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A major interspecies difference in the ionic selectivity of megakaryocyte
Ca2+-activated channels sensitive to the TMEM16F inhibitor CaCCinh-A01

Kirk A. Taylor 1,2 & Martyn P. Mahaut-Smith1

1Department of Molecular and Cell Biology, University of Leicester, Leicester, UK and 2National Heart and Lung Institute, Cardio-respiratory Section,
Imperial College London, London, UK

Abstract

TMEM16F is a surface membrane protein critical for platelet procoagulant activity, which
exhibits both phospholipid scramblase and ion channel activities following sustained elevation
of cytosolic Ca2+. The extent to which the ionic permeability of TMEM16F is important for
platelet scramblase responses remains controversial. To date, only one study has reported the
electrophysiological properties of TMEM16F in cells of platelet/megakaryocyte lineage, which
observed cation-selectivity within excised patch recordings from murine marrow-derived
megakaryocytes. This contrasts with reports using whole-cell recordings that describe this
channel as displaying either selectivity for anions or being relatively non-selective amongst
the major physiological monovalent ions.
We have studied TMEM16F expression and channel activity in primary rat and mouse mega-
karyocytes and the human erythroleukemic (HEL) cell line that exhibits megakaryocytic surface
markers. Immunocytochemical analysis was consistent with surface TMEM16F expression in
cells from all three species. Whole-cell recordings in the absence of K+-selective currents
revealed an outwardly rectifying conductance activated by a high intracellular Ca2+ concentra-
tion in all three species. These currents appeared after 5–6 minutes and were blocked by
CaCCinh-A01, properties typical of TMEM16F. Ion substitution experiments showed that the
underlying conductance was predominantly Cl–-permeable in rat megakaryocytes and HEL
cells, yet non-selective between monovalent anions and cations in mouse megakaryocytes. In
conclusion, the present study further highlights the difference in ionic selectivity of TMEM16F
in platelet lineage cells of the mouse compared to other mammalian species. This provides
additional support for the ionic “leak” hypothesis that the scramblase activity of TMEM16F does
not rely upon its ability to conduct ions of a specific type.
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Introduction

Procoagulant activity resulting from exposure of anionic membrane
phospholipids is critical for thrombosis and haemostasis. Although the
underlying mechanisms of this lipid redistribution process are incom-
pletely understood, a Ca2+-activated phospholipid scramblase is
known to be important [1–3]. TMEM16F is a ubiquitously expressed
Ca2+-dependent ion channel and phospholipid scramblase [2,4].
Missense mutations of the TMEM16F gene occur in patients with
Scott syndrome, a rare bleeding diathesis characterised by defective
Ca2+-dependent phospholipid scrambling [5–7]. Furthermore, this
disease is phenocopied in TMEM16F−/− mice [3,8].

The nature of the ionic permeability of TMEM16F channels is
controversial. Studies of native cells and expression systems con-

clude that human and murine TMEM16F channels are predomi-
nantly anion-permeable [4,9–11]. However, multiple reports
demonstrate that heterologously expressed TMEM16F displays sig-
nificant permeability to monovalent cations (PNa/PCl: 0.3 [12] 0.5
[13] and 1.38 [14]). Such studies have principally relied upon the
whole-cell patch clamp configuration. Contrastingly, using excised
inside-out membrane patch recordings, one group has reported that
murine TMEM16F forms non-selective cation channels with
a greater permeability to Ca2+ than monovalent cations both endo-
genously in the native megakaryocyte (MK) and in expression
systems [8,15]. This raises the question of whether the properties
of TMEM16F are influenced by patch excision or by the environ-
ment of a specific cell type. MKs are responsible for generating all
proteins within their anuclear product and exhibit functional platelet
responses [16,17], thus are frequently used as a surrogate for elec-
trophysiological studies of the tiny, fragile platelet.

We have employed whole-cell patch clamp recordings to inves-
tigate the biophysical and pharmacological properties of Ca2+-
activated TMEM16F channels in freshly isolated primary rat and
mouse MKs and the human erythroleukemia (HEL) cell line. HEL
cells express a number of megakaryocytic glycoproteins [18], have
been used for the study of native MK ion channels and express
TMEM16F transcripts [19].
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Methods

Ethics: Ethical Approval for this study was granted by the
University of Leicester College of Life Sciences Research
Ethics Committee for Human Biology (non-NHS).

Primary MK isolation: MKs were prepared as previously
described [20,21] from adult Wistar rats and C57bl/6 mice fol-
lowing euthanasia in accordance with the UK Animals (Scientific
Procedures) Act 1986.

Cell culture: HELs (ATCC, Middlesex, UK) were cultured in
RPMI 1640 (Invitrogen, Paisley, UK) supplemented with foetal
calf serum (10%; Invitrogen) and penicillin/streptomycin (250U/
mL; Invitrogen).

Immunocytochemistry: Cell suspensions were prepared as
described previously [22]. Samples were incubated with anti-
TMEM16F primary (2µg/ml; Santa Cruz, California, USA) and
alexafluor647 (AF647)-conjugated secondary antibodies (1:1000;
Invitrogen). Fluorescence was assessed with an Olympus

FV1000 confocal microscope (635nm excitation, 650-750nm
emission; Olympus, UK).

Electrophysiology: Whole-cell patch clamp recordings
were conducted as described previously with ≥70% series
resistance compensation and a priori liquid junction potential
correction [23]. Bath solutions contained 150mM NaCl, 1mM
CaCl2, 1mM MgCl2, 10mM glucose, 10mM HEPES (pH 7.35;
NaOH). Where indicated, [Cl−]o and/or [Na+]o were reduced
by equimolar substitution with gluconate− or NMDG+,
respectively. Internal solutions contained 150mM NaCl, 1mM
MgCl2, 10mM glucose, 10mM HEPES, 50µM Na2-GTP, 1mM
EGTA (pH 7.2; NaOH). [Ca2+]i was set at ≈5nM (1mM
EGTA, no added Ca2+) or 100µM (by addition of CaCl2),
calculated using Maxchelator (http://web.stanford.edu/~cpat-
ton/webmaxcS.htm). The effect of CaCCinh-A01 (A01;
Merck, Watford, UK) was compared with vehicle (DMSO)
control. Statistical analysis was by two-way ANOVA
(Prism7, GraphPad Software Inc., CA, USA).

Figure 1. Detection of Ca2+-activated and A01-
sensitive TMEM16F-like currents in HEL cells
and rat and mouse MKs. A) TMEM16F expres-
sion by permeabilised HEL cells (left), primary rat
(centre) and mouse (right) MKs assessed by
immunocytochemistry with a primary antibody
raised against an intracellular epitope of
TMEM16F. Strong fluorescence was observed at
the periphery of cells treated with primary
(αTMEM16F) and secondary (AF647) antibodies,
whilst no fluorescence was detected in secondary
antibody only controls. B-D) whole-cell patch
clamp recordings of Ca2+-activated currents from
HEL cells (B), rat (C) and mouse (D) MKs.
Intracellular and bath solutions contained 150mM
NaCl and were K+-free. [Ca2+]i was set at either
≈5nM (1mM EGTA) or 100µM as indicated. After
10 minutes in the whole-cell mode, currents were
recorded in response to voltage steps of 1s duration
(−120 to +120mV, 20mV increments) in the pre-
sence of vehicle control (0.04% DMSO) or the
TMEM16F antagonist CaCCinh-A01 (A01;
20µM). Representative traces are shown for control
or A01-treated MKs in the presence of intracellular
EGTA or 100µM [Ca2+]i. Summary current den-
sity-voltage relationship data are shown in the right
hand panels for EGTA-subtracted currents under
control (solid line) or A01-treated (dashed line)
conditions. For immunocytochemistry experi-
ments, scale bars represent 10µm. Data are repre-
sentative of a minimum of three independent
experiments for each condition. *, ** and ***
denote p < 0.05, p < 0.01 and p < 0.001,
respectively.
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Results

TMEM16F expression in HELs and rat and mouse MKs was
assessed by immunocytochemistry with an antibody previously
used in mouse dendritic cells [9]. Fluorescence was detected in
primary MKs from both species and HELs, with a pattern indi-
cating strong surface expression and no signal from secondary
antibody-only controls (Figure 1A).

Previous electrophysiological studies demonstrate that primary
MKs andHELs display robust K+ currents activated by depolarisation
and/or intracellular Ca2+ [23–26]. Within whole-cell recordings from
other cell types, TMEM16F channels typically activate in response to
sustained (5–6 min) elevation of high [Ca2+]i (EC50 of ≈100μM)
[12,14]. Therefore, in our study, K+-free bath and pipette salines
were used to abolish K+ currents prior to the predicted activation of
TMEM16F. Voltage ramps from −120 to +120mV were applied at
regular intervals and [Ca2+]i set at either≈5nM or 100µM. At 100µM
[Ca2+]i, outwardly rectifying currents developed at similar timepoints
in cells from all species: 439 ± 25s (n = 5) in HELs, 418 ± 18s (n = 5)
in ratMKs and 368 ± 20s inmouseMKs (n = 4). This current was not

observed at ≈5nM [Ca2+]i and its activation time course is consistent
with reports of TMEM16F [12,14]. After 10 minutes, 1s voltage steps
were applied across the range −120 to +120mV, as previously used
for further characterisation of TMEM16F [8,12]. In the rat MK,
100µM [Ca2+]i induced large outwardly rectifying currents that
reversed (Erev) at −3.3 ± 0.5mV (Figure 1C) and were blocked by
the TMEM16F antagonist A01 [8,9,27,28] (39.4 ± 3.8 vs
−3.6 ± 0.7pA/pF at +120mV; P < 0.001, n = 5, Figure 1C). The
conductance in HELs and mouse MKs possessed similar properties,
although the current amplitudes and extent of outward rectification
were smaller in these species compared to the rat. The current ampli-
tude at +120mV compared to −120mV was 18.8 ± 3.1 (n = 5),
43.9 ± 10.3 (n = 5) and 13.7 ± 4.7 (n = 4) in HELs, rat and mouse
MKs, respectively. In HELs the Ca2+-activated currents reversed at
−1.7 ± 0.3 mVand were reduced from 14.1 ± 2.3 to 2.0 ± 0.4 pA/pF
at +120 mV by A01 (Figure 1B). For mouse MKs, Ca2+-induced
currents reversed close to 0 mV and were reduced from 9.0 ± 3.8 to
−1.0 ± 0.8 pA/pF at 120mV by A01; P < 0.01, n = 4 [control] and
n = 3, Figure 1D).

Figure 2. Comparison of ionic selectivity between human, rat and mouse megakaryocytic Ca2+-activated, A01 sensitive TMEM16F-like
channels. Whole-cell patch clamp recordings of Ca2+-activated currents from HEL cells (left), rat (centre) and mouse (right) MKs under conditions
designed to isolate TMEM16F channel activity. Intracellular solutions were K+-free (150mM NaCl), and membrane currents were assessed after
10 mins in the whole cell configuration with [Ca2+]i set at either ≈5nM (1mM EGTA, not shown) or 100µM. Currents were recorded in response to
voltage steps of 1s duration (−120 to +120mV, 20mV increments) in the presence of vehicle control (0.04% DMSO) or the TMEM16F antagonist
CaCCinh-A01 (A01; 20µM). For experiments in panels A-B extracellular Cl− was substituted by equimolar gluconate− and in panels C-D, extracellular
Na+ and Cl− were substituted by NMDG+ and gluconate, respectively. B,D) Summary current density-voltage relationship data for Ca2+-activated
currents under vehicle control (solid line) or A01-treated (dashed line) conditions. Data are representative of a minimum of three independent
experiments for each condition. *, ** and *** denote p < 0.05, p < 0.01 and p < 0.001, respectively.
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Under the ionic conditions of Figure 1, the equilibrium potential
for both Na+ and Cl− is 0mV and thus Ca2+-activated currents may
reflect movement of cations and/or anions. Following reduction of
external chloride (gluconate substitution), 100µM [Ca2+]i evoked
large A01-sensitive currents in each species (Figure 2A). Strikingly,
Erev shifted in HELs (+37.2 ± 2.1mV) and ratMKs (+33.5 ± 2.7mV),
whereas mouse MK currents continued to reverse close to 0mV
(Figure 2B). Under low [Cl−]o conditions ENa = 0mV and
ECl = +85.7mV, indicating that the underlying conductance displays
greater permeability to Cl− compared to other ions in HELs and rat
MK, but not in the mouse MK. A lower, yet significant, permeability
to cations or large anions may explain why the shift of Erev was less
than that expected for a perfectly Cl–-selective conductance, as
reported previously for Cl− channels in human platelets [29,30].

In low Cl− external saline, substitution of [Na+]o with the large
cation NMDG+ failed to alter Erev in mouse MKs but shifted this
value to a slightly more positive potential in rat MKs
(+41.9 ± 3.4mV) and HELs (+40.4 ± 3.9mV; Figure 2C,D).
These data further suggest a major difference in the ionic selec-
tivity of the TMEM16F-like conductance in megakaryocytic cells
from mouse compared to rat or human. They also indicate that the
mouse channel is highly non-selective amongst the major mono-
valent ions used in this study.

Discussion

The ionic selectivity of Ca2+-activated TMEM16F channels has
been variably reported as anionic [4,9–12], cationic [8,15] and
non-selective between monovalent anions and cations [13,14].
Here, we compared the ionic selectivity of the Ca2+-activated
conductances of primary megakaryocytes from rat and mouse,
and a human megakaryocyte cell line, under conditions pre-
viously used to characterise TMEM16F. We observed that endo-
genous TMEM16F-like conductances are relatively selective for
Cl− in rat MKs and a human megakaryocytic cell line but are
non-selective in mouse MKs (Figure 2). Although cation-selective
TMEM16F channels have been reported in the mouse MK [8] and
following heterologous expression of the murine clone in oocytes
and HEK cells [8,15], a study of mouse dendritic cells concluded
that this conductance is more permeable to Cl− than cations [9].
Plausible explanations for this difference include cell-specific
expression of alternative splice variants [13,31] or an effect of
the cell environment on channel properties. A further possibility
is that the channel may behave differently in excised inside-out
patches, which have been exclusively used in studies that con-
clude TMEM16F is cation-selective [8,15], compared to whole-
cell recordings used for most other studies. Interestingly, in
excised patch recordings, TMEM16F was also observed to show
greater permeability to Ca2+ than monovalent cations, which may
play a role in scramblase activation or inactivation [8,15]. We
were unable to test the relative Ca2+ permeability of the channel
due to poor viability of whole-cell recordings in low or high
[Ca2+]o solutions. Nevertheless, it seems unlikely that Ca2+

entry through TMEM16F is crucial for its own activation since
this requires sustained high [Ca2+]i levels. It has also been pro-
posed that Cl–-selective TMEM16F channels cause membrane
hyperpolarisation, thereby enhancing Ca2+ influx through an
increased driving force [28]. However, activated platelets have
a negative membrane potential (−45mV to −80mV) set by vol-
tage-gated or Ca2+-activated K+ channels [23,30,32] which drives
Ca2+ influx primarily via Orai1, P2X1 and TRPC6 [23,30,33].
Since the platelet Cl− equilibrium potential has been estimated to
sit at ≈-35mV [30], activation of either a Cl–-selective or non-
selective channel (Erev≈0mV) would depolarise rather than hyper-
polarise the cell. This argues against a role for TMEM16F in
promoting Ca2+ entry via regulation of the membrane potential.

Although we demonstrate an interspecies difference of ion selec-
tivity for MK TMEM16F-like channels, further work is required to
understand the functional significance of the resultant ionic move-
ments for lipid scrambling and/or other functional events in this cell
type. Furthermore, the possible relevance of expression of other
members of this scramblase/channel family should also be examined
with knock-down studies. It is worth noting however that
a transcriptomic analysis of purified platelets detected <2% expres-
sion of other TMEM16 family members compared to TMEM16F
[19]. Furthermore, the same study detected only TMEM16K in
addition to TMEM16F in HEL cells, and TMEM16K is inhibited
at the high intracellular Ca2+ concentrations used in the present work
[4]. A study of HEK293 cells reported that TMEM16F-dependent
currents and phosphatidylserine exposure occur contemporaneously,
and that preventing net ionic movement by clamping the membrane
voltage to zero does not affect phosphatidylserine scrambling [14].
Furthermore, despite the species difference in ionic selectivity
between mouse and human MK TMEM16F, it is worth noting the
similarities between the altered scramblase activity of TMEM16F−/−

mice [3,8] and Scott Syndrome patients [1]. This suggests that the
ability to conduct specific ionic species, or an influence on mem-
brane potential, are unlikely to be crucial determinants of
TMEM16F-mediated lipid scrambling and thus platelet procoagu-
lant activity. Future studies should therefore directly assess the
relationship between platelet and/or megakaryocyte lipid scrambling
and TMEM16F ionic selectivity. Overall, the present work provides
further support for the “leak” hypothesis of ionic movement through
TMEM16F, in which ions move because of phospholipid transloca-
tion rather than being critical for lipid redistribution [14].

Authorship Contributions

KAT and MPMS designed the experiments, analysed data and wrote the
manuscript. KAT performed experiments. MPMS secured funding.

Declaration of Interest

The authors report no declarations of interest.

Funding

This work was supported by the Medical Research Council [DTG].

ORCID

Kirk A. Taylor http://orcid.org/0000-0002-4599-7727

References

1. Zwaal RF, Schroit AJ. Pathophysiologic implications of membrane
phospholipid asymmetry in blood cells. Blood 1997;89(4):1121–1132.

2. Suzuki J, Umeda M, Sims PJ, Nagata S. Calcium-dependent phos-
pholipid scrambling by TMEM16F. Nature 2010;468
(7325):834–838. doi:10.1038/nature09583.

3. Fujii T, Sakata A, Nishimura S, Eto K, Nagata S. TMEM16F is
required for phosphatidylserine exposure and microparticle release
in activated mouse platelets. Proc Natl Acad Sci U S A2015;112
(41):12800–12805. doi:10.1073/pnas.1516594112.

4. Schreiber R, Uliyakina I, Kongsuphol P, Warth R, MirzaM,Martins JR,
Kunzelmann K. Expression and function of epithelial anoctamins. J Biol
Chem 2010;285(10):7838–7845. doi:10.1074/jbc.M109.065367.

5. Castoldi E, Collins PW, Williamson PL, Bevers EM. Compound
heterozygosity for 2 novel TMEM16F mutations in a patient with
Scott syndrome. Blood 2011;117(16):4399–4400. doi:10.1182/
blood-2011-01-332502.

6. van Kruchten, R, Mattheij NJ, Saunders C, Feijge MA, Swieringa F,
Wolfs JL, Collins PW, Heemskerk JW, Bevers EM. Both
TMEM16F-dependent and TMEM16F-independent pathways con-
tribute to phosphatidylserine exposure in platelet apoptosis and
platelet activation. Blood 2013;121(10):1850–1857. doi:10.1182/
blood-2012-09-454314.

DOI: https://doi.org/10.1080/09537104.2019.1595560 Megakaryocytic TMEM16F currents 965

http://dx.doi.org/10.1038/nature09583
http://dx.doi.org/10.1073/pnas.1516594112
http://dx.doi.org/10.1074/jbc.M109.065367
http://dx.doi.org/10.1182/blood-2011-01-332502
http://dx.doi.org/10.1182/blood-2011-01-332502
http://dx.doi.org/10.1182/blood-2012-09-454314
http://dx.doi.org/10.1182/blood-2012-09-454314


7. Boisseau P, BeneMC, Besnard T, Pachchek S, GiraudM, Talarmain P,
Robillard N, Gourlaouen MA, Bezieau S, Fouassier M. A new muta-
tion of ANO6 in two familial cases of Scott syndrome. Br J Haematol
2018;180(5):750–752. doi:10.1111/bjh.14439.

8. Yang H, Kim A, David T, Palmer D, Jin T, Tien J, Huang F, Cheng T,
Coughlin SR, Jan YN, et al. TMEM16F forms a Ca2+-activated cation
channel required for lipid scrambling in platelets during blood
coagulation. Cell 2012;151(1):111–122. doi:10.1016/j.cell.2012.07.036.

9. Szteyn K, Schmid E, Nurbaeva MK, Yang W, Münzer P,
Kunzelmann K, Lang F, Shumilina E. Expression and functional sig-
nificance of the Ca2+-activated Cl- channel ANO6 in dendritic cells. Cell
Physiol Biochem 2012;30(5):1319–1332. doi:10.1159/000343321.

10. Martins JR, Faria D, Kongsuphol P, Reisch B, Schreiber R,
Kunzelmann K. Anoctamin 6 is an essential component of the
outwardly rectifying chloride channel. Proc Natl Acad Sci U S A
2011;108(44):18168–18172. doi:10.1073/pnas.1108094108.

11. Shimizu T, Iehara T, Sato K, Fujii T, Sakai H, Okada Y. TMEM16F is
a component of a Ca2+-activated Cl- channel but not a volume-sensitive
outwardly rectifying Cl- channel. Am J Physiol Cell Physiol 2013;304
(8):C748–59. doi:10.1152/ajpcell.00228.2012.

12. Grubb S, Poulsen KA, Juul CA, Kyed T, Klausen TK, Larsen EH,
Hoffmann EK. TMEM16F (Anoctamin 6), an anion channel of
delayed Ca2+ activation. J Gen Physiol 2013;141(5):585–600.
doi:10.1085/jgp.201210861.

13. Scudieri P, Caci E, Venturini A, Sondo E, Pianigiani G,
Marchetti C, Ravazzolo R, Pagani F, Galietta LJV. Ion channel
and lipid scramblase activity associated with expression of
TMEM16F/ANO6 isoforms. The Journal of Physiology 2015;593
(17):3829–3848. doi:10.1113/JP270691.

14. Yu K, Whitlock JM, Lee K, Ortlund EA, Cui YY, Hartzell HC.
Identification of a lipid scrambling domain in ANO6/TMEM16F.
Elife 2015;4:e06901. doi:10.7554/eLife.06901.

15. Ye W, Han TW, Nassar LM, Zubia M, Jan YN, Jan LY.
Phosphatidylinositol-(4, 5)-bisphosphate regulates calcium gating of
small-conductance cation channel TMEM16F. Proc Natl Acad Sci
U S A 2018;115(7):E1667–E1674. doi:10.1073/pnas.1718728115.

16. Tolhurst G, Vial C, Léon C, Gachet C, Evans RJ, Mahaut-Smith
MP. Interplay between P2Y1, P2Y12, and P2X1 receptors in the
activation of megakaryocyte cation influx currents by ADP: evi-
dence that the primary megakaryocyte represents a fully functional
model of platelet P2 receptor signaling. Blood 2005;106
(5):1644–1651. doi:10.1182/blood-2005-02-0725.

17. Shattil SJ, Leavitt AD. All in the family: primary megakaryocytes
for studies of platelet alphaIIbbeta3 signaling. Thromb Haemost
2001;86(1):259–265.

18. Tabilio A, Rosa JP, Testa U, Kieffer N, Nurden AT, Del Canizo MC,
Breton-Gorius J, Vainchenker W. Expression of platelet membrane
glycoproteins and alpha-granule proteins by a human erythroleuke-
mia cell line (HEL). Embo J 1984;3(2):453–459.

19. Wright JR, Amisten S, Goodall AH, Mahaut-Smith MP.
Transcriptomic analysis of the ion channelome of human platelets

and megakaryocytic cell lines. Thromb Haemost 2016;116
(2):272–284. doi:10.1160/TH15-11-0891.

20. Hussain JF, Mahaut-Smith MP. ADP and inositol trisphosphate
evoke oscillations of a monovalent cation conductance in rat
megakaryocytes. J Physiol 1998;511(Pt 3):791–801.

21. Osman S, Taylor KA, Allcock N, Rainbow RD, Mahaut-Smith MP.
Detachment of surface membrane invagination systems by cationic
amphiphilic drugs. Sci Rep 2016;6:18536. doi:10.1038/srep18536.

22. Taylor KA, Wright JR, Vial C, Evans RJ, Mahaut-Smith MP.
Amplification of human platelet activation by surface pannexin-1
channels. J Thromb Haemost 2014;12(6):987–998. doi:10.1111/
jth.12566.

23. McCloskey C, Jones S, Amisten S, Snowden RT, Kaczmarek LK,
Erlinge D, Goodall AH, Forsythe ID, Mahaut-Smith MP. Kv1.3 is
the exclusive voltage-gated K+ channel of platelets and megakar-
yocytes: roles in membrane potential, Ca2+ signalling and platelet
count. J Physiol 2010;588(Pt 9):1399–1406. doi:10.1113/
jphysiol.2010.188136.

24. Lu X, Fein A, Feinstein MB, O’Rourke FA. Antisense knock out of
the inositol 1,3,4,5-tetrakisphosphate receptor GAP1(IP4BP) in the
human erythroleukemia cell line leads to the appearance of inter-
mediate conductance K(Ca) channels that hyperpolarize the mem-
brane and enhance calcium influx. J Gen Physiol 1999;113
(1):81–96.

25. Stoneking CJ, Shivakumar O, Thomas DN, Colledge WH,
Mason MJ. Voltage dependence of the Ca2+-activated K+ channel
KCa3.1 in human erythroleukemia cells. Am J Physiol Cell Physiol
2013;304(9):C858–72. doi:10.1152/ajpcell.00368.2012.

26. Uneyama C, Uneyama H, Akaike N. Cytoplasmic Ca2+ oscillation
in rat megakaryocytes evoked by a novel type of purinoceptor.
J Physiol 1993;470:731–749.

27. De La Fuente R, Namkung W, Mills A, Verkman AS. Small-
molecule screen identifies inhibitors of a human intestinal
calcium-activated chloride channel. Mol Pharmacol 2008;73
(3):758–768. doi:10.1124/mol.107.043208.

28. Harper MT, Poole AW. Chloride channels are necessary for full
platelet phosphatidylserine exposure and procoagulant activity. Cell
Death Dis 2013;4:e969. doi:10.1038/cddis.2013.495.

29. MacKenzie AB, Mahaut-Smith MP. Chloride channels in excised
membrane patches from human platelets: effect of intracellular
calcium. Biochim Biophys Acta 1996;1278(1):131–136.

30. Mahaut-Smith MP. Chloride channels in human platelets: evidence
for activation by internal calcium. J Membr Biol 1990;118
(1):69–75.

31. Acheson K. TMEM16F: function from (iso)form. J Physiol
2016;594(11):2785–2786. doi:10.1113/JP271980.

32. Mahaut-Smith MP, Hussain JF, Mason MJ. Depolarization-evoked
Ca2+ release in a non-excitable cell, the rat megakaryocyte.
J Physiol 1999;515(Pt 2):385–390.

33. Sullivan R, Kunze DL, Kroll MH. Thrombin receptors activate
potassium and chloride channels. Blood 1996;87(2):648–656.

966 K. A. Taylor & M. P. Mahaut-Smith Platelets, 2019; 30(8): 962–966

http://dx.doi.org/10.1111/bjh.14439
http://dx.doi.org/10.1016/j.cell.2012.07.036
http://dx.doi.org/10.1159/000343321
http://dx.doi.org/10.1073/pnas.1108094108
http://dx.doi.org/10.1152/ajpcell.00228.2012
http://dx.doi.org/10.1085/jgp.201210861
http://dx.doi.org/10.1113/JP270691
http://dx.doi.org/10.7554/eLife.06901
http://dx.doi.org/10.1073/pnas.1718728115
http://dx.doi.org/10.1182/blood-2005-02-0725
http://dx.doi.org/10.1160/TH15-11-0891
http://dx.doi.org/10.1038/srep18536
http://dx.doi.org/10.1111/jth.12566
http://dx.doi.org/10.1111/jth.12566
http://dx.doi.org/10.1113/jphysiol.2010.188136
http://dx.doi.org/10.1113/jphysiol.2010.188136
http://dx.doi.org/10.1152/ajpcell.00368.2012
http://dx.doi.org/10.1124/mol.107.043208
http://dx.doi.org/10.1038/cddis.2013.495
http://dx.doi.org/10.1113/JP271980

	Abstract
	Introduction
	Methods
	Results
	Discussion
	Authorship Contributions
	Declaration of Interest
	Funding
	References

