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Differential reactivity of lysine residues of the red blood cell
Ca2+ pump involved in the E1-E2 conformational equilibrium
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1. Modification of Lys residues of the Ca2+-ATPase from human red blood cells with methyl acetimidate (MA) inhibited
up to 70% of the Ca2+-ATPase activity. Furthermore, calmodulin-activated p-nitrophenyl phosphatase activity was fully
inhibited at non-limiting concentrations of MA. 2. Treatment with MA inhibited phosphorylation of the Ca2+-ATPase.
3. When the enzyme was treated with 7.2 mM-MA in the presence of 100 guM-Ca2 Ca2+-ATPase activity was decreased

by 33 %, whereas when the membranes were treated with MA in the presence of 50 ,#M-VO3-, this activity was decreased
by only 8 %. 4. When membranes were either proteolysed or preincubated with 1 mM-Ca2l, MA quickly inactivated the
Ca2+-ATPase (k = 1.2 min-'). On the other hand, inactivation of membranes preincubated in the absence of Ca2+ and
Mg2+ was slow (k = 0.08 min-'). 5. When the activity was measured in the absence of calmodulin, MA decreased to the
same extent the values of Kca (the apparent dissociation constant for Ca2+) and Vmax., but in the presence of calmodulin
the treatment decreased Vm.ax only. 6. The results are consistent with the idea that MA reacts readily with the Ca2+-ATPase
when the enzyme is in an E1 conformation, but not an E2 conformation, and that, reciprocally, treatment of the enzyme
with MA shifts the enzyme to E1. 7. Provided that Ca2+ is present, ATP, with low apparent affinity (KO.5 = 195 #M),
protected against inactivation by MA. However, MA treatment did not change the Km values of either the high-affinity
or the low-affinity site for ATP, suggesting that protection results from a shift to a conformation in which the Lys residues
are inaccessible to MA.

INTRODUCTION

The existence of two major conformations, E1 and E2, has
been shown for the Ca2+-ATPase of red blood cell membranes by
various criteria: the rapid formation of the phosphorylated
intermediate from ATP in the presence of Ca2+ for E1 and the
ability to react with water for E2P [1,2], the pattern of proteolysis
[3,4] and spectroscopic studies of the purified enzyme [5].
However, little is known about the structural changes involved in
this transition or the relationship between these changes and the
functional properties of the enzyme.

Chemical modification of amino acid residues has been of
great help in studying the relationship between structure and
function of other cation-transporting ATPases. For instance,
modification of a Lys residue by fluorescein isothiocyanate
(FITC) has been used to identify and study the ATP-binding site
ofthe Na,K-ATPase [6], the sarcoplasmic reticulum Ca2+-ATPase
[7] and the H,K-ATPase of the gastric mucosa [8]. Pyridoxal
phosphate has been utilized to study the effect of modification of
Lys residues of the Na,K-ATPase [9], and carbodi-imides have
been helpful in studying the function of carboxyl groups on the
Na,K-ATPase [10] and the Ca2+-ATPase of sarcoplasmic
reticulum [11]. Furthermore, FITC has been used to study the
properties [12] and the primary structure [13] of the active site of
the Ca2+-ATPase from red blood cells, whereas carbodi-imides
were employed to examine the role of carboxyl groups in enzyme
activity in the absence and the presence of calmodulin [14,15].
We have studied the effects of chemical modification of the

Ca2+-ATPase with methyl acetimidate (MA), a probe for Lys
residues that to our knowledge has not been used previously to
study cation-transporting ATPases. The modification produced
by MA on Lys residues [16] is shown in Scheme 1.

Unlike the probes mentioned above, modification of amino

groups by MA does not alter their net charge, since the resulting
amidine has a similar pK value; furthermore, MA has little effect
on the size of the lysine residue. Thus the effects produced by MA
treatment should be ascribed to the modification of the residue
itself rather than to a general effect produced by a charge change
or by the introduction of a bulky group.
Our results indicate that MA reacts selectively with the E1

conformation of the enzyme, and that as consequence of this
reaction the Ca2+-ATPase is partially inactivated. Thus MA can

be used as a new tool to study the E1 E2 equilibrium in Ca2+-
ATPase.

MATERIALS AND METHODS

Fresh blood from haematologically normal adults collected
in acid/citrate/dextrose solutions was always used. Red blood
cell membranes were prepared using the procedure of Gietzen
et al. [17], as follows. Red blood cells (washed 3 times with
150 mM-NaCl) were lysed in 8 vol. of lysing solution (1 mM-
EGTA/1 5 mM-Tris/HCl, pH 7.4) at 4 'C. Membranes were

centrifuged at 17000 g for 20 min and then washed twice with
lysing solution. Then the membranes were suspended in 8 vol.
of lysing solution, incubated for 15 min at 37 'C in this solution

CH3 CH3

E-Lys-NH2+CH30-C=NH- E-Lys-NH-C=NH

Protein MA Modified protein

Scheme 1. Modification of lysine residues by MA
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and centrifuged at 17000 g for 20min. This step was repeated
once. Then the membranes were washed with 8 vol. of 15mm-
Tris/HCl (pH 7.4), resuspended in1 vol. of the same solution
and stored at -20 'C. This procedure yields membranes devoid
of endogenous calmodulin. Calmodulin was purified from bovine
brain as described by Kakiuchi et al. [18].
For treatment with trypsin, the membranes were washed and

suspended in medium containing 120mM-KCI, 30mM-Tris/HCI
(pH 7.4 at 37°C), 0.5mM-EGTA and10 jag of trypsin/ml (60
units/mg). The mixture was incubated at 4 'C, and after 4 min
trypsin action was terminated by the addition of soybean trypsin
inhibitor (final concentration 200,ug/ml). Then membranes were
sedimented (100g; 5 min) and resuspended in 150 mM-Bicine-
K (pH 8.3 at 25°C). Control experiments (not shown) indicated
that, after this treatment, the Ca2+-ATPase activity was about
80% of the initial and was insensitive to calmodulin. p-
Nitrophenyl phosphatase activity was measured by estimating
the release of p-nitrophenol from p-nitrophenyl phosphate [19].
The incubation medium contained 120 mM-KCl, 6.25 mM-MgCl2,
30 mM-Tris/HCl (pH 7.40 at 37°C), 10 mM-p-nitrophenyl
phosphate, 1.0 mM-EGTA, 120nM-calmodulin,1 mM-ouabain,
60-80,ug of membrane protein/ml and the concentration of
CaCl2 necessary to obtain 1.0jaM free Ca2. Ca2+-ATPase activity
was measured at 37 'C in a sim-ilar medium to that used for the
estimation of thep-nitrophenyl phosphatase activity, but without
the addition of p-nitrophenyl phosphate and with a final con-
centration of 2 mM-ATP and the free Ca2+ concentrations
indicated in Tables and Figures. The concentration of MgCl2 in
such media was 3.75 mm. The release ofPi from ATP was
estimated by the procedure of Fiske & SubbaRow [20]. To
estimate the Ca2+-dependent activity, Ca2+-ATPase activities
measured in similar media to those described above but without
the addition of CaCl2 were subtracted from overall values. The
reaction was started by transferring the tubes to a 37 'C water
bath. The free Ca2+ concentration in the incubation medium was
measured with an IS-561 Ca2+ electrode [21]. [y-32PJATP was
prepared according-to the procedure of Glynn & Chappell [22],
and protein was estimated by the method of Lundahl [23].

Incubation of the calmodulin-free membranes with MA was
performed at 25 'C in 50 mM-Bicine-K (pH 8.3 at 25°C). Except
where otherwise indicated, the incubation time was 30 min. After
this treatment, membranes were washed twice with 15 mm-
Tris/HCl (pH 7.4 at 37°C)/40 mM-KCl/1.8mM-MgCl2 and
resuspended in the same buffer at a total protein concentration
of 0.5-0.8 mg/ml.
SDS/PAGE, staining of the gels and autoradiographic

procedures were carried out as described in [24].
MA was obtained from Pierce. EGTA, trans-1 ,2-

diaminocyclohexane-NNN'N'-tetra-acetic acid (CDTA), ATP
(grade I), Tris, SDS, trypsin, soybean trypsin inhibitor and p-
nitrophenyl phosphate were obtained from Sigma Chemical Co.
(St. Louis, MO, U.S.A.). Salts and reagents were of analytical
reagent grade.
The experiments presented in the Results section were chosen

as representative of 2-4 experiments. Each of the measurements
was performed in triplicate and the individual values did not
differ from the mean by more than 5 %. Curves were fitted to the
experimental results by least-squares non-linear regression by
using the algorithm ofGauss-Newton with optional damping
[25]. The concentration variables were assumed to have negligible
error and the velocity variation to be homoscedastic. The
equations used to fit the experimental points were chosen on the
basis of their best fitting, as judged by the minimum S.D. of the
regression. The S.D. of the regression is the sum of the square
errors divided by the number of parameters. Calculations were
performed with an Epson Equity III+ microcomputer. The

program used allows us to fit any function with up to two
independent variables and up to 15 adjustable parameters and
their S.D. values [261.

RESULTS

Inhibition ofCa2+-ATPase activity by preincubation of the
membranes with MA

Fig.1 shows the results of an experiment in which red blood
cell membranes were preincubated for 30 min in the presence of
MA. The membranes were then extensively washed and Ca2+-
ATPase activity was measured. Suchtreatment inhibited the
Ca2+-ATPase activity in a MA-concentration-dependent fashion.
The remaining Ca2+-ATPase activity was 63 % of the control
activity in the absence of calmodulin, and 30% of control in the
presence of 60nM-calmodulin. The MA concentration required
for half-maximal inhibition (KO5) was 4.0 + 0.8mm when the
Ca2+-ATPase activity was measured in the absence of calmodulin,
and 3.3 + 0.9 mm in its presence. The fact that the inhibition of
the Ca2+-ATPase by MA was only partial raises the question of
whether MA is able to modify Lys residues in only a fraction of
the total population of Ca2+-ATPase molecules, or whether all
Ca2+-ATPase molecules are modified and this produces a slower
turnover of the enzyme. To provide an answer to this question,
the effect of MA on calmodulin-dependent p-nitrophenyl
phosphatase activity was tested. Fig.1 also shows that non-
limiting concentrations of MA fully inhibited p-nitrophenyl
phosphatase activity. Under the conditions used in the experiment
in Fig.1 the KO.5 for inhibition by MA was 3.01 + 0.07 mm. This
result suggest that all Ca2+-ATPase molecules were modified by
MA rather than only a fraction of them.

(b)

......0

(3
2

m
2

0

0

:)

0 10 20 A B
[MA] (mM)

Fig. 1. Effect ofMA treatment on the Ca2+-ATPase and Ca2+-phosphatase
activities in red blood cell membranes

(a) Red blood cell membranes were incubated with MA as described
in the Materials and methods section. After such treatment, Ca2+-
ATPase in the absence (-) and in the presence (U) of calmodulin,
and calmodulin-activated p-nitrophenyl phosphatase (A) activities
were measured. (b) Effect of MA treatment on the phosphorylation
of the Ca2" pump by ATP. Red blood cell membranes pretreated
with 0 (lane A) or 10 (lane B) mM-MA were phosphorylated with [y-
32P]ATP. Membranes (2.5 mg of protein/ml) were incubated at 4°C
in medium containing 25 mM-Tris/HCl (pH 7.0 at 4°C), 100/,M-
Ca2", 20,M-La(III) and 50,M-[y-32P]ATP (specific radioactivity
2 x lIO c.p.m./csmol). After 40 s the reaction was stopped by addition
of a cold solution containing 7 % trichloroacetic acid, 2 mM-ATP
and 50 mM-Pi. The mixture was centrifuged for 1O min at 3000 g and
the pellet was washed three times with the same solution, except that
ATP was omitted. SDS/PAGE was then performed and the radio-
active bands were revealed by autoradiography as described in the
Materials and methods section.
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E1=-E2 transition of the Ca2+ pump

Table 1. Incubation of Ca2+-ATPase with MA in the presence of Ca2l or
VO4

100o
Red blood cell membranes were incubated with 0, 1.5 or 3.0 mM-MA
as described in the Materials and methods section, in the presence of
100 ,tM-Ca2" or 50 ,tM-VO3- in the inactivation medium. After
treatment, membranes were carefully washed with 3 x 10 vol. of
15 mM-Tris/HCl (pH 7.4 at 37 °C) and Ca2+-ATPase activity was
measured in the absence of calmodulin.

Ca2+ VO3-

Activity Activity
MA (/tmol/h (4mol/h

concentration per mg of Inhibition per mg of Inhibition
(mM) protein) (%) protein) (%)

0 2.01 +0.02 0 1.95+0.05 0
1.8 1.51+0.03 25 1.85+0.02 5
7.2 1.35+0.04 33 1.79+0.02 8

Fig. 1(b) shows an autoradiogram of isolated membranes
incubated at 4 °C for 40 s with 50 uM labelled ATP and
subsequently separated by electrophoresis in gels containing
0.2 % SDS. Phosphorylation was carried out in the presence of
50 ,uM-Ca2+ and 20 ,#M-La(III) for control and MA-treated
membranes (lanes A and B respectively). Although a single band
corresponding to the phosphorylated intermediate of red blood
cell Ca2+-ATPase [27] was observed for both treated and control
untreated membranes, the radioactivity in this band was clearly
greater for control membranes. Therefore it can be concluded
that treatment with MA inhibits Ca2+-ATPase phosphorylation.
The calmodulin-binding site of the Ca2+-ATPase contains one

Lys residue that is a potential target for the action of MA [28].
To test whether the effect of MA was due to a modification of
this Lys residue by the reagent, Ca2+-ATPase activity was
measured as function of calmodulin concentration in control and
MA-treated membranes. Membrane Ca2+-ATPase was
stimulated about 1.8-fold by calmodulin (at 38 etM free Ca2+) in
both cases. The KO.5 value for calmodulin stimulation was
7.6+ 1.0 nm in control and 7.1 + 1.1 nm in MA-treated
membranes (results not shown). These results indicate that the
observed inhibition of the Ca2+-ATPase was not due to a failure
of MA-modified Ca2+-ATPase to bind and/or be stimulated by
calmodulin.

Differential sensitivity of the E1 conformation of the
Ca2+-ATPase to be inactivated by MA

It is known that different ligands stabilize Ca2+-ATPase in
different conformations [1,29], i.e., Ca2+ stabilizes the ATPase in
the E1 conformation and VO3- stabilizes the enzyme in the E2
conformation. To test whether the Lys residues modified by MA
were differentially exposed in the two conformations of the
pump, red blood cell membranes were treated with different
concentrations of MA in the presence of either 50 4aM-VO3- or
100 /tM-Ca2 . The treated membranes were then extensively
washed and Ca2+-ATPase activity was measured in the standard
media (Table 1). It is evident that the Ca2+-ATPase activity of
control membranes preincubated without MA was the same

whether the preincubation medium contained Ca2+ or VO3-. It
can also be seen that when the membranes were treated in the
presence of 100 4UM-Ca2+, activity decreased with MA concen-
tration down to 67% of the control. When the preincubation
medium contained 50 uM-VOI-, activity was barely decreased by
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Fig. 2. Time course of inactivation of Ca2+-ATPase by MA

(a) Red blood cell membranes were either proteolysed as described
in the Materials and methods section (0) or suspended in Bicine
buffer and preincubated at 37 °C for 15 min with 100 4M-Ca2" (0)
or 1 mM-CDTA (A). The suspension was then equilibrated at 25 °C
and MA was added to give a final concentration of 3 mm. The
reaction was stopped at various time points by dilution in 1 vol. of
glycine-K (100 mM; pH 7.0 at 25 °C). The membranes were washed
with Tris/HCl (pH 7.4 at 37 °C) and the Ca2+-ATPase activity in the
absence of calmodulin was measured. The activity measured at zero
time minus the activity estimated at infinite time by non-linear
regression is set at 100 %. (b) A suspension of red blood cell
membranes in Bicine buffer was preincubated at 37 °C for 15 min
with 2 mM-EGTA plus 3 mM-Mg2", and then the MA treatment was
carried out as described for (a). Ca2+-ATPase activity was measured
in the absence of calmodulin. The inset shows residual activity as a
function of time of incubation with MA.

MA treatment, to 92% of the control value. These results
suggest that the modifications induced by MA to the Ca2+-
ATPase are dependent on the conformation of the enzyme, E,
being more sensitive than E2.

The-time course of inactivation of the Ca2+-ATPase by 3.40 mm-
MA was monitored in conditions that shift the conformational
equilibrium towards either E1 or E2 (Fig. 2a). E1 was produced
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Fig. 3. Ca'+-ATPase activity as a function of Ca"+ concentration in MA-

treated membranes

Red blood cell membranes devoid of calmodulin were treated with
0 mM-MA (M), 1.8 mM-MA (A) or 7.2 mM-MA (V) as described in
the Materials and methods section. Ca'+-ATPase activity was then
measured in the absence (a) or in the presence (b) of calmodulin, in
media containing different Ca`+ concentrations.

in two ways; either by preincubating the membranes in the
presence of 1 mM-Ca2+ or by mild proteolysis with trypsin [1].
The E2 conformation was favoured by preincubating the
membranes with 1 mM-CDTA. In membranes preincubated with
Ca2+, activity decayed monoexponentially, with a pseudo-first-
order constant of 1.2 + 0.2 min-'. The remaining activity at
infinite time was 71 + 1 % of the activity at t = 0. For the
proteolysed membranes similar values were obtained:
1.5 +0.6 min-' for the pseudo-first-order constant and residual
activity of 78 + 2 %. On the other hand, when the preincubation
medium contained 1 mM-CDTA and no added divalent cations,
activity decayed with a pseudo-first-order constant of
0.08 + 0.02 min-'. The residual activity was in this case 78 + 2 %.
When preincubation media contained 2 mM-EGTA plus 3 mm-
MgCl2 (Fig. 2b), activity decayed with preincubation time along
a biphasic curve. The pseudo-first-order constant for the fast
component was 1.4+0.6 min-' and for the slow component it
was 0.06+0.03 min-'.

Table 2. Kinetic parameters of the Ca2-dependence of Ca2+-ATPase
activity in MA-treated membranes

The best-fit values and their S.E.M. values were obtained by adjusting
eqns. (1) and (2) by non-linear regression to the data in Fig. 3(a) and
Fig. 3(b) respectively:

V = mVax.
(1 + Kca/[Ca2+]) (1)

v= Vmax. (2)
(1 + KCa/[Ca2+])2

KCa is the apparent dissociation constant for Ca2+. For the
significance of the equations, see ref. [38].

-Calmodulin + Calmodulin

V.ax. Vmax.
MA (umol/h (,mol/h

concentration Kca per mg of KCa per mg of
(mM) (PM) protein) (GM) protein)

0 38+4 2.6+0.1 2.7+0.3 2.3+0.1
3 21+3 1.9+0.1 2.4+0.3 1.42+0.05

12 9+ 1 0.87 +0.04 2.0+0.2 1.00+0.03

The results of the experiment shown in Fig. 2 suggest that, in
the presence of Ca2l (E1 conformation), a population of Lys
residues of Ca2+-ATPase is readily attacked by MA. These Lys
residues are not accessible in the absence of Ca2+ (E2), since in
this case the enzyme is only slowly inactivated by the reagent. In
the presence of Mg2+, but the absence of Ca2+, the inactivation
curve is biphasic, with both a rapid and a slow phase, suggesting
that in this condition the enzyme would be distributed between
the El and E2 conformations. It is worth noting that in the
presence of Mg2+ alone, Adamo et al. [1] found a value of k =
0.08 min-' for the rate of conversion of E2 to El, which is
comparable to the value for the rate constant for the slow phase
of the curve shown in Fig. 2(b). At present it is not known
whether the slow phase of the inactivation curve reflects the slow
transition from E2 to EB in the absence of Ca2+ or the reaction of
MA with a Lys residue in the E2 conformation.

Effect of preincubation with MA on the Ca2+-dependence of the
Ca2'-ATPase

In Fig. 3 the results of an experiment in which the Ca2+-
ATPase activity was measured as a function of Ca2+ con-
centration are shown, in membranes preincubated for 30 min
with different concentrations ofMA from 0 to 7.2 mm. Activities
were estimated in the absence (Fig. 3a) and in the presence (Fig.
3b) of 300 nM-calmodulin. The kinetic parameters for the curves
in Fig. 3 are shown in Table 2. It is evident that when Ca2+-
ATPase activity was measured in the absence of calmodulin,
both Vm.. and K,a were decreased by pretreatment with MA. On
the other hand, when the activity was measured in the presence
ofcalmodulin, MA-treated membranes showed lower Vmkax values
but the same Kca values as control curves. These results may
indicate that the El conformation (with high affinity for Ca2) is
stabilized by MA. The change in the apparent affinity for Ca2+
would not be apparent in the presence of calmodulin because in
this condition the enzyme would be mostly shifted to the EB
conformation.

Protection by ATP against inactivation of Ca2-ATPase by MA
Fig. 4 shows the result of an experiment in which red blood cell

membranes were preincubated for 30 min with different
concentrations of MA (0-21.8 mM) in the absence and in the
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Fig. 4. Protection by ATP against inactivation of the Ca2+-ATPase by MA

Red blood cell membranes were treated with different MA
concentrations in the absence (0) or in the presence (0) of 5 mM-
ATP. Ca2+-ATPase activity was measured in the absence of
calmodulin.
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Fig. 5. Inactivation of Ca2+-ATPase by MA as a function of ATP
concentration

Red blood cell membranes were incubated as described in the
Materials and methods section with 4 mM-MA and different ATP
concentrations. This procedure was carried out in the presence of
either 100 /tM-Ca2" (El) or 1 mM-CDTA (M). Ca2+-ATPase activity
was measured in the absence of calmodulin.

presence of 5 mM-ATP. When the preincubation medium did not
contain ATP, activity decayed with increasing MA concentration
to about 55 % of the activity of the control membranes. However,
when preincubation medium contained 5 mM-ATP, activity
remained unchanged in membranes treated with MA
concentrations up to 10.9 mm, and 21.8 mM-MA inhibited ac-
tivity by less than 10%. Thus ATP protected the Ca2+-ATPase
against inactivation produced by MA.
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In the experiment shown in Fig. 5, inactivation of the enzyme
by treatment of the membranes with 6.85 mM-MA was measured
as a function ofATP concentration in the preincubation medium.
When the preincubation medium contained Ca2l, ATP protected
the Ca2+-ATPase against inactivation by MA, with a K0 5 of
195 + 50,UM. This value is similar to the Km value for the low-
affinity site for ATP of the Ca2+-ATPase. This suggests that ATP
protected against inactivation by MA by binding to its low-
affinity site in the Ca2+-ATPase. In the absence of divalent
cations (1 mM-CDTA), protection by ATP was not observed.
When preincubation with MA was carried out in medium
containing Mg2+ but no Ca2+, ATP was also ineffective in
protecting the Ca2+-ATPase against inactivation by MA (results
not shown). These results indicate that Ca2+, as well as ATP at
the low-affinity site, are required to protect the enzyme against
inactivation by MA.

DISCUSSION

We have tested the effect of modification of Lys residues by
MA on the activity of the Ca2+-ATPase from red blood cell
membranes. This reagent specifically causes addition of an
acetimidine group on primary amino groups, without changing
the charge of the residue. Since in the Ca2+ pump the N-terminal
end is blocked [30], the primary amino groups that are susceptible
to modification by MA are on Lys residues. Thiol groups could
probably react with the imido ester as suggested by the structure
of iminothiolane, a cyclic thioimido ester formerly thought to be
4-mercaptobutyrimidate [32]. However, since the thioimido ester
readily reacts with amino groups (releasing the thiol) [32],
treatment of the enzyme with glycine, utilized to quench the
action of MA, would reverse the hypothetical modification of
cysteine residues. Slight modification of Lys residues resulted in
up to 70% inhibition of Ca2+-ATPase activity. This indicated the
importance of these residue(s) for the activity of the enzyme.
The most important conclusion that can be drawn from the

results in the present paper is that there is a Lys residue(s) that
is more reactive (i.e. probably more exposed to the aqueous
milieu) in the E1 than in E2 conformation. The experimental
evidence that led us to this conclusion is as follows. (1) When
MA treatment was carried out in the presence of Ca2 , which
promotes formation of the E1 conformation [1], Ca2+-ATPase
activity was inhibited to a greater extent by MA than when the
treatment was performed in the presence of V03-, which
promotes E2 formation [4,33]. (2) When the membranes were
preincubated with Ca2+ or were subjected to mild proteolysis
with trypsin, the Ca2+-ATPase was quickly inactivated by MA.
From measurements of the rate of phosphorylation by ATP, it
was recently concluded that both Ca2+ and mild proteolysis shift
the ATPase to the E1 conformation [1]. On the other hand, when
membranes were preincubated in the absence of divalent cations
(a condition where the Ca2+-ATPase is in the E2 conformation
[1]), inactivation by MA was much slower. It is worth mentioning
that when membranes were preincubated with Mg2+ but no Ca'+,
inactivation of the Ca2+-ATPase by MA followed biphasic
kinetics, with a rapid phase and a slower phase, suggesting that
in such conditions a fraction (but not all) of the Ca2+-ATPase
molecules are in the E1 conformation. This is consistent with the
results reported by Adamo et al. [1], who concluded that Mg2+
alone shifts the Ca2+-ATPase only partially to the E1 con-
formation.

If MA reacts preferentially with the E1 conformation, it is to
be expected that this reagent shifts the E1lE2 equilibrium
towards E1. As E1 has a higher apparent affinity for Ca2+ than B2,
it is, in turn, likely that the MA-treated ATPase would have a

higher apparent affinity for Ca2+ than the untreated enzyme. This
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was indeed the case when, after treatment of the membranes with
MA, Ca2+-ATPase activity was measured in the absence of
calmodulin (see Fig. 3a). As calmodulin alone displaces the
conformational equilibrium to E1 [29], it is not surprising that in
the presence of this protein both the MA-treated and the
untreated Ca2+-ATPase have the same apparent affinity for Ca2 .
The fact that inactivation of Ca2+-ATPase by MA was partial

raises the question of whether only a fraction of the Ca2+-ATPase
molecules was modified by the reagent or, on the contrary, all of
the enzyme molecules acquired a lower turnover number upon
reaction with MA. Regarding this matter, it is noteworthy that
treatment of the membranes with MA led to almost complete
inactivation of Ca2+/calmodulin-dependent p-nitrophenyl
phosphatase, an enzymic activity that undoubtedly belongs to the
Ca2+ pump [34]. This result suggests that Lys residues were
modified in almost all enzyme molecules.

Several Lys residues of functional importance have been
identified in the Ca2+-ATPase from red blood cell membranes. A
Lys residue is part of the calmodulin-binding site [27]. However,
treatment of red blood cell membranes with MA did not change
either the maximum effect or the K05 of the enzyme for
calmodulin when measured at an optimal Ca2+ concentration.
Furthermore, the trypsin-treated enzyme, which lacks the
calmodulin-binding domain [35], was also inactivated by the
reagent. From these results it can be concluded either that the
residue(s) modified by MA is not within the calmodulin-binding
site, or that such modification, if it does occur, has no detectable
effect on activity. Therefore a modification elsewhere in the
ATPase molecule must be responsible for the observed in-
activation.
An interesting feature of the inactivation of Ca2+-ATPase by

MA is that, provided Ca2+ is present, ATP protects against this
inactivation. The results in Fig. 4 might be interpreted on the
basis that other reagents, such as FITC, react with a Lys residue
present in the ATP-binding site [13]. However, there are two
main differences in the mode of action of MA compared with
that of FITC. (1) Ca2+ is essential for protection by ATP against
inactivation by MA; Mg2+ is not a substitute for Ca2+. On the
other hand, ATP was protective against inactivation by FITC
even in the presence of EGTA [12]. (2) Although in the presence
of Ca2+, ATP was protective against inactivation by MA, the
enzyme treated with this reagent had the same Km value for ATP
as the intact ATPase. Provided that all of the ATPase molecules
were modified by the reagent (see above), this is not the expected
result ifMA modified a Lys residue within the ATP-binding site.
A change in the Km value for ATP was not seen on the FITC-
modified Ca2+-ATPase either, but this result was expected, since
the molecules modified by FITC did not contribute to the Ca2+-
ATPase activity observed in such membranes [12]. MA-modified
ATPase molecules, however, still retain some ATPase activity.
Thus modification of Lys residues within the ATP-binding site
should be excluded as an explanation for the inactivation of the
enzyme by MA. Alternatively, the data support the idea that
protection results from a shift to a conformation in which the
Lys residues are inaccessible to MA rather than competition
between MA and ATP. From the concentration ofATP required
for the protection to be manifest, the hypothetical conformational
changes would be promoted by binding ofATP to its low-affinity
site in the Ca2+-ATPase (see Fig. 5).

In this study, red blood cell membranes, but not purified Ca2+-
ATPase, were treated with MA. As the Ca2+-ATPase is less than
0.1 % of the total membrane protein [36], it might be argued that
the observed effects on Ca2+-ATPase activity are an indirect
consequence of the modification of Lys residues on other
membrane proteins. Although at present we cannot provide
definitive evidence against such interpretation, it should be

pointed out that MA specifically lowered the amount of Ca2+-
ATPase phosphoenzyme (see Fig. lb).
MA reacts selectively with Lys residues involved with the

E1.E2 equilibrium. This fact makes this reagent a useful tool to
study structural and functional properties of these conformations
and the effects of different ligands on the E1±E2 transition.
Finally, it would be interesting to compare the effects other
reagents that modify Lys residues, such as N-acetylimidazol
(reported to inactivate the Na,K-ATPase [37]) with the action of
MA.

This work was performed with funds from Fundaci6n Antorchas,
Fundacion ASTRA, CONICET and Universidad de Buenos Aires. C. D.
is a recipient of a fellowship from CONICET. A.J. C., H. N. F. and
J. P. F. C. R. are established investigators from CONICET.

REFERENCES

1. Adamo, H. P., Rega, A. F. & Garrahan, P. J. (1990) J. Biol. Chem.
265, 3789-3792

2. Garrahan, P. J. & Rega, A. F. (1978) Biochim. Biophys. Acta 513,
59-65

3. Benaim, G., Zurini, M. & Carafoli, E. (1984) J. Biol. Chem. 259,
8471-8477

4. Sarkadi, B., Enyedi, A. & Gardos, B. (1987) Biochim. Biophys. Acta
899, 129-133

5. Krebs, J., Vasak, M., Scarpa, A. & Carafoli, E. (1987) Biochemistry
26, 3921-3926

6. Farley, R., Tran, C. M., Carilli, C. T., Hawke, D. & Shively, J. E.
(1984) J. Biol. Chem. 259, 9532-9535

7. Mitchinson, C., Wilderspin, A. F., Trinnaman, B. J. & Green, N. M.
(1982) FEBS Lett. 146, 87-92

8. Farley, R. A. & Faller, L. D. (1985) J. Biol. Chem. 260, 3899-3901
9. Robinson, J. D. (1984) J. Bioenerg. Biomembr. 16, 195-207

10. Pedemonte, C. H. & Kaplan, J. H. (1986) J. Biol. Chem. 261,
3632-3639

11. Garcia de Ancos, J. & Inesi, G. (1988) Biochemistry 27, 1793-1803
12. Muallem, S. & Karlish, S. J. D. (1983) J. Biol. Chem. 258, 169-175
13. Filoteo, A. G., Gorski, J. P. & Penniston, J. T. (1987) J. Biol. Chem.

262, 6526-6530
14. Villalobo, A., Harris, J. W. & Roufogalis, B. D. (1986) Biochim.

Biophys. Acta 858, 188-194
15. Olorunsogo, 0. O., Villalobo, A., Wang, K. K. W. & Roufogalis,

B. D. (1988) Biochim. Biophys. Acta 945, 33-40
16. Lundblad, R. L. & Noyes, C. M. (1984) Chemical Reagents for

Protein Modification, vol. I, pp. 138-142, CRC Press, Boca Raton
17. Gietzen, K., Tejcka, M. & Wolf, H. U. (1980) Biochem. J. 189, 81-88
18. Kakiuchi, S., Sobue, K., Yamazaki, R., Kambayashi, J., Sakon, M.

& Kosaki, G. (1981) FEBS Lett. 126, 203-207
19. Rega, A. F., Richards, D. E. & Garrahan, P. J. (1973) Biochem. J.

136, 185-194
20. Fiske, C. H. & SubbaRow, Y. (1925) J. Biol. Chem. 66, 375-400
21. Kratje, R. B., Garrahan, P. J. & Rega, A. F. (1983) Biochim.

Biophys. Acta 981, 85-94
22. Glynn, I. M. & Chappell, J. B. (1964) Biochem. J. 99, 147-149
23. Liindahl, P. (1975) Biochim. Biophys. Acta 379, 304-316
24. Rossi, J. P. F. C., Gronda, C. M., Fermandez, H. N. & Gagliardino,

J. J. (1988) Biochim. Biophys. Acta 943, 175-182
25. Fraser, R. D. B. & Suzuki, E. (1973) in Physical Principles and

Techniques of Protein Chemistry, part C (Leach, S. J., ed.), pp.
301-355, Academic Press, New York

26. Rossi, R. C. & Garrahan, P. J. (1989) Biochim. Biophys. Acta 981,
85-94

27. Niggli, V., Penniston, J. T. & Carafoli, E. (1979) J. Biol. Chem. 254,
9955-9958

28. James, P., Maeda, M., Fisher, R., Verma, A. K., Krebs, J., Penniston,
J. T. & Carafoli, E. (1988) J. Biol. Chem. 263, 2905-2910

29. Adamo, H. P., Rega, A. F. & Garrahan, P. J. (1988) J. Biol. Chem.
263, 17548-17554

30. Zvaritch, E., James, P., Vorherr, T., Falchetto, R., Modyanov, E. &
Carafoli, E. (1990) Biochemistry 29, 8070-8076

31. Reference deleted
32. Jue, R., Lambert, J. M., Pierce, L. R. & Trout, R. R. (1978)

Biochemistry 17, 5399-5406

1991



E1.E2 transition of the Ca2+ pump 127

33. Barrabin, H., Garrahan, P. J. & Rega, A. F. (1980) Biochim.
Biophys. Acta 600, 796-804

34. Verma, A. K. & Penniston, J. T. (1984) Biochemistry 23, 5010-5015
35. Papp, B., Sarkadi, B., Enyedi, A., Caride, A. J., Penniston, J. T. &

Gardos, G. (1989) J. Biol. Chem. 264, 4577-4582

36. Rega, A. F. & Garrahan. P. J. (1986) The Ca2" Pump of Plasma
Membranes, pp. 45-58, CRC Press, Boca Raton

37. Arguello, J. M. & Kaplan, J. H. (1990) Biochemistry 29, 5775-5782
38. Rossi, J. P. F. C. & Rega, A. F. (1989) Biochim. Biophys. Acta 996,

153-159

Received 15 February 1991/30 April 1991; accepted 8 May 1991

Vol. 279


