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ABSTRACT Deletion of Glu-84, Glu-83 and Glu-84, or
Ser-Glu-Glu-Glu (residues 81-84) from the central helix of
mammalian calmodulin is known to result in a 5-7 times
decrease in its apparent in vitro affinities for three calmodulin-
dependent enzymes. However, based on in vitro experiments, it
is difficult to estimate how these deletions might affect in vivo
cellular function. The yeast Saccharomyces cerevisiae, which
requires calmodulin for growth, provides an excellent system to
evaluate these deletion proteins in vivo. Based on its ability to
restore normal growth characteristics to yeast cells, mamma-
lian calmodulin is functionally identical to the yeast protein;
herein we evaluate the effect of deleting residues 84, 83 and 84,
or 8144 from the central helix. Sequences encoding the
deletion proteins and an unaltered control sequence were
introduced by means of a yeast shuttle vector and were
expressed under control of the yeast calmodulin promoter. The
deletion and control calmodulins are produced at levels similar
to that observed for the yeast protein, and they completely
restore normal growth characteristics. This result suggests that
the regions deleted from the central helix are not critical for
activation of any yeast calmodulin target normally required for
cell growth or division. It is likely that there are twisting and
shortening motions associated with the deletions from the
central helix that alter significantly the spatial relationship
between the two lobes of calmodulin. The abilities of the
deletion calmodulins to restore completely normal growth
characteristics to yeast cells suggest that the lobes of all the
deletion proteins can still be appropriately positioned in cal-
modulin-target complexes. This is consistent with the hypoth-
esis that the central helix ofcalmodulin is analogous to a flexible
tether rather than to a rigid connector between the two lobes
of the molecule.

In eukaryotes, calmodulin is a key mediator of responses to
stimulus-induced changes in the intracellular concentration
of calcium ions. The three-dimensional structure of (Ca2+)4-
calmodulin has been refined at 2.2-A resolution (1). The
structure consists of two globular lobes connected by a 42-A
central helix in which the central third is completely exposed
to solvent. Each lobe contains a pair of EF-hand calcium-
binding domains. There is no contact between the two lobes
in the crystal structure. Two-dimensional nuclear magnetic
resonance analyses of the protein indicate that there is also
little contact between the lobes in solution (2). However,
small-angle x-ray scattering measurements (3) and biochem-
ical investigations (4, 5) are consistent with flexibility of the
central helix in solution. In one study it was shown that a pair
of cysteines substituted at positions more than 25 A apart in
the crystal structure can cross-link the two lobes of calmod-
ulin in solution by means of a disulfide bond (4).

Molecular modeling (6), biochemical (4, 5, 7), nuclear
magnetic resonance (8), and small-angle x-ray scattering
investigations (9, 10) suggest that bending within the central
helix is functionally important at least in part because it
allows the two lobes of calmodulin to interact simultaneously
with some of the short peptides and target domains that it
binds with high affinity. Proteolytic cleavage of the central
helix separates the two lobes and destroys high-affinity
interactions between calmodulin and several targets (11, 12).
This effect of cleavage can be reversed by forming a chemical
cross-link between the two lobes (4). Although it does not
resemble the central helix, the cross-link appears to repro-
duce its tethering function. These observations led to the
proposal that the central helix functions as a flexible tether
between the two lobes (4-6).
There are currently 25 known calmodulin amino acid

sequences (13); they reflect a remarkable degree of conser-
vation over very significant evolutionary distances. Four
representative calmodulin sequences are presented in Fig. 1.
Conservation of primary structure in the central helix of
calmodulin suggests that performing as a flexible tether is
only part of its functional repertoire. This idea is supported
by a variety of studies showing that alterations in the length
and composition of the central helix have in vitro functional
consequences (5, 18-20).
We have investigated (5) the in vitro functional properties

of three engineered calmodulins in which Glu-84, Glu-83 and
Glu-84, and Ser-Glu-Glu-Glu (residues 81-84) are deleted
from central helix. As seen in Fig. 1, this region is well
conserved even in yeast, which is the most divergent calm-
odulin so far discovered. The in vitro functional properties of
the three deletion proteins are very similar. All activate
myosin light chain kinase, calcineurin, and plant NAD kinase
activities to the same relative levels, which are within 20% of
control values (5). All the deletions cause a 5 to 7 times
reduction in apparent affinities for the three evaluated en-
zymes and for a peptide representing the calmodulin-binding
domain of myosin light chain kinase (5). The lack of any
significant differences among the three deletion proteins
suggests a great degree of tolerance to changes in the length
of the central helix of calmodulin and to accompanying
changes in the spatial relationship between the two lobes.
Whereas this observation is consistent with a high degree of
flexibility within the central helix, it appears inconsistent
with the exact conservation in the number of residues seen in
the central helices of all known calmodulins (Fig. 1).
One possible explanation is that, although these deletion

proteins may be functional with a few targets in vitro, they
would not perform adequately in vivo. This could be because
the relatively small functional changes we have observed in
in vitro assay systems would not be tolerated in vivo or
because of a significant decrease in the ability of calmodulin
to activate one or more enzymes not evaluated by us in vitro.

Abbreviation: hCaM, yeast-mammalian hybrid calmodulin.
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* * * * * * * * * * * *

Human 1 ADQLTEEQ-IAEFKEAFSLFDKDGDGTITTKELGTVMRSLGQNPTEAELQDMINEVDADGNGTIDFPEFLTMMARK

11111111111111111111111 111111111111111111111111111111111 111111111111111
Anemone 1 ADQLTEEQ-IAEFKEAFSLFDKDGDGTITTKELGTVMRSLGQNPTEAELQDMINEVDADGdGTIDFPEFLTMMARK

11111 11 IIIIIIIIIIIIIIII IIIIIIIIIIIIIII I III IIIIII III 111111111 111I
Wheat 1 ADQLTdEQnIAEFKEAFSLFDKDGDGcITTKELGTVMRSLGQNPTEAELQDMINEVDADGNGTIDFPEFLnLMARK

11111111111 1111 11 1111111 1ii11 I 11 1111 1 1111 11 1
Yeast 1 ssnLTEEQ-IAEFKEAFaLFDKDnnGsIsssELaTVMRSLGlsPsEAEvnDlmNEiDvDGNhqIeFsEFLaLMsRq

Human * * * * * *.A* * * * * *
Human 76 MKDTDSEEEIREAFRVFDKDGnGyISAAELRHVMTNLGEKLTDEEVDEMIREADIDGDGQVNYEEFVqMMTAK

111111111111111111111 11111111 11111111111111111111111111111111111 111
Anemone 76 MKDTDSEEEIREAFRVFDKDGDGFISAAELRHVMTNLGEKLTDEEVDEMIREADIDGDGQVNYEEFVKMMTSK

111111111 111111111 111111111111111111111111111111111 11111 1111111 1
Wheat 77 MKDTDSEEELkEAFRVFDKDqDGFISAAELRHVMTNLGEKLTDEEVDEMIREADvDGDGQINYEEFVKvMmAK

111l11l111l1111 1 111111 11 Il1 1111 11 11 111 11
Yeast 76 lKsnDSEqELlEAFkVFDKnGDGlISAAELkHVlTsiGEKLTDaEVDdMlRE-vsDGsGeINiqqFaall-SK

FIG. 1. Comparison of four representative calmodulin amino acid sequences; human (CAMHS; ref. 14), sea anemone (CAMMS; ref. 15),
wheat (CAMT; ref. 16), and S. cerevisiae (CAMSC; ref. 17). Identity between two sequences is indicated by a vertical line. Residues that are
unique to a given calmodulin are in lowercase letters. Asterisks indicate residues that coordinate the Ca2+ ion. Lines are drawn over the a-helical
regions; the double line indicates the central helix. The region in the central helix from which deletions were made, residues 81-84, is indicated
by vertical arrows.

More indirect consequences of the deletions could also come
into play. For example, the stability or availability of cal-
modulin might be affected by alterations in the central helix,
thereby reducing its intracellular concentration below the
level necessary for full function.
By using relatively simple techniques, yeast strains can be

constructed in which the native calmodulin gene has been
deleted and the only source of calmodulin is that expressed
from an introduced template (17, 21). Yeast cells lacking a
calmodulin gene are not viable (17); however, calmodulin
expressed from a mammalian template restores normal

growth characteristics (21, 22). In this study we evaluate
whether calmodulins in which residues 84, 83 and 84, or
81-84 have been deleted from the central helix also can
restore growth to calmodulin-deficient yeast cells.

METHODS
The DNA templates encoding control and deletion calmod-
ulins were put under control of the promoter for the yeast
calmodulin gene (CMDJ) to ensure that they would be
produced at a level near that at which calmodulin is normally

HpaI

FIG. 2. Construction of the plasmids encoding control and deletion calmodulins. Plasmid pTD64 contains the intact CMDJ gene. In plasmids
pTD65, pTD66, pTD67, and pTD68, the majority of the CMDI gene has been replaced with a cDNA encoding mammalian calmodulin or
mammalian calmodulins with residues 84, 83 and 84, or 81-84 deleted from the central helix, respectively. Sites are shown for restriction enzymes
that have a 6-base recognition sequence and cut the plasmid three or fewer times.
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produced in yeast cells. The parent plasmid is the yeast
shuttle vector pTD64, which is a derivative of plasmid YCp5O
and contains CMDJ in addition to the URA3, CEN4, and
ARSJ genes, which are required for maintenance of the
plasmid in yeast. In plasmid pTD64 the fragment from the
EcoRI site 350 base pairs upstream of the initiation codon of
the CMDJ gene to the Stu I site 505 base pairs downstream
from the stop codon of the CMDJ gene is inserted in place of
the EcoRI-BamHI fragment of YCp5O. The EcoRI site 350
base pairs upstream was replaced with a Sal I site by
performing a partial digest with EcoRI, filling-in with the
Klenow fragment ofDNA polymerase I, ligating Sal I linkers
to the blunt ends, and recircularizing the plasmid with T4
DNA ligase. Thus, in the plasmid pTD64, there is only one
EcoRI site at position +35 relative to the initiation codon in
the CMDJ gene (Fig. 2). The EcoRI-SnaBI fragment con-
taining the majority of the CMDJ gene was then replaced with
the EcoRI-Sph I fragments of the pKK233-2 plasmids (5)
containing DNA templates encoding either unaltered mam-
malian calmodulin or one of the three deletion proteins. All
plasmids were checked by sequencing the entire region
encoding calmodulin (23). In these constructions the regions
encoding the first 10 amino acid residues of calmodulin are
derived from the yeast CMD1 gene; therefore, the first 3
amino acids in the final protein products are Ser-Ser-Asn as
is found in yeast calmodulin rather than Ala-Asp-Gln as is
found in the mammalian protein (see Fig. 1). Sequences
encoding four calmodulins were introduced in yeast cells.
These proteins are termed hCaM, the control yeast-
mammalian hybrid calmodulin; hCaMA84, hCaM with Glu-84
deleted from the central helix; hCaMA83-84, Glu-83 and
Glu-84 deleted; and hCaMA81-84, Ser-Glu-Glu-Glu (residues
81-84) deleted. Steady-state levels of calmodulin in yeast cell
lysates were measured as described (21). Transformation of
yeast strains was performed as described elsewhere (21).

RESULTS AND DISCUSSION
Plasmids carrying the DNA templates encoding hCaM,
hCaMA84, hCaMA83-84, or hCaMA81-84 were transformed
into diploid yeast strain TDY49, which has the following
genotype: MATa/MATa, ade2-loc/ade2-loc, canl-100/canl-
100, cmdlA:: TRPJ/CMDJ, his3-11, 15/his3-11,15, leu2-
3,112/leu2-3,112, lys2A: :H1S3/lys2A::H1S3, trpl-Jltrpl-J,
ura3-1/ura3-1. Ura+ transformants were selected and sporu-
lated and the tetrads dissected (24). As suggested by previous
results (21, 22), diploids transformed with the plasmid en-
coding hCaM give rise to viable haploid cells in which the
endogenous CMDJ gene is deleted (cells were trp+) and the
only source ofcalmodulin is the cDNA encoding hCaM. Four
out of6 spores that received the plasmid (ura+) were also trp+
and, therefore, received the cmdlA:: TRPI allele. This pro-
portion of trp+ spores is as predicted assuming independent
segregation of cmdlA and the plasmid carrying the URA3
gene plus the templates encoding calmodulin. No spores that
carried the cmdlA:: TRPI allele (trp+) and lacked the plasmid
(ura-) survived. Diploids transformed with a construct en-
coding hCaMA84, hCaMA83-84, or hCaMA81-84 also give
rise to viable haploid cells: 11 out of 21 ura+ spores, 3 out of
9 ura+ spores, and 2 out of 4 ura+ spores, respectively.
Haploid yeast cells relying on hCaM, hCaMA84, or
hCaMA83-84 have the same growth rates in rich liquid
medium as do cells with the normal amount of yeast calmod-
ulin (Fig. 3). Haploid yeast cells relying on hCaMA81-84
show about a 10% decrease in growth rate. On solid minimal
medium (24), all the strains form the same size colonies at
30°C.
Although the sequences encoding hCaM, hCaMA84,

hCaMA83-84, and hCaMA81-84 are under the control of the
promoter for the yeast gene, their steady-state levels could,
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FIG. 3. Growth of yeast strains relying on mutant calmodulins. o,
A yeast strain in which the yeast CMDJ gene is present at its normal
chromosomal locus (strain TDY49-3B); *, a yeast strain deleted for
the CMDJ gene and carrying plasmid pTD65, which encodes hCaM
(strain TDY49-3C); o, a yeast strain deleted for the CMDJ gene and
carrying plasmid pTD66, which encodes hCaMA84 (strain TDY49-
17D); *, a yeast strain deleted for- the CMDJ gene and carrying
plasmid pTD67, which encodes hCaMA83-84 (strain TDY49-7C); A,
a yeast strain deleted for the CMDJ gene and carrying plasmid
pTD68, which encodes hCaMA81-84 (strain TDY49-12B). Yeast
strains were grown at 300C in liquid YP medium (24) containing 2%
glucose. The cell density was measured in a Klett-Summerson meter
equipped with a 66 filter. These curves are representative of the
results of growth curves performed in triplicate. The average (± SD)
generation time for strains with CMDJ at its normal chromosomal
locus was 84 ± 5 min. For strains deleted for the CMD1 gene and
carrying plasmid pTD65, pTD66, pTD67, or pTD68, the average
generation times were 89 ± 4 min, 92 ± 4 min, 89 ± 3 min, or 94 ±
1 min, respectively.

as a result ofpost-transcriptional processes, be different from
the steady-state level of yeast calmodulin. So we measured
the steady-state levels of calmodulin produced in strains
relying on the control and deletion calmodulins and found in
each case that the amount of calmodulin is within 2-fold of
that in yeast cells carrying the CMD1 gene at its normal locus.
Levels of expression of hCaM, hCaMA84, hCaMA83-84, and
hCaMA81-84 were, respectively, 0.7-, 0.6-, 1.2-, and 1.3-fold
the level of yeast calmodulin.
We have demonstrated that calmodulins in which Glu-84,

Glu-83 and Glu-84, or Ser-Glu-Glu-Glu (residues 81-84) have
been deleted from the central helix can functionally replace
the native protein in Saccharomyces cerevisiae when pro-
duced in comparable amounts. Although there are both
structural and functional differences between yeast and mam-
malian calmodulins (25, 26), the numbers of residues in the
central helices of the yeast and mammalian proteins are
exactly the same as the region altered in the deletion pro-
teins; residues 81-84, Ser-Glu-Glu-Glu, is almost identical to
yeast calmodulin residues 81-84, Ser-Glu-Gln-Glu (17).
However, under the conditions used in this study the indi-
cated deletions from the central helix do not affect in a
functionally significant way the binding- or activation of any
calmodulin target necessary for the growth and division of
yeast cells. It has been shown in vitro that identical deletions
decrease the apparent affinities ofmammalian calmodulin for
plant NAD kinase, myosin light chain kinase, and calcineurin
by factors of 5-7 (5). If binding or activation of any yeast
target necessary for cell growth and division is similarly
affected, this does not result in an obvious phenotype.
However, in evolutionary terms we must conclude that under
some conditions yeast strains dependent on the deletion
proteins are at a competitive disadvantage compared with a
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strain dependent on the unaltered protein. A very slight
disadvantage, which might be difficult to observe, could be
definitive on an evolutionary time scale.
Modeling of small-angle x-ray scattering data indicate that

in the deletion proteins the spatial relationship between the
two lobes of calmodulin is altered due to twisting and
shortening of the central helix (27). As reviewed elsewhere
(6), there is good evidence that formation of several calmod-
ulin-target complexes depends on interactions involving both
lobes of calmodulin. If this also applies to yeast calmodulin-
target complexes involved in cell growth and division, then
the apparent lack of any effect of the deletions supports the
hypothesis that the central helix of calmodulin is not a rigid
connection between the two lobes but is more analogous to
a flexible tether (4-6).

This work was supported by the Searle Scholars Program/The
Chicago Community Trust and Public Health Service Grant
GM40506 from the National Institutes of Health to T.N.D. and by
National Science Foundation Grant DMB-8608878 to R.H.K. and
American Cancer Society Grant 1N-149D to A.P.

1. Babu, Y. S., Bugg, C. E. & Cook, W. J. (1988) J. Mol. Biol.
204, 191-204.

2. Dalgarno, D. C., Klevit, R. E., Levine, B. A., Williams,
R. J. P., Dobrowolski, Z. & Drabikowski, W. (1984) Eur. J.
Biochem. 138, 281-289.

3. Heidorn, D. B. & Trewhella, J. (1988) Biochemistry 27, 909-915.
4. Persechini, A. & Kretsinger, R. H. (1988) J. Biol. Chem. 263,

12175-12178.
5. Persechini, A., Blumenthal, D. K., Jarrett, H. W., Klee, C. B.,

Oshiro, D. 0. & Kretsinger, R. H. (1989) J. Biol. Chem. 264,
8052-8058.

6. Persechini, A. & Kretsinger, R. H. (1988) J. Cardiovasc.
Pharmacol. 12, S1-S12.

7. O'Neil, K. T. & DeGrado, W. F. (1989) Proteins 6, 284-293.
8. Klevit, R. E., Blumenthal, D. K., Wemmer, D. E. & Krebs,

E. G. (1985) Biochemistry 24, 8152-8157.
9. Heidorn, D. B., Seeger, P. A., Rokop, S. E., Blumenthal,

D. K., Means, A. R., Crespi, H. & Trewella, J. (1989) Bio-
chemistry 28, 6757-6764.

10. Yoshino, H., Minarai, O., Matsushima, N., Ueki, T., Miyake,
Y., Matsuo, T. & Izumi, Y. (1989) J. Biol. Chem. 25, 19706-
19709.

11. Newton, D. L., Oldewurtel, M. D., Krinks, M. H.,, Shiloach,
J. & Klee, C. B. (1984) J. Biol. Chem. 259, 4419-4426.

12. Newton, D., Klee, C. B., Woodget, J. & Cohen, P. (1985)
Biochim. Biophys. Acta 845, 533-539.

13. Moncrief, N. D., Kretsinger, R. H. & Goodman, M. (1990) J.
Mol. Evol. 30, 522-528.

14. Sasagawa, T., Ericsson, L. H., Walsh, K. A., Schreiber,
W. E., Fischer, E. H. & Titani, K. (1982) Biochemistry 21,
2565-2569.

15. Takagi, T., Nemoto, T., Konishi, K., Yazawa, M. & Yagi, K.
(1980) Biochem. Biophys. Res. Commun. 96, 377-381.

16. Toda, H., Yazawa, M., Sakiyama, F. & Yagi, K. (1985) J.
Biochem. (Tokyo) 98, 833-842.

17. Davis, T. N., Urdae, M. S., Masiarz, F. R. & Thorner, J.
(1986) Cell 47, 423-431.

18. Putkey, J. A., Ono, T., VanBerkum, M. F. A. & Means, A. R.
(1988) J. Biol. Chem. 263, 11242-11249.

19. Craig, T. A., Watterson, D. M., Prendergast, F. G., Haiech, J.
& Roberts, D. M. (1987) J. Biol. Chem. 262, 3278-3284.

20. Putkey, J. A., Ono, T., VanBerkum, M. F. A. & Means, A. R.
(1988) J. Biol. Chem. 263, 11242-11249.

21. Davis, T. N. & Thorner, J. (1989) Proc. Natl. Acad. Sci. USA
86, 7909-7913.

22. Ohya, Y. & Anraku, Y. (1989) Biochem. Biophys. Res. Com-
mun. 158, 541-547.

23. Biggin, M. D., Gibson, T. J. & Hong, G. F. (1983) Proc. Natl.
Acad. Sci. USA 80, 3963-3965.

24. Sherman, F., Fink, G. R. & Hicks, J. B., eds. (1986) Methods
in Yeast Genetics (Cold Spring Harbor Lab., Cold Spring
Harbor, NY).

25. Luan, Y., Matsuura, I., Yazawa, M., Nakamura, T. & Yagi, K.
(1987) J. Biochem. (Tokyo) 102, 1531-1537.

26. Ohya, Y., Uno, I., Ishikawa, T. & Anraku, Y. (1987) Eur. J.
Biochem. 168, 13-19.

27. Kataoka, M., Head, J. F., Persechini, A., Kretsinger, R. H. &
Engelman, D. M. (1990) Biochemistry, in press.

Proc. Natl. Acad. Sci. USA 88 (1991)


