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Abstract

In previous studies we demonstrated that the biologically active
vitamin D metabolite 1,25-dihydroxyvitamin D [1,25(OH),D]
increased the calmodulin (CaM) content of chick duodenal brush
border membranes (BBM) without increasing the total cellular
CaM content. Therefore, we evaluated the binding of CaM to
discrete proteins in the BBM and determined whether
1,25(0OH),D could influence such binding. We observed one ma-
jor and several minor CaM-binding bands on autoradiograms of
sodium dodecyl sulfate polyacrylamide gels incubated with
['**I]CaM. The major band had a molecular weight of 102,000—
105,000. It bound CaM even in the presence of EGTA, but not
in the presence of trifluoperazine or excess nonradioactive CaM.
The administration of 1,25(OH),D increased the apparent bind-
ing of CaM to this protein as assessed by densitometry of the
autoradiogram. This increase in CaM binding coincided with the
increased ability of the same BBM vesicles to accumulate cal-
cium. Cycloheximide in doses that markedly reduced the incor-
poration of [**S]methionine into BBM proteins did not reduce
the ability of 1,25-dihydroxyvitamin D; to stimulate either cal-
cium uptake by the BBM vesicles or CaM binding to the
102,000-105,000-mol-wt protein. These results suggest that
1,25(OH),D administration increases the CaM content of duo-
denal BBM by increasing the ability of a 102,000-105,000-mol-
wt protein to bind CaM. This mechanism may underlie the ability
of 1,25(OH),D to stimulate calcium movement across the intes-
tinal BBM.

Introduction

Transcellular calcium transport across the intestine occurs in at
least three steps (1-4): (a) entry of calcium across the brush
border membrane (BBM)' down a steep electrochemical gradient
into the cytoplasm; (b) movement through the cytoplasm, prob-
ably within subcellular organelles; and (¢) removal across the
basolateral membrane against a steep electrochemical gradient.
Cellular fractionation techniques have made it possible to study
each of these steps separately. From a number of studies it ap-
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pears likely that the principal hormonal regulator of intestinal
calcium transport, 1,25-dihydroxyvitamin D [1,25(OH),D], af-
fects calcium transport at each step, but by different mecha-
nisms (5-9).

Calcium accumulation by purified brush border membrane
vesicles (BBMV) is the best-studied in vitro model used to eval-
uate the first step in intestinal calcium transport, namely, entry
of calcium from the lumen into the cell. This process does not
require ATP. Administration of 1,25(OH),D in vivo to vitamin
D-deficient chicks results in an enhanced ability of the subse-
quently isolated BBMV to accumulate calcium (5, 10, 11). Hy-
potheses explaining this effect include the synthesis of new pro-
teins such as IMcal (12) or the vitamin D-dependent calcium-
binding protein (13), and changes in the lipid composition of
the BBM (14, 15).

Our previous studies with cycloheximide (7, 9, 16) have in-
dicated that new protein synthesis is not required for 1,25(OH),D
to stimulate calcium entry into the cell across the BBM. Similarly,
our studies with fluorescence depolarization (17) have shown
that gross changes in membrane fluidity (via changes in lipid
composition) are not required for 1,25(OH),D to stimulate cal-
cium entry into the cell across the BBM. Accordingly, we con-
sidered other possible mechanisms and found that 1,25(OH),D
administration to vitamin D-deficient chicks led to an increase
in calmodulin (CaM) content in the BBM without a comparable
increase in total cellular CaM levels (18). Since the BBM were
prepared in buffers containing EGTA, the CaM binding to the
BBM presumably occurred despite the near absence of calcium.
The increase in CaM content coincided with the increase in
calcium-accumulating ability; CaM antagonists blocked the in-
creased calcium-accumulating ability. By inference, CaM me-
diated the effect of 1,25(OH),D on calcium accumulation by
the BBMV.

This report considers how 1,25(OH),D effects an increase
in CaM content in the BBM in the absence of calcium without
stimulating CaM production. We approached the question by
analyzing the calcium-binding proteins in the BBM by the CaM
gel overlay procedure of Glenney and Weber (19). Our results
indicate that a protein with a molecular weight of ~102,000-
105,000 binds CaM in the virtual absence of calcium (I mM
EGTA). This binding is increased by 1,25(OH),D even under
circumstances (cycloheximide) in which protein synthesis is in-
hibited.

Methods

Animals. White Leghorn cockerels were raised from hatching for 6 wk
on a vitamin D-deficient diet containing 1% calcium and 0.65% phos-
phorus. The 1,25(OH),D, obtained as a gift from M. R. Uskokovic,
Hoffmann-LaRoche Inc. (Nutley, NJ), was administered in 625-pmol
doses in 100 ul propylene glycol to some of the animals via gastric tube.
Cycloheximide was administered intraperitoneally, 20 ug/100 ul pro-
pylene glycol, every 4 h to some of the animals, beginning 1 h before



the administration of 1,25(OH),D. Control animals received vehicle
(orally and/or intraperitoneally) as appropriate. At different times after
the administration of 1,25-dihydroxyvitamin Dj; [1,25(OH),Ds], groups
of five or six chicks were anesthetized with pentobarbital, the duodena
removed, and BBMV were prepared from the duodena of these animals
by the method of Max et al. (20), except that 0. mM phenylmethyl-
sulfonylfluoride was included in all buffers to reduce the possibility of
proteolysis during the preparation.

Calcium transport in BBMV. Calcium uptake was measured as pre-
viously described (11) by incubating 0.5 mg BBMYV protein in 1 ml 75
mM Tris-Cl, 75 mM 2[N-morpholino]ethane sulfonic acid, 75 mM cho-
line Cl, 0.5 mM MgCl, at pH 7.0 (buffer A). After 15 min, 25 ul 100
mM CaCl, containing 10 xCi *Ca (Amersham Corp., Arlington Heights,
IL) were added. After 30 min, 100-ul aliquots were removed and washed
through 7.5-cm columns of AG-50W-X8 50-100-mesh cation exchange
resin in Tris form (Bio-Rad Laboratories, Richmond, CA) into scintil-
lation vials with 2 m1 0.25 M sucrose (no buffer). The 4*Ca radioactivity
in the eluate was determined by liquid scintillation spectroscopy. The
columns were prepared in disposable Pasteur pipettes plugged with glass
wool and washed with 5 ml 0.25 M sucrose in 10 mM Tris-Cl, pH 8.0.
Before use, 100 ul 10 g bovine serum albumin/100 ml were washed
through the column with 5 ml 0.25 M sucrose in 10 mM Tris-Cl,
pH 8.0.

CaM-binding proteins. CaM-binding proteins in the BBM were de-
tected using the ['2°I]CaM gel overlay procedure of Glenney and Weber
(19), as modified by Nelson et al. (21). Equal aliquots of BBMV proteins
(e.g., 250 ug) from the preparations to be compared were subjected to
sodium dodecyl sulfate polyacrylamide gel electrophoresis (SDS-PAGE)
by the method of Laemmli (22) using 8% polyacrylamide gels. Subsequent
to electrophoresis the gels were fixed in 40% MeOH/10% acetic acid,
washed first in 10% ethanol, then in water, and incubated in 3-5 uCi
['#*I]CaM/gel. This incubation medium contained 1 mM CaCl,, 1 mM
EGTA, 10~* M trifluoperazine (TFP), or 10 ug/ml CaM, depending on
the experiment. ['>*I]CaM and unlabeled CaM were gifts from Dr. James
Chafouleas, Centre de Recherche Endocrinol Moleculaire, Centre Hop-
itale de I'Université de Laval, Ste. Foy, Quebec, Canada. After the 18-h
incubation, the gels were washed, stained with Coomassie Blue, photo-
graphed, dried, and exposed to X-Omat film (Eastman Kodak Co.,
Rochester, NY) for 7-21 d at —80°C. The autoradiograms were devel-
oped, then scanned by a densitometer (E-C Apparatus Corp., St. Pe-
tersburg, FL) using identical settings for all samples in each experiment.
The densitometer tracings of each peak were quantitated by determining
the area under the peak.

[**S1Methionine incorporation. To label newly synthesized proteins
in the BBM, the in situ duodenal loop preparation originally described
by Coates and Holdsworth (23) and modified by Morrissey et al. (24)
was used. 50 uCi [**S]methionine (specific activity, 1,435 Ci/mmol,
Amersham Corp.) in 300 gl buffer (120 mM NaCl, 25 mM 4-(2-hy-
droxyethyl)-1-piperazineethanesulfonic acid, 6 mM KCl, 1 mM MgSO,,
20 mM glucose) was injected into the lumen of a 5-cm loop of proximal
duodenum under pentobarbital anesthesia; the loop with blood supply
intact was placed back into the peritoneal cavity. After 15 min the animal
was killed, the duodenal loop was removed and rinsed free of luminal
contents, and BBMV were prepared as described above. Six animals
were used for each BBMV preparation. Samples containing 300 ug BBMV
were analyzed by SDS-PAGE and autoradiography (1 mo exposure to
X-Omat film) as described above.

Other assays. Protein concentrations were performed by the method
of Lowry et al. (25). Alkaline phosphatase determinations were performed
by the method of Hausamen et al. (26).

Results

The principal CaM-binding protein in duodenal BBMV has an
apparent molecular weight of 102,000-105,000 (Fig. 1). More
apparent in Fig. 3 than in Fig. 1 is the presence of other CaM-
binding proteins, including those with molecular weights of
~88,000, 78,000, and 52,000. The binding of CaM to the

Figure 1. The effects of cal-
cium, trifluoperazine, and ex-

200e cess CaM on ['*I]CaM-binding
to BBM protein, Aliquots of
the same BBMYV preparation
ily (150 ug protein/aliquot) were
93 it applied to four gels, and the
proteins were separated by

" SDS-PAGE. 3 xCi ['*T]CaM

: . was incubated with each gel in
; the presence of | mM CaCl,
45 (Ca), | mM EGTA (EGTA), |
mM CaCl, plus 107* M TFP
(TFP), or 1 mM CaCl, plus 10
pg/ml CaM (CaM). Subsequent
i to this incubation, the gels were
Ca EGTA TFP CaM placed on X-Omat film for 1

) wk. The autoradiograms are

shown with the positions of the molecular weight markers on the left
margin. The 102,000-105,000-mol-wt CaM-binding protein binds
['*I]CaM in the presence of EGTA, but not in the presence of TFP or
excess CaM.

102,000-105,000-, 88,000-, and 78,000-mol wt proteins is not
eliminated by incubating the gel with ['°1JCaM in the presence
of 1 mM EGTA (see Fig. 1). However, 107* TFP and excess
nonradioactive CaM eliminated all detectable CaM binding to
these bands (Fig. 1).

When 1,25(OH),D was administered to vitamin D-deficient
chicks at 0, 4, 9, 12, 18, or 24 h before removing the duodena
and preparing the BBMV, calcium accumulation by the BBMV
from chicks receiving 1,25(OH),D was greater than that from
chicks receiving only vehicle (the zero hour group) (Fig. 2). This
effect was observed by 4 h and was maximal by 8-12 h after
1,25(OH),D administration. The autoradiogram of these six
preparations of BBMV analyzed for CaM-binding proteins is
shown in Fig. 3. The most striking change is in the CaM binding
of the 102,000-105,000-mol-wt protein. Quantitation of the
density of the 102,000-105,000-, 88,000-, 78,000-, and 52,000-
mol-wt bands is shown in Fig. 4. The densitometric tracings
indicate that 1,25(OH),D increases CaM binding to the 102,000~
105,000-mol-wt protein ~ 10-fold, with a threefold stimulation
of CaM binding to the 88,000-mol-wt protein. Most of the stim-
ulation is seen within the first 12 h after 1,25(OH),D adminis-
tration. The effect of 1,25(OH),D on the other CaM-binding
proteins (78,000-mol-wt and 52,000-mol-wt) is less apparent.
The increase in CaM binding to the 102,000-mol-wt protein is
accompanied by a subtle but evident increase in protein content
of the 102,000-mol-wt band as assessed by Coomassie Blue
staining of the gel (data not shown).

Figure 2. The effects of

124 1,25(OH),D on calcium accumula-

§ tion by BBMV. Measurement was
g™ taken of calcium accumulation

£ 107 (CaU) by BBMV, prepared from
8 o] groups of five chicks given

g 1,25(0H),D at the indicated times
: before they were killed. Maximal
© calcium accumulation is seen by

8-12 h. The error bars enclose
meanzrange of duplicate determi-
nations.

4 8 12 16 20 24
Hours after 1,25(0H),D
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Figure 3. The effect of 1,25(OH),D on CaM
116 binding by BBMV. The figure shows the au-
LK Bt piigens toradiogram of 250-ug protein aliquots of
66 : BBMYV prepared from groups of five chicks

given 1,25(0OH),D at the indicated times be-

fore they were killed. The samples were sepa-
" rated by SDS-PAGE, incubated with 5 uCi/
gel ['ZI]CaM in the presence of 1 mM CaCl,,
and placed on X-Omat film for 10 d. The po-
sitions of the molecular weight markers are
shown on the left margin.

0 4 9 121824

Hours after 1,25(0H),D

To determine whether the increased CaM binding to the
102,000-105,000-mol-wt protein after 1,25(OH),D administra-
tion required new protein synthesis, we administered a protein
synthesis inhibitor, cycloheximide, to some of the animals using
a protocol (16) that prevented the induction of the vitamin D-
dependent calcium-binding protein by 1,25(OH),D. Four groups
of 12 animals were studied: group A received only vehicle, group
B received only 1,25(OH),D, group C received only cyclohexi-
mide, and group D received both cycloheximide and
1,25(0OH),D. 12 h after receiving 1,25(OH),D (or vehicle), six
of the animals in each group were incubated with [>*S}methionine
using in situ duodenal loops to assess synthesis of BBMV pro-
teins. The remaining six animals were used to assess calcium-
accumulation, alkaline phosphatase, and CaM-binding proteins
in BBMV. As seen in Table I, 1,25(OH),D administration re-
sulted in nearly a threefold increase in alkaline phosphatase ac-
tivity and a 43% increase in calcium-accumulating ability by
the BBMV. Cycloheximide alone reduced alkaline phosphatase
activity but not calcium-accumulating ability. Cycloheximide
inhibited the ability of 1,25(OH),D to stimulate alkaline phos-
phatase activity, but did not inhibit its ability to stimulate calcium
accumulation. '

The autoradiogram of [>*S]methionine-labeled BBM proteins
from these four groups of animals is shown in Fig. 5. 1,25(0OH),D
appears to increase [>*S]methionine incorporation into several
proteins including a 10% increase (by densitometry) into a band
with a molecular weight of 102,000-105,000. However, the in
vivo administration of cycloheximide nearly totally blocks

105K

m -4
220 9
200 Figure 4. Quantitation of
) CaM binding by densitome-
180 try. The major peaks of the
2 160 densitometric scans of the
] 100 autoradiogram shown in
% Fig. 3 were quantitated in
g 120 arbitrary densitometric
§ 100 units and plotted as a func-
80 tion of time after the ad-
8ok ministration of
60+ 1,25(OH),D. This plot indi-
40— cates that 1,25(OH),D in-
2] o creases CaM binding to the

102,000-105,000-mol-wt
protein ~ 10-fold with
lesser effects on the other
CaM-binding proteins.

T T
4 8 12 16 20 24

Hours after 1,25(0H),D
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Table 1. Effects of Cycloheximide on 1,25(0OH),D-stimulated
Alkaline Phosphatase and Calcium Accumulation by BBMV

1,25(0H),D and
Control 1,25(OH),D Cycloheximide cycloheximide
Alk pase 9.6+0.3* 27.4+2.2 4.0+0.3 5.6+0.4
CaU 7.1+0.4% 10.1+0.6 7.7+0.4 10.2+0.2

* Nanomoles per minute per microgram proteintrange of duplicate
determinations.

+ Nanomoles Ca per milligram protein+range of duplicate
determinations. In this experiment, groups of six animals received
cycloheximide (or vehicle) in 20 ug/160 ul doses i.p. every 4 h,
beginning 1 h before the oral administration of 625 pmol 1,25(0H),D
(or vehicle). 12 h after receiving 1,25(OH),D (or vehicle) the animals
were killed and BBMV was prepared.

[>*SImethionine labeling of these proteins and prevents the in-
crease of such labeling by 1,25(OH),D. No labeling of the
102,000-105,000-mol-wt protein was observed in the cyclohex-
imide-treated chicks.

The autoradiogram following ['**I]CaM-binding to BBM
proteins from these four groups of animals is shown in Fig. 6.
As expected, 1,25(0OH),D increased the CaM binding to the
102,000-105,000-mol-wt protein. Cycloheximide did not reduce
CaM binding to this protein below that observed in the control
animals, nor did it block the stimulation of CaM binding to this
protein by 1,25(OH),D.

Discussion

The mechanism(s) by which 1,25(OH),D stimulates intestinal
calcium transport remains unclear, although support is growing
for the concept that multiple mechanisms are involved (1-5).
The stimulation of calcium flux across the BBM occurs fairly
rapidly (within 2 h), and does not appear to require new protein
synthesis (2, 5, 9, 16, 17, 27). This stimulation correlates with
selective fatty acid changes in the phosphatidylcholine compo-
nent of the membrane (15), although the biological significance
of these changes in lipid composition remains uncertain (17,
28). We (18) have been attracted to the possibility that CaM, a
calcium-binding protein whose total concentration in the intes-
tinal epithelial cell is not altered by 1,25(OH),D (18, 29), might
mediate 1,25(OH),D action on calcium transport. In this pro-
posed scheme, 1,25(OH),D effects a redistribution of CaM within

Figure 5. The effect of cycloheximide on
BBMYV protein synthesis. The autoradio-
gram of [**S]methionine-labeled BBM
proteins separated by SDS-PAGE is
shown. Each lane contains 300-ug protein
aliquots of BBMV from groups of six
chicks treated with or without cyclohexi-
mide (cyclo) and with or without
1,25(OH),D (1,25) as described in the leg-
end to Table 1. The positions of the mo-
lecular markers are shown on the left
margin.
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Figure 6. The effects of cycloheximide on

CaM binding to BBMYV proteins. The au-
toradiogram of 300-ug protein aliquots of
BBMY prepared from groups of six chicks
treated with or without cycloheximide
(cyclo) and with or without 1,25(OH),D
(1,25) as described in the legend to Table
1. The BBMYV proteins were separated by
SDS-PAGE, incubated in 4 uCi/gel
['**I]CaM in the presence of | mM
EGTA, then placed on X-Omat film for 3
wk. The positions of the molecular mark-
ers are shown on the left margin.

the cell rather than new protein (CaM) synthesis. In support of
this model, we have observed an increase in the CaM content
of the BBM following 1,25(OH),D administration, which co-
incides with an increased capacity of the purified BBMV to ac-
cumulate calcium. CaM antagonists block the enhanced calcium-
accumulating ability by BBMV from chicks receiving
1,25(0OH),D.

Implicit in the above scheme is the requirement that
1,25(OH),D increases the ability of the BBMV to bind CaM.
Thus, we evaluated the effect of 1,25(OH),D on CaM-binding
proteins in the BBMV. We were particularly interested in finding
a protein that did not require calcium to bind CaM, because the
first step in regulating calcium entry into the cell across the BBM
should be independent of changes in intracellular calcium con-
centration. Otherwise, the process would more likely be sec-
ondary to the changes in calcium entry rather than mediating
these changes. In addition, such a protein needed to be able to
bind CaM and to increase this binding after 1,25(OH),D ad-
ministration by a cycloheximide-insensitive process in order to
qualify as a possible mediator of the cycloheximide-insensitive
1,25(OH),D-stimulated calcium movement across the BBM. In
this report we describe a 102,000-105,000-mol-wt CaM-binding
protein that appears to meet these requirements. Its ability to
bind CaM increases after 1,25(OH),D administration coincident
with the increased ability of the BBMV to accumulate calcium.
This ability to bind CaM does not require calcium and is not
inhibited by cycloheximide. Other calcium-independent CaM-
binding proteins (88,000 mol wt and 78,000 mol wt) were ob-
served, but their ability to bind CaM was variable and always
less than the 102,000-105,000-mol-wt protein. These smaller
CaM-binding proteins may be degradation products of the
102,000-105,000-mol-wt CaM-binding protein (30).

Other investigators have described a calcium-independent
CaM-binding protein of similar or slightly larger size (105,000-
110,000-mol-wt) in chick intestinal BBM (19, 30, 31). Local-
ization studies have suggested that this protein forms a bridge
between the plasma membrane and microfilament core of the
microvilli (32, 33). A recent study observed that this protein
had myosin-like ATPase activity (34), but its function in the
microvillus is unclear. Glenney and Glenney (35) have proposed,
on the basis of detergent solubilization, that this protein is an
integral part of the membrane, where it could conceivably serve
a function such as calcium transport. In this regard, they (36)
have recently demonstrated a complex interaction between pH,
calcium, and CaM binding to this protein, which may facilitate

its role as a transporter of calcium across the membrane into
the cytosol. On the other hand, Verner and Bretscher (30) have
presented evidence that this protein is bound to the microvillus
cytoskeleton, from which it can be dissociated with ATP, and
is not an integral part of the membrane. The BBMYV preparation
that we have analyzed has been prepared in such a way as to
remove the bulk of the microvillus cytoskeleton (20). As such
we did not observe the TW-260/240 or 140,000-mol-wt CaM-
binding proteins described by Glenney et al. (19) that are present
in the microvillus cytoskeleton. In unpublished studies we have
been unable to extract the 102,000-105,000-mol-wt protein from
the BBMV with ATP, but have readily extracted it with a variety
of detergents. Thus, our own studies support the concept that
in the BBM preparation we have studied, the 102,000-105,000-
mol-wt protein is an integral part of the membrane. This does
not exclude an additional localization of the 102,000-105,000
mol-wt (or 105,000-110,000 mol wt) protein in the microvillus
cytoskeleton. We assume, but have no definite evidence, that
the 102,000-105,000-mol-wt CaM-binding protein in the BBM
is the same or is derived from the 105,000-110,000-mol-wt CaM-
binding protein in the cytoskeleton.

In the current report, we have observed that 1,25(OH),D;
increases the binding of CaM to the 102,000-105,000-mol-wt
protein without stimulating new protein synthesis. In contrast,
Howe et al. (37) reported a consistent decrease in CaM binding
to a 105,000-mol-wt protein in the microvillus cytoskeleton when
rachitic chickens were given vitamin D. Conceivably,
1,25(OH),D; administration results in a translocation of the
102,000-105,000-mol-wt protein from the microvillus cyto-
skeleton to the membrane. Such a mechanism would reconcile
the results obtained by Howe et al. with our own. The slightly
smaller size that we observe (102,000-105,000 mol wt) for this
CaM-binding protein in the BBM relative to that reported by
others for the CaM-binding protein in the microvillus cytoskel-
eton (105,000-110,000 mol wt) suggests a structural alteration
during the translocation, but such differences need to be con-
firmed.

In summary, we hypothesize that the 102,000-105,000-mol-
wt CaM-binding protein plays an important role in regulating
calcium movement across the BBM. In our model we postulate
that CaM activates this protein. 1,25(OH),D could increase the
binding of CaM to this protein through several mechanisms,
none of which requires new protein synthesis; examples of these
are translocation from another cellular location such as the mi-
crovillus cytoskeleton, phosphorylation of the protein, cleavage
of a precursor, and inhibition of its degradation. However, both
the role (if any) of this protein in calcium transport and the
mechanism by which 1,25(OH),D increases its binding to CaM
need to be established.
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