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The behavior o1 the mttoclmndlial inner nlcnll'~ranc multiple ¢olltluct;incc channel (M('( ')  which has a peak cor,~ductancc o1 
I-! ,5  nS has hcen examined in rat heart initochondria. MC(" can display several ~.,,idque ¢l'~al'actcri.,,;lit'.s: (a) r~roh)nged open and 
closed tirncs on Ihc ortlcr of seconds to nlinutcs, (b) i| voltage dcpcndcl)cc in which M('(" opens (negative potc| | tial)or cJtl.~.n 
(positive potcniial) generally in steps, (c) a rcspol)SC It) inhibitors such as anlioth.lrollc il) steps corrc.sponding at lca.~;l 
approximately to those in (b), (d) a 'l'rcc-runnillg mode' in which the currciu level rapidly fluctuates between a i'nilfilmml of nine 
conductance levels bul with a preferred occupatitnl of the !).5-(].7 nS levels, md (c) very large transitions ( !- i.5 nS) resolved at 4 
kltz bandwidth as single events will) variable mean open time. 

Introduction 

Patch clamping of the inner mitochondrial mem- 
brane (IMM) of mouse liver has revealed three kinds 
of channel behavior, (a) = lift pS w~ltagc dependent 

i 1,2], (b) channel activity with slight anion-selectivity 
muqiple conductance chann,-l (M, CC) aclivily [3,4] 
which we presently classify as a single group since the 
various levels in general have similar properties (see 
Discussion and Ref. 5), and (c) = 15 pS channel acti- 
vated by alkaline pH [6] (fl)r a review see Ref. 5). 
Variations in isot:~.iem procedures allow for seliactivc 
channel activation such that some membrane-patch 
recordings have no channel aclivit~., or predominantly 
= !10 pS or MCC activity [2]. 

The MCC activity displays several unique features 
including its CilOi'ii'lOua ti~., conductance which can oc- 
casionally be resolved as ,,ingle steps [3]. It can be 
activated by Ca :+ [2,7] or by membrane potential:; 

i Permanent atiress; A.N. Belozersky Laboratory of Molecular Biol- 
ogy and Bioorganic ('hcmislry. Moscow Stale University, M~ ~,.'ow, 
Russia. 

Abbreviations: EGTA, ethyleneglycol bis(/3-aminoethyl ether)-N,N'- 
tetraacetate: I lepes. 4-(2-hydroxyethyl)- I .piperazineethanesulphonic 
acid. 

Correspondence: K.W. Kinnally, ,~¢panmcnt of Biological Sciences. 
SUNYA, 1400 Wa:;hE,~,ton Ave., Albany, NY 12222, USA. 

above approx. -!-6(I mV [8]. During potential actiwition 
it frequently exhibits an increase in unit conductance 
which takes place in steps [8], whereas inhibitors often 
cause a progressive decrease in conductance again in 
steps [8]. After activation by either ( a -  or mcml'~ranc 
potential, MCC exhibits several unique characteristics 
and ,¢,'c arc rcpt:rting l'ivc of these l'¢,J |he l'ilst time (,,co 
below). 

Mitochondriai membrane fractions enriched in con- 
tact sites [junctions between the IMM and the ouler 
mitochondrial membrane (OMM)] exhibit MCC ac~.iv- 
ity [9]. This observation suggests that contact :rites 
contain channels responsible for MCC a0tivity. 

Cardiac mitocitondria used in these expernJ~ents 
have interesting structural and functional features. For 
example, in situ clusters of mitochondria in cardiomy- 
ocytcs have been shown to be structurally connected at 
contact sites reminiscent of gap junctions [10,1 i]. The 
functional continuity of mitochondria in clusters has 
been recently demonstrated in cardiomyocytes [12]. In 
these experiments, the fluorescence of ethylrhodaminc 
in an entire mitochondrial cluster is quenched by laser 
irradiation of one component of the group. However, 
unconnected mitochondria appear unaffected. These 
observations suggest the presence ot'a communication 
..:rstem, possibly channels between ihc mitochondria 
torming a cluster. This system may also involve MCC 
siilce the pathway must involve a structure going 
through the iMM and the OMM. 
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Methods 

Prep,~ration of mitoplasts 
Ri~ts of the Sprague-Dawlcy strait, avcr~,ging be- 

tweet 21111 an,] 31111 g were used. All steps were carried 
out in the cold. A single rat heart was homogenized in 
1134) M sucrose (pH = 7) using a glass and Teflon 
homo[:enizer of the Potter-Elvehjem type. Large mito- 
chondria were isolated from the rat heart homogenates 
using the method previously described [13]. The mito- 
chondri~, were then resuspended in approx. 2 ml of 
11.311 M sulcrose, 5 mM Flepes (pH 7.4). Mitoplasts were 
prepared by an o~motic swelling in which a 0.5 ml 
aliquot of the mitochondrial suspension was added to 
q.5 ml 5 hiM lolepes (pH 7.41 ~md kept on ice for 5 rain. 
They were centt'Jfilged at 201X1 x g |i~r 5 rlltn. '!'lie 
ptrllet wa~,, resuspendcd in 5 nil 11.311 osmolal sucrose, 5 
mM tlepes, t1.1 mM CaCI,, I mM EGTA (approx. 
III " M fi'ec ( ' a : ' ) ,  pH 7.4 and kept on ice tot 5 rain. 
The prep~ration was then centrifuged at 211011 × g flq" 5 
rain. This last step was omitted in some experiments 
and i~ referred to in this p:tper as an E(ITA wash. The 
pellet was resuspendcd in (I.3(I osmolal sucrt)se, 5 mM 
llepes (ptl 7.4)~ The yieM of mitopla:~ts frtml a 0.5 ml 
aliquot was typically very small. The stock suspcn.sions 
were kept on ice. 

In a few experiments Iile mitoplasts were is~dated 
using the French-press method of Decker and 
Grcenawaff 114]. Alter the initial isolation of large 
mitochot!~tlria, the pellet.,, were incubated in 15 ml of 
4611 mM nlannitol, 1411 nIM sticros¢, lit mM llepes fpl t  
7,41 for Itl to 15 mill on ice lind subjected to 2111i!~ psi 
using the French press to i'cm~tvc the oil ier inenlbran¢, 
The illii~q~lasl,~ were diluted by an eqilal vohlnll2 of 2311 
mM n~annilol, 711 il lM sucrose, 5 iuM i lepcs IpH 7,4), 
Af lcr slllndJnl on ice for 5 to III nlin they were 
centrifuged at 111111111 ~ g for 5 nlin and restispcp.ded in 
.t nil of 151t IIlM KCI, 5 mM ttcpes (pt i  7,4), Wc have 
not lib,,iervcd differences in tile results obtained with 
nliloplasts prt:parcd with the French press incthod lind 
those l:repared with the osmotic method. The t:xpcri- 
merits of Figs~ 2 and 5 are the only ones reported here 
whidl u:,ed the French-press method. 

Patch ch#nping 
For paich clamping about 5(I #1 of suspension were 

placed tm a slide. After sea, era1 minutes the slide was 
perfused with ~!he final nledium and generally soiree 
mitoplasts were left attached to the slide in about 41111 
tO 51111/~1 o|' medium. Unles.,; otherwise stated, 1511 .raM 
KCI, 5 mM Hopes, I mM EGTA, 11.95 mM CaCI, 
(upprox_. I~. !11- "~ M free Ca-" ). pH 7.4 at room tern" 
perature 1211 to 25°C) was used. New rrito~h~t prepa- 
rations wet~: generally prepart~d from 11.5 nil aliquots of 
the original mitochondrial suspension :~p~roxiraatciy 
every. 2 to 3 hours when osmotically treated mitoplasts 

were used. Excised patches were form,.'d by lifting the 
pipette away from a mitoplas' qtached to the slide 
alter a gigaseal was formed. Recordings from inside-out 
patches displayed the same voltage dependence as that 
from attached patches. Pipettes ranged in resistance 
between 211 and 4!J MIL The result:~ arc reported 
without correction for in-series resistance of the 
pipette. !,! all experiments the reference electrode 
consisted of a Ag-AgCi wire connected to the bath 
through a bridge :ont~ining the medium and 2% agar. 

Anii¢;darott¢ trc~lttttent 
All l iodaron¢ ~,viis pl!rci,,ised from Sigrrla Chemica l  

(kmq~any. 4 #M amiodarone wa:~ added to a I nil 
chamber by perfilsion with 5 ml of the usual nledium 
containing the drug. 

Eh,ctrotth's 
I'he details have been previously presented [3]. Volt- 

age-clamp conditions were obtained using a l)agan 
8911(| or 391111 (inside-out mode) patch-clanap amplifiers. 
Current and voltage were recorded in Y-X fitshion on a 
storage oscilloscope (model 5111 with 5AigN and 
5A21N ':mplifiers from Tektronix Inc., Bc:averton, OR) 
while the voltage was varied manually. All voll;.iue~ are 
referenced It) the matrix of the nlitoplast where 1/'::= 
l"l,,,tl , - l'i,,p,.,,,. I'hc current  (bandwidth of I11 kHz) and 
volt,age outputs were digitized with a Neurodata Instru- 
ment Corporation, model DR-284 (New York, NY) or 
Instrutech Corporal(on, model VR-10A (Elmont. NY) 
and recorded on VHS tape. The current traces and the 
I-F curve were subsequently analyzed at a bandwidth 
of 2 kttz except where otherwise stetted (4-8 kHz) with 
a Frequency l)cvices (Haverhill, MA). mode! ql)2 low 
l'~,,~s filter. 

Amd.vsis <,I" <hml 
"('he data were analyzed using ii~1!O(7 soltwarc 

(courtesy of C. Lingle, Washil~gion UnivcrsitT, St. 
l.oui~. MO) and PAT program from Strathclyde Elec- 
tro;~hysiological Data Analysis software" (courtesy of J. 
D,mq~ster, University of Strathclyde, UK). Variance of 
the current traces was determined with a 5 point 
movin~ ~v,:rage using the method described by Patlak 
[15]. Amplitude histograms were compiled u,hlg 
IPROC or FAT programs with a bin-width of 11.1 to (I.8 
pA. Oi ,  a probability, (nP,,I for ct)ntluctance levels was 
calculatc~! from the ratio of the tiimc at the ct,rrespond- 
ing current level/totrl time determined fi'om ampli- 
tude histograms. 

Results 

MCC activity appears after isolation of mitochon- 
dria in-a Ca-'+-containing medium or after activt~ion 
with voltages generally higher than :;:_60 mV [2.5]. 



Alter activation we :~l~:;,=rved a variety of MCC bcimv- 
ior which include (a) a 'butterfly' pattern, (b) free-rtln- 
ning and (c) mixed mode which are separately• de- 
scribed below. Shifts between behaviors occurs sponta- 
neoulsy with the mixed patten~ predominating. 

MCC controlh, d by membrane potential." the 'huttelfly' 
pattern 

in one behavior pattern, the open and closed times 
were inordinately long (minutes) giving rise to current- 
xoltage curves resembling a 'buttcrfly'. Once the open 
or closed state was attained, the current level often 
remaine,| at that level until the voltage was varied. 
Flequently MCC opened at negative and closed tit 
positive pott:i~iials. One such pattern is illustrated in 
the single channel currcnt-wfltage (FV)  curve of Fig. i 
where the sequence of events is indicated by the ar- 
rows (beginning at -411 mY). The o0cning and closing 
genel,dly occurred at specific voltuges and the total 
c u r r e n t  c h : n l g e s  w e r e  reproducible it~ magnitude within 
the same membrane patch. The current transition geh- 
erally occtirred in steps as illustrated ;n i~ig. 2 10r 
another experiment. The initial vertical lines (capaci- 
tance spikes) indicate the application of the voltage 
step which is maintained during the experimental pe- 
riod. An expansion of the time scale (Figs. 2B and D) 
shows that the shifts from higher ~o lower cnnductance 
levels induced by posilive potentials (e.g. Fig. 2B)were 
faster than the shifts in the opposite direction induced 
by negative potentials (e.g. Fig. 2D),. Generally we 
fi)und closing to occur 2-8-times faster than opening 
(n = 8 randomly selected patches). Aflcr reaching a 
steady-state level, the sam,: conuuctancc wa.~ mah,- 
rained for long periods of time (seconds and minutes), 
althuugh there is evidence of channel activity of much 
lower amplitude. In summa'.3,, the butterfly pattern of 
MCC had a strong voltage dependence and the mean 
open and closed times were in seconds or even mir, 
utes. 

l I 
t . . . . .  --I 
20mY 

Fig. I. One of the i)alterfl.', of  v, l tagc dependence of M( 'C .~ecn m a 
single channel currcnt-volta,je ctlrvc ill an cxci,~ed patch (l~u!terfly 
p ' , " , ' . . )  The hath and nlnPl le mt.di,lm was 1511 mM K(71. i mM . l + l + k l ' l  • u . . l O . l  . . . . . . . . . . . . . . . .  

EGTA,  l,La5 mM C'aC'l, ( = 6 x  10 7 M free Ca 2' ), 5 mM l lepcs  at 
p i t  7.4. The direction of the w)ltage changes (starling at approx. --411 

I mV) is indicated by the arn)ws. The voltage changes were contt.)[l,:d 
manually, 
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Fig. 2. Voltage steps I',~r a hutlcrHy lypc of palch (.~ec Fig. I) show 
I'itsl • losillg (A,I]) and .,,iJow opening (('.!)). ('onditinn.,; as in Fig. I. 
lllilial vertical lines indicate wfltage on from zero I||W 1o ~+ 20 mV 

(A lo r  --311 n:V ((~}. 

Free-runnhlg mode 
MCC frequently exhibited a free-running pattern 

where a var;ety of conductance levels were obsc:'ved+ 
The traces of such activity are shown in Fig. 3A and 
the corresponding amplitude histogram is represented 
in Fig. 3B. A minimum of nine conductance levels can 
be recognized. The aaalysis of wlriance following the 
method of Patlak [15] (Fig. 3C), confirmed that these 
arc discrete levels. 

Mixed pattern 
MC(" n:ost commonly was open at negaiive poten- 

tials and occupied lower peak and mean conductance 
at positive potentials. As MCC was open for prolonged 
periods at negative voltages, a constant high current 
level with no transitions was frequently recorded (see 
records at -4(1 and -2(I mV, Fig. 4A and 4B). Upon 
shifting to increasing potentials, Iowet conductance 
levels were occupied as illustrated in the conductance 
amplitude histogram of Fig. 4B. The results summa- 
rized in Fig. 4C show the probability of being open for 
the 1.I nS level decreased and a progressive shift to 
increased open probability of the lower conductance 
levels, i.e the (i.7 and U.,b nS levels, was seea with 
mcrca~ed wfltage, While ~he prolonged open times at 
negative voltages ,'esembled those of the butterfly pat- 
tern, the pattern resembled the 'free-running mode' in 
the posit;re range of potentials (e.g. Fig. 4A at +50 
mY). 

Large conductance changes occurring as .~ingie et,ents 
In some c:~f the expcrimeats single transitions as high 

as I - i .5  nS were observed (e.g. Fig. 5) at a 4 kHz 
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bandwidth under voltage clamp conditions. These may 
also ~:cur repeatedly• "lransitions of these sizes uccur 
in 2(1~'~ of the patches (n = 25 randomly selected 
patches) and were observed in butterfly, Irce-running 
and mixed behavior patterns. 

b~hq'.:.:+~rs ~h'crea.~hig t omh+cta: ,ce~  iu step,~ ~ 

When MCC exhibited a butlcrfly pattern, the w)lt. 

; i g c - i p d u c c d  i n c r e a s e  a n d  dec:ease il~ c o n d u c l a n e t ,  u s u -  

;lily occurred in progressive steps w!!6~e observed levels 
torrcspt,nd to those obscrvctl m tht !r,.c-! ul.mr~t+ rood,. 
,.~ml~larl~. w h e n  a l l  I n h i b i t o r  s u c h  ds~ , .n . , , , , , , . dO. ' I t ;  ~ a s  

;~tn,duccd the inhibition ~ccurrcd ta steps at least 
| 

r,~mghly corresponding to those obsoleted -~ during volt- 
a~,c-mdttctd oh:rages ~s shown in the current trace of 
Fig. 6 A  and the corrcsgonding umplitude diagram of 

Fig. 4. Mixed p;~ttcrn vol tage d e p e n d e n c e  of  M('(" is most  f rcqocnt ly {~bsclx.cd. Cux:l~lilions as in Fig. I. (,~..~ Sample  current  traces arc shown a~ 
variou.,, ~,'oltagc.~ !o il lustrate I, 'picai transi~im~s. (B) Tola l  ampl i tude  diapram ~t sc lec led  voll,igcs sh t ;~ ,  uccupancy  of conduc lanc¢  levd, ,  ~.,s 
",,Tim:: calcu!at~d from currunt levels and ::orrccted for leak conductance usint~ a biL width of {).7S pA. (C~ The prubability of opening riP, as ~, 
function ot ~oitagc h~r the ctmduclance k•vcls at: l.! nS ( [ ] ) .  0.7 nS t ~ ) and I)~ nS (C~L arc sho~'n. Th.  duration , f  m~cc analyzed at each 

vollag¢ was generally 3t~ s. 
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Fig, 5. Current tra(:es .',m)w IItgil (:otlduet;mc¢ transitions a! constant 
w)ltage with a haad::idth ,)f 4 kl It, (8 kg Iz samplilig). (A~ ('oniinuous 
eLlrr¢|ll |l'il~:¢ llt - 50 111V 'dZOWS Irattsitioas of 52 to 72 pA ( n - 1.4 aS), 
The bath medium was 150 mM K('I  I mM [,:(;TA 2 mM ( ' a ( ' l :  ( = I 
mM f~¢e ( ' a : ' ) 5  mM l lcpc~ (p l l  ?.4). Tht, pipetlc medium was the 
sa111¢ except lhe ( 'a t ' l ,  was chat)Bed to O, I mM (l're¢ ('a ~' -" I(I ';M). 
(B) ('urrent trace at + 45 mV it) a tlift'~rel)l patch showing transitlon,~ 
of up It) 71) pA ( 1.5 aS) were observed. "]'i)e medium in the bath and 

pipette was ISO mM KCI, 5 mM Ilcpcs (p l l  7.4), 

Fig. 6B. We observed it similar inlfibition in steps when 
MCC was bk)cked by cyclosporinc [8] and antimycin A 
[16]. 

Discussion 

MCC activity has been obserx, ed by several investi- 
gators (for example, see Refs. 3 and 4). it appears to be 
highly regulated and opens only under special condi- 
tions [5]. Evidence has been presented indic'rating MCC 
may correspond to the (.a"-activated permeability 
transition pore (PTP) proposed from work with mito- 
chondrial suspensions [5,17]. In our hand,g either the 
presence of endogenous Ca" ~ during the isolation pro- 
cedures or the exposure to voltages al;o~,c :!: 60 mV arc 
ne;.'c~sa~ to activate MCC [2]. Szab6 and z.oratti have 
found MCC activity was activated by Ca ~ + and inhib- 
ited by Mg -'+, ADP and cyclosporine as expected for 
the PTP [17]. We consider the various conductance 
levels of MCC the result of the activity of one channel 
cla~s since (a) they were most frequently obsen, ed in 
the same membrane patch [3,4], (b) they were activated 
hy similar conditions [2,7,8], (c) they had a simihtr 
sensitivity tt~ pharmacological agents [7,18], (d) the 
various levels were activated sequentially by voltage 
pulses [7], (eD current traces indicated that levels be. 
tween ?4X) and 13fN) pS were substates of a single 
channel since increases in conductance produced in 
small steps ,~lo~u as a single event [4], and (f) the noise 
level of the f~lly closed and open state v~as generally 
h)wer than in ):he intermediate conductance levels [5]. 
The pre,~nt s~udy adds further support to the classifi- 
cation of at least nine conductance levels as substates 

of MCC. These transitions appear under the same 
conditions and the same patches as the nS transitions. 
In addition, the rest, Its cannot be explained by the 
presence of multiple copies of a single channel since 
the conductanccs are not multiples of a base conduc- 
tance. Similarly some intermediate conductance levels 
are not present. Also, we were unable to fit (not  
shown) the asymmetrical amplitude diagrams with bi- 
nomial equations describing independentl,.¢ identical 
channels (for example, see Ref. 25).The levels observed 
in response to voltage in the butterfly, free-running 
and mixed modes correspond to those observe(! with 
tile addition of amiodaronc [18], antimycin A [16] and 
cyclosporine [8]. These drugs mimic the effect of posi- 
tive voltage in the butterfly behavior pattern i~l the 
induction of the closed state. Reconstitution of this 
activity with purified pa)tein has not been done. Hence, 
the cvidellee is n o t  conclusive and it is possible that 
more than one channel class is present under MCC- 
activating conditions. 

The present study showed the presence of MCC in 
the IMM of heart mitochondrla. Furthermore, the 
study defines for the first time several distinct and 
novel patten is of behavior. Gencrally iwo typc~ of 
gating behavior were observed, in one MCC had long 
open and closed times, in another, the I'ree-running 
behavior, M('C assumed many conductance levels in a 
short period of time (tens of seconds). As 'gearshifting' 
[19] between the two modes was occasionally observed 
and mixed behavior was most often obselved, the shift 
in gating is reversible either spontaneously or with 
voltage. The inhibition with .,~miodarone below the 
lowest conductance level observed without the in- 
hibitor suggc;;t:; tha' ,~ome patches frequently have 
conductance states which are open i.ldefinitcly under 
the conditions of the experiments. Althougl~ we have 
not conducted a systematic study such as this in mouse 
liver mitochondria we have observed a similar behav- 
ior. 

During voltage activation [8], the conductance pro- 
gressively increased with time in steps. Simihtrly after 
activation, the inhibitor and voltage induced shifts in 
conductance between the various levels progress in 
steps. A model in which the increases in conductance 
result from assembly from subunits and conversely that 
decreases in conductance rcsu!t from disassembly con- 
stitutes an attractive model that ',~as originally put 
forth by Petronilli et al. [4] and is st,~pported by the 

~. 2 +  • Ca -reduced aggregation of IMM proteins reported 
by Fagian et al. [20]. Thc higher conductance could bc 
the product of an increase in pore diameter as we 
previously proposed for outer membrane channels 
[21,22] or from the various smaller channels opening 
and clo~ing cooperatively. However, a model involving 
conformational changes leading to the progressive en- 
largement of a single channel pore diameter is equally 
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¢Oli.M,~nl | |1) nlV showing ~lw ,~o.:'pwise tlecrca~t' in _,.l'iclil ,t[lcr p,cr!'usion with amic:!::r:,,w ..:r.: i:l:!i:",.!t,d by ',:rr~,w. <B! Amplitude his!ot, rm+~ 
were constructed Irom data compih:d from currenl traces wilh the ftfllowing time inlervak: A and A*, t = - 45 to 0 s: B, t = 75 It) |0fi s; C, 106 Io 
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i|;serl illuslraleS ill(.' Ifiglier ¢urren( levels of A with an expanded sonde, i listogram peaks include conductance levcl.,i ,ff appr,;x. (/.!, 0.15.0.2, 0.3. 

0.6, 0.7 itt, d I.I nS. 

supported by the presen~ data., Alternatively, a combi- 
nation of both models cannot be eliminated. All the 
present results can be interpreted by postulating that 
each pattern of behavior reflect a difference in gating 
mechanism involving many (minimum nine) substates. 

Multiple conductance states of a single channel is 
not without precedent. For example the OMM channel 
VDAC has been shown to have a~ ma,v as live state'..; 
[23]. The presence of multiple ¢onductar~ce states ha:~, 
also been shown in pla~:ua membranes. Geletyuk and 
Kazachenko show evidence for ---16 subconduclance 
states (multiples of - 12.5 pS each) of the CI- channel 
for molluscan neurons and propose an assembly o! 
channel ~ubunits in clusters [24]. An anion-selective 
channel with six substates (integer multiples of 60-~70 

pS) that is usually fully open or fui!y cl,,scd has been 
described in epithelial cells [25]. Rec,,nstitt~titm exper~i- 
ments of gap junction protein also show multiple con- 

~,,.,} pS in 10(} mM ductance levels of 14(}, 280 and ;,.~1 
NaC! [26]. 

The variety of MCC activity modes is surprising. We 
have argued that IMM channels must be highly regu.- 
lated [5], possibly by modulators similar to lhe prc~,tein 
shown to modify the activity of the volt~,.gc-dcpendcnt 
anion channel {VDAC) of the OMM [27,28]. Modula- 
tars which respond to subtle changes in conditions may 
also modify the behavior of MCC sufficiently to ac- 
ct~un! for the varied patterns of behavior I:,resented in 
this report. The possib;lity also remains that the vari- 
ous pattern,,; represent specialized membrane locations, 
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such as contact sites bctwccn the I M M  and the O M M  
or where mitochondria wcrc originally in contact with 
cz;ch othcr. 
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