancheva, R.
Steroids, steroid associated substances and gestational diabetes mellitus. Physiol. Res. 2021, 70 (Suppl. 4), S617-5634. [CrossRef]

6. Slayden, A.V; Dyer, C.L.; Ma, D.; Li, W,; Bukiya, A.N.; Parrill, A.L.; Dopico, A.M. Discovery of agonist-antagonist pairs for the
modulation of Ca[2]+ and voltage-gated K* channels of large conductance that contain betal subunits. Bioorganic. Med. Chem.
2022, 68, 116876. [CrossRef]

7. Dopico, A.M.; Bukiya, A.N. Lipid regulation of BK channel function. Front. Physiol. 2014, 5, 312. [CrossRef]


https://www.mdpi.com/article/10.3390/ijms24108704/s1
https://www.mdpi.com/article/10.3390/ijms24108704/s1
https://doi.org/10.6084/m9.figshare.22795991.v1
https://doi.org/10.1046/j.1523-1755.2000.00979.x
https://www.ncbi.nlm.nih.gov/pubmed/10760071
https://doi.org/10.1074/jbc.M113.496117
https://www.ncbi.nlm.nih.gov/pubmed/24019518
https://doi.org/10.1016/j.jmgm.2014.10.008
https://www.ncbi.nlm.nih.gov/pubmed/25459769
https://doi.org/10.1124/jpet.120.000152
https://www.ncbi.nlm.nih.gov/pubmed/32862144
https://doi.org/10.33549/physiolres.934794
https://doi.org/10.1016/j.bmc.2022.116876
https://doi.org/10.3389/fphys.2014.00312

Int. . Mol. Sci. 2023, 24, 8704 14 of 16

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.
35.

Bukiya, A.N.; Dopico, A.M. Common structural features of cholesterol binding sites in crystallized soluble proteins. J. Lipid Res.
2017, 58, 1044-1054. [CrossRef]

Jiang, Q.-X.; Levitan, I. Principles of cholesterol regulation of ion channels. In Cholesterol; Bukiya, A.N., Dopico, A.M., Eds.;
Academic Press: Cambridge, MA, USA, 2022; pp. 169-204.

Dopico, A.M.; Bukiya, A.N.; Jaggar, ].H. Calcium- and voltage-gated BK channels in vascular smooth muscle. Pfliigers Arch. -Eur.
J. Physiol. 2018, 470, 1271-1289. [CrossRef]

Salkoff, L.; Butler, A.; Ferreira, G.; Santi, C.; Wei, A. High-conductance potassium channels of the SLO family. Nat. Rev. Neurosci.
2006, 7, 921-931. [CrossRef]

Latorre, R.; Castillo, K.; Carrasquel-Ursulaez, W.; Sepulveda, R.V.; Gonzalez-Nilo, F.; Gonzalez, C.; Alvarez, O. Molecular
Determinants of BK Channel Functional Diversity and Functioning. Physiol. Rev. 2017, 97, 39-87. [CrossRef]

Orio, P; Rojas, P; Ferreira, G.; Latorre, R. New disguises for an old channel: MaxiK channel beta-subunits. News Physiol. Sci. 2002,
17,156-161. [CrossRef]

Gonzalez-Perez, V,; Lingle, C.J. Regulation of BK Channels by Beta and Gamma Subunits. Annu. Rev. Physiol. 2019, 81, 113-137.
[CrossRef]

Dopico, A.M.; Walsh, ].V.; Singer, ].]. Natural Bile Acids and Synthetic Analogues Modulate Large Conductance CaZ*-activated
K* (BKCa) Channel Activity in Smooth Muscle Cells. J. Gen. Physiol. 2002, 119, 251-273. [CrossRef]

Bukiya, A.N.; Vaithianathan, T.; Kuntamallappanavar, G.; Asuncion-Chin, M.; Dopico, A.M. Smooth Muscle Cholesterol Enables
BK 1 Subunit-Mediated Channel Inhibition and Subsequent Vasoconstriction Evoked by Alcohol. Arter. Thromb. Vasc. Biol. 2011,
31, 2410-2423. [CrossRef]

Granados, S.T.; Castillo, K.; Bravo-Moraga, E; Sepulveda, R.V.; Carrasquel-Ursulaez, W.; Rojas, M.; Carmona, E.; Lorenzo-Ceballos,
Y.; Gonzaélez-Nilo, E; Gonzdlez, C.; et al. The molecular nature of the 17p-Estradiol binding site in the voltage- and CaZ*-activated
K* (BK) channel 1 subunit. Sci. Rep. 2019, 9, 9965. [CrossRef] [PubMed]

King, ].T.; Lovell, P.V.; Rishniw, M.; Kotlikoff, M.I.; Zeeman, M.L.; McCobb, D.P. Beta2 and beta4 subunits of BK channels confer
differential sensitivity to acute modulation by steroid hormones. |. Neurophysiol. 2006, 95, 2878-2888. [CrossRef]

North, K.C.; Bukiya, A.N.; Dopico, A.M. BK channel-forming slo1 proteins mediate the brain artery constriction evoked by the
neurosteroid pregnenolone. Neuropharmacology 2021, 192, 108603. [CrossRef] [PubMed]

Crowley, J.J.; Treistman, S.N.; Dopico, A.M. Cholesterol Antagonizes Ethanol Potentiation of Human Brain BKc, Channels
Reconstituted into Phospholipid Bilayers. Mol. Pharmacol. 2003, 64, 365-372. [CrossRef] [PubMed]

Singh, A K.,; McMillan, J.; Bukiya, A.N.; Burton, B.; Parrill, A.L.; Dopico, A.M. Multiple Cholesterol Recognition/Interaction
Amino Acid Consensus (CRAC) Motifs in Cytosolic C Tail of Slo1 Subunit Determine Cholesterol Sensitivity of Ca?*- and
Voltage-gated K* (BK) Channels. J. Biol. Chem. 2012, 287, 20509-20521. [CrossRef]

Schiffrin, E.L. Effects of Aldosterone on the Vasculature. Hypertension 2006, 47, 312-318. [CrossRef] [PubMed]

Bader, M. Tissue Renin-Angiotensin-Aldosterone Systems: Targets for Pharmacological Therapy. Annu. Rev. Pharmacol. Toxicol.
2010, 50, 439-465. [CrossRef]

Dinh, Q.N.; Arumugam, T.V.; Young, M.].; Drummond, G.R.; Sobey, C.G.; Chrissobolis, S. Aldosterone and the mineralocorticoid
receptor in the cerebral circulation and stroke. Exp. Transl. Stroke Med. 2012, 4, 21. [CrossRef] [PubMed]

Stromstedt, M.; Waterman, M.R. Messenger RNAs encoding steroidogenic enzymes are expressed in rodent brain. Mol. Brain Res.
1995, 34, 75-88. [CrossRef] [PubMed]

MacKenzie, S.; Clark, C.; Fraser, R.; Gomez-Sanchez, C.; Connell, J.; Davies, E. Expression of 11beta-hydroxylase and aldosterone
synthase genes in the rat brain. J. Mol. Endocrinol. 2000, 24, 321-328. [CrossRef] [PubMed]

Rigsby, C.S.; Burch, A.E.; Ogbi, S.; Pollock, D.M.; Dorrance, A.M. Intact female stroke-prone hypertensive rats lack responsiveness
to mineralocorticoid receptor antagonists. Am. J. Physiol. Regul. Integr. Comp. Physiol. 2007, 293, R1754-R1763. [CrossRef]
Ghafar, M.T.A. An overview of the classical and tissue-derived renin-angiotensin-aldosterone system and its genetic polymor-
phisms in essential hypertension. Steroids 2020, 163, 108701. [CrossRef]

Takeda, R.; Matsubara, T.; Miyamori, I.; Hatakeyama, H.; Morise, T.; The Research Committee of Disorders of Adrenal Hormones
in Japan. Vascular complications in patients with aldosterone producing adenoma in Japan: Comparative study with essential
hypertension. J. Endocrinol. Investig. 1995, 18, 370-373. [CrossRef]

Milliez, P; Girerd, X.; Plouin, P.-E; Blacher, J.; Safar, M.E.; Mourad, J.-J. Evidence for an increased rate of cardiovascular events in
patients with primary aldosteronism. J. Am. Coll. Cardiol. 2005, 45, 1243-1248. [CrossRef]

Gomez-Sanchez, E.P.; Ahmad, N.; Romero, D.G.; Gomez-Sanchez, C.E. Origin of Aldosterone in the Rat Heart. Endocrinology
2004, 145, 4796-4802. [CrossRef]

Gasparini, S.; Melo, M.; Andrade-Franzé, G.; Geerling, J.; Menani, J.; Colombari, E. Aldosterone infusion into the 4th ventricle
produces sodium appetite with baroreflex attenuation independent of renal or blood pressure changes. Brain Res. 2018, 1698,
70-80. [CrossRef] [PubMed]

Grimm, PR; Irsik, D.L.; Settles, D.C.; Holtzclaw, J.D.; Sansom, S.C. Hypertension of Kcnmb1/is linked to deficient K secretion
and aldosteronism. Proc. Natl. Acad. Sci. USA 2009, 106, 11800-11805. [CrossRef] [PubMed]

Boehme, A K.; Esenwa, C.; Elkind, M.S.V. Stroke risk factors, genetics, and prevention. Circ. Res. 2017, 120, 472-495. [CrossRef]
Jerabek-Willemsen, M.; Wienken, C.J.; Braun, D.; Baaske, P.; Duhr, S. Molecular Interaction Studies Using Microscale Ther-
mophoresis. ASSAY Drug Dev. Technol. 2011, 9, 342-353. [CrossRef] [PubMed]


https://doi.org/10.1194/jlr.R073452
https://doi.org/10.1007/s00424-018-2151-y
https://doi.org/10.1038/nrn1992
https://doi.org/10.1152/physrev.00001.2016
https://doi.org/10.1152/nips.01387.2002
https://doi.org/10.1146/annurev-physiol-022516-034038
https://doi.org/10.1085/jgp.20028537
https://doi.org/10.1161/ATVBAHA.111.233965
https://doi.org/10.1038/s41598-019-45942-1
https://www.ncbi.nlm.nih.gov/pubmed/31292456
https://doi.org/10.1152/jn.01352.2005
https://doi.org/10.1016/j.neuropharm.2021.108603
https://www.ncbi.nlm.nih.gov/pubmed/34023335
https://doi.org/10.1124/mol.64.2.365
https://www.ncbi.nlm.nih.gov/pubmed/12869641
https://doi.org/10.1074/jbc.M112.356261
https://doi.org/10.1161/01.HYP.0000201443.63240.a7
https://www.ncbi.nlm.nih.gov/pubmed/16432039
https://doi.org/10.1146/annurev.pharmtox.010909.105610
https://doi.org/10.1186/2040-7378-4-21
https://www.ncbi.nlm.nih.gov/pubmed/23110876
https://doi.org/10.1016/0169-328X(95)00140-N
https://www.ncbi.nlm.nih.gov/pubmed/8750863
https://doi.org/10.1677/jme.0.0240321
https://www.ncbi.nlm.nih.gov/pubmed/10828825
https://doi.org/10.1152/ajpregu.00145.2007
https://doi.org/10.1016/j.steroids.2020.108701
https://doi.org/10.1007/BF03347840
https://doi.org/10.1016/j.jacc.2005.01.015
https://doi.org/10.1210/en.2004-0295
https://doi.org/10.1016/j.brainres.2018.06.023
https://www.ncbi.nlm.nih.gov/pubmed/29928872
https://doi.org/10.1073/pnas.0904635106
https://www.ncbi.nlm.nih.gov/pubmed/19556540
https://doi.org/10.1161/CIRCRESAHA.116.308398
https://doi.org/10.1089/adt.2011.0380
https://www.ncbi.nlm.nih.gov/pubmed/21812660

Int. . Mol. Sci. 2023, 24, 8704 150f 16

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.
61.

62.

63.

Bukiya, A.N.; Liu, J.; Toro, L.; Dopico, A.M. Betal (KCNMB1) subunits mediate lithocholate activation of large-conductance
Ca%*-activated K* channels and dilation in small, resistance-size arteries. Mol. Pharmacol. 2007, 72, 359-369. [CrossRef] [PubMed]
Jaggar, J.H.; Li, A.; Parfenova, H.; Liu, J.; Umstot, E.S.; Dopico, A.M.; Leffler, C.W. Heme is a carbon monoxide receptor for
large-conductance CaZ*-activated K* channels. Circ. Res. 2005, 97, 805-812. [CrossRef]

Seidel, S.A.L; Dijkman, PM.; Lea, W.A ; van den Bogaart, G.; Jerabek-Willemsen, M.; Lazic, A.; Joseph, ]J.S.; Srinivasan, P.; Baaske,
P,; Simeonov, A.; et al. Microscale thermophoresis quantifies biomolecular interactions under previously challenging conditions.
Methods 2013, 59, 301-315. [CrossRef]

Pérez, G.J.; Bonev, A.D.; Nelson, M.T. Micromolar Ca(?*) from sparks activates Ca(**)-sensitive K(*) channels in rat cerebral
artery smooth muscle. Am. |. Physiol. Cell Physiol. 2001, 281, C1769—C1775. [CrossRef]

Lee, R. M. Morphology of cerebral arteries. Pharmacol. Ther. 1995, 66, 149-173. [CrossRef]

Lehecka, M.; Dashti, R.; Rinne, J.; Romani, R.; Kivisaari, R.; Niemeld, M.; Hernesniemi, J. Surgical Management of Aneurysms of
the Middle Cerebral Artery. In Schmidek and Sweet Operative Neurosurgical Techniques; Saunders: Stanford, CA, USA, 2012; pp.
897-913. [CrossRef]

Cipolla, M.].; Curry, A.B. Middle cerebral artery function after stroke: The threshold duration of reperfusion for myogenic activity.
Stroke 2002, 33, 2094-2099. [CrossRef]

Delgado, M.G.; Bogousslavsky, J. Superficial Middle Cerebral Artery Territory Infarction. Front. Neurol. Neurosci. 2012, 30,
111-114. [CrossRef]

Krafft, PR; Bailey, E.L.; Lekic, T.; Rolland, W.B.; Altay, O.; Tang, J.; Wardlaw, ]. M.; Zhang, ]. H.; Sudlow, C.L.M. Etiology of Stroke
and Choice of Models. Int. J. Stroke 2012, 7, 398-406. [CrossRef]

Marquez-Rodas, I; Xavier, EE.; Arroyo-Villa, I; Longo, E; Aras-Lopez, R.; Blanco-Rivero, J.; Ferrer, M.; Balfagén, G. Increased
expression in calcitonin-like receptor induced by aldosterone in cerebral arteries from spontaneously hypertensive rats does not
correlate with functional role of CGRP receptor. Regul. Pept. 2008, 146, 125-130. [CrossRef]

Kobayashi, S.; Mochida, Y.; Ishioka, K.; Oka, M.; Maesato, K.; Moriya, H.; Hidaka, S.; Ohtake, T. The effects of blood pressure
and the renin-angiotensin—aldosterone system on regional cerebral blood flow and cognitive impairment in dialysis patients.
Hypertens. Res. 2014, 37, 636-641. [CrossRef]

Pires, PW.; McClain, J.L.; Hayoz, S.F.; Dorrance, A.M. Mineralocorticoid receptor antagonism prevents obesity-induced cerebral
artery remodeling and reduces white matter injury in rats. Microcirculation 2018, 25, €12460. [CrossRef]

Hajjar, I.; Hart, M.; Mack, W.; Lipsitz, L.A. Aldosterone, cognitive function, and cerebral hemodynamics in hypertension and
antihypertensive therapy. Am. J. Hypertens. 2015, 28, 319-325. [CrossRef]

Bukiya, A.N.; Leo, M.D.; Jaggar, ].H.; Dopico, A.M. Cholesterol activates BK channels by increasing KCNMB1 protein levels in
the plasmalemma. J. Biol. Chem. 2021, 296, 100381. [CrossRef]

Atkovska, K.; Klingler, J.; Oberwinkler, J.; Keller, S.; Hub, ].S. Rationalizing Steroid Interactions with Lipid Membranes:
Conformations, Partitioning, and Kinetics. ACS Cent. Sci. 2018, 4, 1155-1165. [CrossRef] [PubMed]

Dopico, A.M.; Bukiya, A.N.; Singh, A K. Large conductance, calcium- and voltage-gated potassium (BK) channels: Regulation by
cholesterol. Pharmacol. Ther. 2012, 135, 133-150. [CrossRef] [PubMed]

Rushmer, R.E. Structure and Function of the Cardiovascular System. In Organ Physiology; Saunders: Philadelphia, PA, USA, 1989;
pp. 5-22. [CrossRef]

Valverde, M.A; Rojas, P.; Amigo, J.; Cosmelli, D.; Orio, P.; Bahamonde, M.I.; Mann, G.E.; Vergara, C.; Latorre, R. Acute activation
of Maxi-K channels (hSlo) by estradiol binding to the beta subunit. Science 1999, 285, 1929-1931. [CrossRef] [PubMed]
Senisterra, G.; Chau, I.; Vedadi, M. Thermal Denaturation Assays in Chemical Biology. ASSAY Drug Dev. Technol. 2012, 10,
128-136. [CrossRef] [PubMed]

Baker, M.E.; Funder, ].W.; Kattoula, S.R. Evolution of hormone selectivity in glucocorticoid and mineralocorticoid receptors.
J. Steroid Biochem. Mol. Biol. 2013, 137, 57-70. [CrossRef] [PubMed]

McClain, J.L.; Dorrance, A.M. Temporary mineralocorticoid receptor antagonism during the development of hypertension
improves cerebral artery dilation. Exp. Biol. Med. 2014, 239, 619-627. [CrossRef] [PubMed]

Farquharson, C.; Struthers, A. Aldosterone induces acute endothelial dysfunction in vivo in humans: Evidence for an aldosterone-
induced vasculopathy. Clin. Sci. 2002, 103, 425-431. [CrossRef] [PubMed]

Bukiya, A.N.; McMillan, J.; Parrill, A.L.; Dopico, A.M. Structural determinants of monohydroxylated bile acids to activate beta 1
subunit-containing BK channels. . Lipid Res. 2008, 49, 2441-2451. [CrossRef]

Thorsen, T.; Tangen, M.; Stea, K. Concentration of endogenous oestradiol as related to oestradiol receptor sites in breast tumor
cytosol. Eur. ]. Cancer Clin. Oncol. 1982, 18, 333-337. [CrossRef]

Weber, K.T. Aldosterone in Congestive Heart Failure. N. Engl. . Med. 2001, 345, 1689-1697. [CrossRef]

Zhang, Y.D.; Ding, X.]J.; Dai, H.Y.; Peng, W.S.; Guo, N.E; Zhang, Y.; Zhou, Q.L.; Chen, X.L. SB-216763, a GSK-3f3 inhibitor, protects
against aldosterone-induced cardiac, and renal injury by activating autophagy. J. Cell. Biochem. 2018, 119, 5934-5943. [CrossRef]
Dopico, AM.; Anantharam, V.; Treistman, S.N. Ethanol increases the activity of Ca(**)-dependent K* (mslo) channels: Functional
interaction with cytosolic Ca**. J. Pharmacol. Exp. Ther. 1998, 284, 258-268.

Liu, P; Xi, Q.; Ahmed, A.; Jaggar, ].H.; Dopico, A.M. Essential role for smooth muscle BK channels in alcohol-induced cerebrovas-
cular constriction. Proc. Natl. Acad. Sci. USA 2004, 101, 18217-18222. [CrossRef]


https://doi.org/10.1124/mol.107.034330
https://www.ncbi.nlm.nih.gov/pubmed/17468198
https://doi.org/10.1161/01.RES.0000186180.47148.7b
https://doi.org/10.1016/j.ymeth.2012.12.005
https://doi.org/10.1152/ajpcell.2001.281.6.C1769
https://doi.org/10.1016/0163-7258(94)00071-A
https://doi.org/10.1016/b978-1-4160-6839-6.10075-9
https://doi.org/10.1161/01.STR.0000020712.84444.8D
https://doi.org/10.1159/000333604
https://doi.org/10.1111/j.1747-4949.2012.00838.x
https://doi.org/10.1016/j.regpep.2007.09.001
https://doi.org/10.1038/hr.2014.57
https://doi.org/10.1111/micc.12460
https://doi.org/10.1093/ajh/hpu161
https://doi.org/10.1016/j.jbc.2021.100381
https://doi.org/10.1021/acscentsci.8b00332
https://www.ncbi.nlm.nih.gov/pubmed/30276248
https://doi.org/10.1016/j.pharmthera.2012.05.002
https://www.ncbi.nlm.nih.gov/pubmed/22584144
https://doi.org/10.1007/978-1-4899-0906-0_1
https://doi.org/10.1126/science.285.5435.1929
https://www.ncbi.nlm.nih.gov/pubmed/10489376
https://doi.org/10.1089/adt.2011.0390
https://www.ncbi.nlm.nih.gov/pubmed/22066913
https://doi.org/10.1016/j.jsbmb.2013.07.009
https://www.ncbi.nlm.nih.gov/pubmed/23907018
https://doi.org/10.1177/1535370214522586
https://www.ncbi.nlm.nih.gov/pubmed/24625441
https://doi.org/10.1042/cs1030425
https://www.ncbi.nlm.nih.gov/pubmed/12241543
https://doi.org/10.1194/jlr.M800286-JLR200
https://doi.org/10.1016/0277-5379(82)90002-5
https://doi.org/10.1056/NEJMra000050
https://doi.org/10.1002/jcb.26788
https://doi.org/10.1073/pnas.0406096102

Int. . Mol. Sci. 2023, 24, 8704 16 of 16

64.

65.

66.

67.

68.

Bukiya, A.N.; McMillan, J.E.; Fedinec, A.L.; Patil, S.A.; Miller, D.D.; Leffler, C.W.,; Parrill, A.L.; Dopico, A.M. Cerebrovascular
Dilation via Selective Targeting of the Cholane Steroid-Recognition Site in the BK Channel f1-Subunit by a Novel Nonsteroidal
Agent. Mol. Pharmacol. 2013, 83, 1030-1044. [CrossRef] [PubMed]

Kuntamallappanavar, G.; Bisen, S.; Bukiya, A.N.; Dopico, A.M. Differential distribution and functional impact of BK channel
betal subunits across mesenteric, coronary, and different cerebral arteries of the rat. Pfliigers Arch. -Eur. ]. Physiol. 2017, 469,
263-277. [CrossRef] [PubMed]

Mysiewicz, S.; North, K.; Moreira, L.; Odum, S.J.; Bukiya, A.; Dopico, A.M. Interspecies and regional variability of alcohol action
on large cerebral arteries; regulation by KCNMBI proteins. Am. J. Physiol. Regul. Integr. Comp. Physiol. 2023, 324, R480-R496.
[CrossRef]

Ahmed, A.; Waters, C.M.; Leffler, C.W.; Jaggar, ].H. Ionic mechanisms mediating the myogenic response in newborn porcine
cerebral arteries. Am. J. Physiol. Heart Circ. Physiol. 2004, 287, H2061-H2069. [CrossRef] [PubMed]

Clifford, P.S.; Ferguson, B.S.; Jasperse, J.L.; Hill, M.A. Arteriolar vasodilation involves actin depolymerization. Am. J. Physiol.
Heart Circ. Physiol. 2018, 315, H423-H428. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1124/mol.112.083519
https://www.ncbi.nlm.nih.gov/pubmed/23455312
https://doi.org/10.1007/s00424-016-1929-z
https://www.ncbi.nlm.nih.gov/pubmed/28012000
https://doi.org/10.1152/ajpregu.00103.2022
https://doi.org/10.1152/ajpheart.00660.2004
https://www.ncbi.nlm.nih.gov/pubmed/15284060
https://doi.org/10.1152/ajpheart.00723.2017
https://www.ncbi.nlm.nih.gov/pubmed/29727217

	Introduction 
	Results 
	Aldosterone Binds onto BK  and 1 Subunits with Different Affinity 
	Activation of Cerebrovascular Smooth Muscle BK Channels by M Aldosterone Requires BK 1 Subunits 
	Aldosterone at Concentrations Well above Physiological Levels Mildly Dilates Middle Cerebral Arteries Independently of Circulating, Metabolic, and Endothelial Factors, an Action That Requires BK 1 Subunits 
	Endothelium Sustains Aldosterone-Induced Dilation of Mouse MCA 

	Discussion 
	Materials and Methods 
	Immunoprecipitation and Nanoscale Differential Scanning Fluorimetry 
	Isolation of Mouse Middle Cerebral Artery Segments and Individual Myocytes 
	Electrophysiology Data Acquisition and Analysis 
	Middle Cerebral Artery Diameter In Vitro Measurements 
	Chemicals 
	Statistical Analysis 

	Conclusions 
	References

