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Abstract ERM (Ezrin/Radixin/Moesin) proteins are cross-
linkers between plasma membrane proteins and the actin cyto-
skeleton, thereby involved in the formation of cell adhesion sites.
Earlier work showed that Ezrin links syndecan-2 to the actin
cytoskeleton. Here we provide evidence that the Ezrin N-termi-
nal domain binds to the syndecan-2 cytoplasmic domain with an
estimated KD of 0.71 WWM and without the requirement of other
proteins. We also studied the regions in the syndecan-2 cyto-
plasmic domain implicated in the binding to Ezrin. By truncat-
ing the syndecan-2 cytoplasmic domain and by oligopeptide
competition assays we show that the Ezrin-binding sequence is
not located in the positively charged juxtamembrane region
(RMRKK), but in the neighboring sequence DEGSYD. We
therefore conclude that the consensus sequence for Ezrin binding
is unique among membrane proteins, suggesting a distinct reg-
ulation.
2 2003 Published by Elsevier Science B.V. on behalf of the
Federation of European Biochemical Societies.
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1. Introduction

Ezrin/Radixin/Moesin (ERM) proteins were isolated as a
constituent of microvilli [1], in rat liver adherens junctions
[2,3], and as a heparin-binding molecule [4], respectively [5].
They function as crosslinkers between plasma membrane pro-
teins and the actin cytoskeleton [6^13]. Due to intramolecular
binding, ERM proteins are synthesized in a folded, inactive
state [14,15]. Upon activation by the Rho A pathway via Rho
kinase or phosphatidylinositol 4-phosphate 5-kinase [16] and
phosphatidylinositol 4,5-bisphosphate [17^20], they are un-
folded and undergo head-to-tail polymerization, thereby link-
ing transmembrane proteins to the actin cytoskeleton [21^23].
This process is important in targeting proteins to their desti-
nation [24^26] and in the transduction of growth signals [27].

Apart from direct binding to membrane proteins, ERMs
can also ful¢ll their crosslinker function via adapter proteins
such as ERM-binding phosphoprotein-50 or its isoform Naþ/
Hþ exchanger 3 (NHE3) kinase A regulatory protein. This
has been described for receptors such as NHE3 and L-adren-
ergic receptors, among others [7,28]. Various direct N-termi-
nal-binding partners for ERM protein family members such
as CD43, CD44, intercellular adhesion molecule 2 (ICAM-2)
[21,29,30], and the axon protein CAM L1 [31] have been
described. These proteins have no identical cytoplasmic do-
mains but share a region of positively charged amino acids
next to the plasma membrane, which is believed to be respon-
sible for binding [32].
Previous work from our laboratory showed that Ezrin re-

quires its N-terminal domain to link syndecan-2 to the actin
cytoskeleton [33]. Syndecans are cell surface heparan sulfate
proteoglycans which have been implicated in cell^cell and
cell^matrix adhesion, but also in other functions such as co-
receptors of growth factors and other enzymes, attachment
sites for viruses and as coordinators of interaction between
proteases and their speci¢c inhibitors [34^42]. Syndecans
have a large extracellular domain, a single transmembrane
span and a short (about 30 amino acids) cytoplasmic domain.
All syndecans have a cluster of positively charged amino acids
in the juxtamembrane region of the cytoplasmic tail [34^36]
similar to the sequence responsible for ERM binding in
CD43, CD44 and ICAM-2.
We present evidence that the binding of Ezrin to syndecan-

2 is direct and does not require the juxtamembrane region but
rather the sequence DEGSYD. We conclude that ERM pro-
teins can bind to several motifs in the cytoplasmic region of
distinct transmembrane proteins.

2. Materials and methods

2.1. Antibodies
Anti-N-Ezrin [43] and anti-Ezrin [22] (for C-Ezrin detection) were

produced as described elsewhere. The antibody anti-glutathione
S-transferase (GST) was from Santa Cruz Biotechnologies.

2.2. DNA constructions
Human Ezrin N- and C-terminal domains (amino acids 1^333 and

331^586 respectively) were subcloned into pGEX-2T expression vec-
tors [43] as described. To generate GST-syndecan-2 (cytoplasmic do-
main) fusion protein expression vector (A construct), the human syn-
decan-2 cytoplasmic domain was ampli¢ed by polymerase chain
reaction with oligonucleotides that introduced a BamHI site before
the ¢rst arginine and an EcoRI site after the stop codon and sub-
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cloned between the BamHI and EcoRI sites of pGEX-3X (Promega).
To delete the amino acids RMRKK (B construct) and the amino acids
RMRKKDEGSYD (E construct), the BamHI site was introduced
before the ¢rst and after the second aspartate respectively. Introduc-
ing premature stop codons generated the truncations of the last KE-
FYA amino acids (C construct) or FYA amino acids (D construct).

2.3. Protein production
GST-syndecan-2 (cytoplasmic domain) fusion proteins (A, B, C, D,

E constructs) were produced as follows. Expression vectors were
transformed into Escherichia coli BL-21 pLys bacteria. Cells were
grown until absorbance at 600 nm reached 0.6 and protein expression
was induced by addition of 0.5 mM isopropyl-L-D-thiogalactopyrano-
side (IPTG) for 70 min at 37‡C. Cells were lysed by freezing in bu¡er
(1 mM EDTA, 1 mM dithiothreitol (DTT), 1 mM phenylmethylsul-
fonyl £uoride, 0.15 TIU/ml aprotinin, 10 Wg/ml leupeptin in phos-
phate-bu¡ered saline (PBS) pH 7.4) and sonication. The lysate was
supplemented with 1% Triton X-100 and clari¢ed at 20 000Ug. The
lysate was then mixed with Sepharose-glutathione beads (Sigma) for
30 min at 4‡C. The beads were washed in bu¡er (1 mM EDTA, 1 mM
DTT, 0.5% Triton X-100 in PBS pH 7.4) and the concentration and
purity of the bound proteins were evaluated by sodium dodecyl sul-
fate^polyacrylamide gel electrophoresis (SDS^PAGE) and Coomassie
staining.
Ezrin C- and N-terminal domains were produced as described in

Roy et al. [43]. Brie£y, expression vectors were transformed into E. coli
BL-21 pLys bacteria. Cells were grown until absorbance at 600 nm
reached 0.6 and protein expression was induced by addition of 0.5 mM
IPTG for 40 min at 30‡C. Cells were lysed by sonication in bu¡er and
the lysate was clari¢ed at 20 000Ug. The lysate was then mixed with
Sepharose-glutathione beads overnight at 4‡C. The beads were
washed in bu¡er and the bound protein was digested with 15 U
thrombin (Sigma T-3399) in bu¡er (100 mM NaCl, 2.5 mM CaCl2
in 50 mM Tris^HCl pH 7.4) for 2 h and recovered by elution. The
concentration and purity of the digested proteins were evaluated by
SDS^PAGE and Coomassie staining.

2.4. In vitro binding assays
GST-syndecan-2 (cytoplasmic domain) beads were mixed with

N- or C-Ezrin in 200 Wl of interaction bu¡er (100 mM NaCl, 0.25%
Tween 20, 1 mM MgCl2, 2 mM EGTA, 1 mM DTT in 50 mM Tris^
HCl pH 7.4) for 30 min at room temperature. The ¢nal protein con-
centrations were 1 WM GST-syndecan-2 (cytoplasmic domain) and
0.25^2 WM N- or C-Ezrin. The beads were then washed four times
in 1 ml of interaction bu¡er, boiled in SDS^PAGE loading bu¡er and
resolved. The bound N- or C-Ezrin was detected by Western blotting.

2.5. Determination of binding constants
The Western blots were quanti¢ed with the Molecular Analyst soft-

ware (Bio-Rad). The amount of bound N- or C-Ezrin was determined

Fig. 1. The N-terminal but not the C-terminal domain of Ezrin binds to the cytoplasmic domain of syndecan-2. A: Fusion protein GST-synde-
can-2 (cytoplasmic domain) immobilized on glutathione-Sepharose beads (1 WM) was incubated with the indicated concentrations of the N-ter-
minal or C-terminal domain of Ezrin (N-Ezrin or C-Ezrin). After washing, bound proteins were resolved by electrophoresis and bound N- or
C-Ezrin or immobilized GST fusion protein were detected by immunoblotting. Positive control (+) corresponds to 500 ng of pure N- or C-Ez-
rin. B: Dissociation constant for N-Ezrin binding to the cytoplasmic domain of syndecan-2 is 0.71 WM. The fractional saturation for N-Ezrin
binding to the syndecan-2 cytoplasmic domain was plotted versus N-Ezrin concentration and KD was calculated as described in Section 2
(n=6).
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by interpolation with known amounts of N- or C-Ezrin loaded in the
same gel. The fractional saturation (Y) was calculated from the ratio
mol bound N-Ezrin to mol GST-syndecan-2 (cytoplasmic domain).
The dissociation constant (KD) was calculated with the formula
3m=1/KD, where m is the slope of the Scatchard plot.

3. Results

3.1. Ezrin binds to syndecan-2 via its N-terminal domain in a
dose-dependent manner

Interaction between syndecan-2 and Ezrin has already been
described [33]. First, we studied the strength of this interac-
tion. The syndecan-2 cytoplasmic domain fused to GST and
Ezrin N- and C-terminal domains were produced in bacteria.
The Ezrin N-terminal domain bound syndecan-2 cytoplasmic
domain, but not GST, in a dose-dependent manner in vitro
(Fig. 1A). The dissociation constant for the binding (KD) was
0.71 WM (Fig. 1B). In contrast, the C-terminal domain of
Ezrin did not bind to syndecan-2, even at high concentrations.
These results suggest a direct interaction between syndecan-2
and Ezrin and support studies in vivo demonstrating that
both proteins co-localized and co-immunoprecipitated in
COS-1 cells [33].

3.2. Deletion of DEGSYD sequence abolishes binding between
syndecan-2 and N-Ezrin

The binding of deleted versions of syndecan-2 to the Ezrin
N-terminal domain was assayed in vitro (Fig. 2A) and com-
pared to that of the entire domain (Fig. 2B). Elimination of
the terminal KEFYA or FYA amino acids had no e¡ect on
the binding (Fig. 2B, constructs C and D respectively), sug-
gesting that the sequence involved in the binding to syntenin
[44] is not required. In addition, the elimination of the
RMRKK motif described to be an ERM-binding motif in
other molecules increased binding (Fig. 2B, construct B). In

contrast, further deletion of the motif DEGSYD abolished
binding (Fig. 2B, construct E). These results suggest that the
motif of the syndecan-2 cytoplasmic domain, which is respon-
sible for Ezrin binding, is located in the sequence DEGSYD.

3.3. An oligopeptide with the sequence DEGSYDL competes
for the binding of N-Ezrin to syndecan-2 cytoplasmic
domain

In order to con¢rm the results described above, six oligo-

Fig. 2. N-Ezrin requires the DEGSYD sequence in the syndecan-2
cytoplasmic domain for binding. N-Ezrin binding (arbitrary units)
to GST, to complete syndecan-2 cytoplasmic domain (A), or to
truncated versions corresponding to amino acids 6^32 (B), 1^27 (C),
1^29 (D) or 12^32 (E) of the syndecan-2 cytoplasmic domain
(n=3).

Fig. 3. The peptide DEGSYDL competes with N-Ezrin for binding to the syndecan-2 cytoplasmic domain. B: The indicated peptides encom-
passing the entire sequence of the syndecan-2 cytoplasmic domain (A) were added to compete with fusion protein GST-syndecan-2 (cytoplasmic
domain) immobilized on glutathione-Sepharose beads (1 WM) for binding to the N-terminal domain of Ezrin (1 WM). The bound N-Ezrin at
the indicated concentration of peptide was detected by immunoblotting (B). The fractional saturation for the binding is plotted in C. A repre-
sentative experiment of two is shown.
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peptides (seven or eight amino acids) encompassing the entire
syndecan-2 cytoplasmic domain were added to the in vitro
binding assays in order to compete for binding (Fig. 3A).
At 20 WM, neither the random peptide (6) nor peptides 1, 3,
4 or 5 had any e¡ect on the protein interaction (Fig. 3B,C).
The only peptide that signi¢cantly inhibited the interaction
between Ezrin and syndecan-2 contained the sequence DEG-
SYDL (peptide 2). Although the inhibitory e¡ect of peptide 2
was weak at 20 WM, it inhibited the interaction between syn-
decan-2 and N-Ezrin completely at 200 WM. None of the
other peptides had any e¡ect on the syndecan-2/Ezrin inter-
action at this concentration.

4. Discussion

Ten years ago, syndecans were considered a mere ‘multi-
purpose glue’ in the adhesion of cells to the extracellular ma-
trix [45,46]. Recently, many groups have focused their interest
on syndecans due to recent ¢ndings of their participation in
downstream signaling processes [37,47]. In an earlier study we
reported the ability of Ezrin to link syndecan-2 to the actin
cytoskeleton [33]. Here we show that the N- but not the
C-terminal region of Ezrin binds to syndecan-2 without the
requirement of accessory proteins. This binding is dose-depen-
dent with an estimated dissociation constant (KD) of 0.71 WM.
These ¢ndings are consistent with the ability of ERM proteins
to bind transmembrane proteins via their N-terminal domain
and to link them to the actin cytoskeleton by the C-terminal
domain.
ERM proteins bind to several transmembrane proteins such

as CD43, CD44 and ICAM-2 [29,30], which do not share
common motifs in their cytoplasmic tails. Nevertheless, bind-
ing was localized to a cluster of positively charged amino
acids in the juxtamembrane region of these proteins. Compar-
ison of the cytoplasmic domain of syndecan-2 with the pro-
teins described above showed that it contains the motif
RMRKK in the juxtamembrane region. Surprisingly, we ob-
served that the sequence DEGSYD was the only requirement
for binding. These data were con¢rmed by experiments with
oligopeptides competing for Ezrin binding. In contrast, a syn-
decan-2 cytoplasmic domain lacking the positively charged
amino acid cluster bound more strongly to N-Ezrin. This
might be explained by easier accessibility to the binding motif
after deletion of the RMRKK motif. A recent publication
showed that the binding motif of ICAM-3 is located in a
juxtamembrane region of ICAM-3 containing the sequence
GSY, present in the syndecan-2 DEGSYD motif [25,48].
Nevertheless, the rest of the region responsible for N-Ezrin
binding to syndecan-2 and ICAM-3 is distinct.
In syndecans, serine and tyrosine phosphorylation have

been described [49^53]. For syndecan-2, Oh et al. reported
that serine 197 and 198 in the cytoplasmic region can be phos-
phorylated by protein kinase C. In this context, phosphoryla-
tion events of the serine and tyrosine residues of the GSY
motif might modulate Ezrin binding. This theory seems to
be particularly interesting given that syndecan clustering
also depends on serine phosphorylation [50].
The phosphorylation state of serine and tyrosine residues in

the cytoplasmic domain [55] and the oligomerization state of
syndecan-2 might also in£uence binding, as is the case for its
interaction with the EphB receptor in neurons [54]. This
would endow the cell with an abundance of regulation possi-

bilities for the binding of ERM to membrane proteins, there-
by participating in the regulation of cell shape and behavior.
Finally, it should be mentioned that the motif DEGSY is

conserved among all four syndecans, D-syndecan and syn-
decan from Caenorhabditis elegans [36]. This means that,
although it was here only demonstrated for syndecan-2, it is
possible that all syndecans are able to bind to N-Ezrin. Fur-
ther experiments should be performed in order to address this
question.

Acknowledgements: We would like to thank Manuel Rivas for his
excellent technical support and Robin Rycroft for proofreading.
This work was sponsored by grants from the Studienstiftung des
Deutschen Volkes; Fundacio¤ Marato¤ TV3, European Commission;
Grant BMH4-CT98-5142.

References

[1] Bretscher, A. (1983) J. Cell Biol. 97, 425^432.
[2] Tsukita, S., Hieda, Y. and Tsukita, S. (1989) J. Cell Biol. 108,

2369^2382.
[3] Funayama, N., Nagafuchi, A., Sato, N., Tsukita, S. and Tsukita,

S. (1991) J. Cell Biol. 115, 1039^1048.
[4] Lankes, W., Griesmacher, A., Grunwald, J., Schwartz-Albiez, R.

and Keller, R. (1988) Biochem. J. 251, 831^842.
[5] Lankes, W.T. and Furthmayr, H. (1991) Proc. Natl. Acad. Sci.

USA 88, 8297^8301.
[6] Bretscher, A. (1999) Curr. Opin. Cell Biol. 11, 109^116.
[7] Bretscher, A., Chambers, D., Nguyen, R. and Reczek, D. (2000)

Annu. Rev. Cell Dev. Biol. 16, 113^143.
[8] Bretscher, A., Edwards, K. and Fehon, R.G. (2002) Nat. Rev.

Mol. Cell Biol. 3, 586^599.
[9] Tsukita, S. and Yonemura, S. (1999) J. Biol. Chem. 274, 34507^

34510.
[10] Tsukita, S. and Yonemura, S. (1997) Curr. Opin. Cell Biol. 9, 70^

75.
[11] Mangeat, P., Roy, C. and Martin, M. (1999) Trends Cell Biol. 9,

187^192.
[12] Algrain, M., Turunen, O., Vaheri, A., Louvard, D. and Arpin,

M. (1993) J. Cell Biol. 120, 129^139.
[13] Sato, N., Funayama, N., Nagafuchi, A., Yonemura, S., Tsukita,

S. and Tsukita, S. (1992) J. Cell Sci. 103, 131^143.
[14] Gary, R. and Bretscher, A. (1995) Mol. Biol. Cell 6, 1061^

1075.
[15] Pufall, M.A. and Graves, B.J. (2002) Annu. Rev. Cell Dev. Biol.

18, 421^462.
[16] Matsui, T., Yonemura, S., Tsukita, S. and Tsukita, S. (1999)

Curr. Biol. 9, 1259^1262.
[17] Matsui, T., Maeda, M., Doi, Y., Yonemura, S., Amano, M.,

Kaibuchi, K., Tsukita, S. and Tsukita, S. (1998) J. Cell Biol.
140, 647^657.

[18] Hirao, M., Sato, N., Kondo, T., Yonemura, S., Monden, M.,
Sasaki, T., Takai, Y., Tsukita, S. and Tsukita, S. (1996) J. Cell
Biol. 135, 37^51.

[19] Yonemura, S., Matsui, T., Tsukita, S. and Tsukita, S. (2002)
J. Cell Sci. 115, 2569^2580.

[20] Oshiro, N., Fukata, Y. and Kaibuchi, K. (1998) J. Biol. Chem.
273, 34663^34666.

[21] Tsukita, S., Oishi, K., Sato, N., Sagara, J., Kawai, A. and Tsu-
kita, S. (1994) J. Cell Biol. 126, 391^401.

[22] Andreoli, C., Martin, M., Le Borgne, R., Reggio, H. and Man-
geat, P. (1994) J. Cell Sci. 107, 2509^2521.

[23] Turunen, O., Wahlstrom, T. and Vaheri, A. (1994) J. Cell Biol.
126, 1445^1453.

[24] Serrador, J.M., Urzainqui, A., Alonso-Lebrero, J.L., Cabrero,
J.R., Montoya, M.C., Vicente-Manzanares, M., Yanez-Mo, M.
and Sanchez-Madrid, F. (2002) Eur. J. Immunol. 32, 1560^1566.

[25] Serrador, J.M., Vicente-Manzanares, M., Calvo, J., Barreiro, O.,
Montoya, M.C., Schwartz-Albiez, R., Furthmayr, H., Lozano, F.
and Sanchez-Madrid, F. (2002) J. Biol. Chem. 277, 10400^10409.

[26] Helander, T.S., Carpen, O., Turunen, O., Kovanen, P.E., Vaheri,
A. and Timonen, T. (1996) Nature 382, 265^268.

FEBS 27449 3-7-03

F. Grane¤s et al./FEBS Letters 547 (2003) 212^216 215



[27] Gautreau, A., Louvard, D. and Arpin, M. (2002) Curr. Opin.
Cell Biol. 14, 104^109.

[28] Reczek, D., Berryman, M. and Bretscher, A. (1997) J. Cell Biol.
139, 169^179.

[29] Yonemura, S., Nagafuchi, A., Sato, N. and Tsukita, S. (1993)
J. Cell Biol. 120, 437^449.

[30] Yonemura, S., Hirao, M., Doi, Y., Takahashi, N., Kondo, T.,
Tsukita, S. and Tsukita, S. (1998) J. Cell Biol. 140, 885^895.

[31] Dickson, T.C., Mintz, C.D., Benson, D.L. and Salton, S.R.
(2002) J. Cell Biol. 157, 1105^1112.

[32] Legg, J.W. and Isacke, C.M. (1998) Curr. Biol. 8, 705^708.
[33] Granes, F., Urena, J.M., Rocamora, N. and Vilaro, S. (2000)

J. Cell Sci. 113, 1267^1276.
[34] Bern¢eld, M., Kokenyesi, R., Kato, M., Hinkes, M.T., Spring, J.,

Gallo, R.L. and Lose, E.J. (1992) Annu. Rev. Cell Biol. 8, 365^
393.

[35] Bern¢eld, M., Gotte, M., Park, P.W., Reizes, O., Fitzgerald,
M.L., Lincecum, J. and Zako, M. (1999) Annu. Rev. Biochem.
68, 729^777.

[36] Carey, D.J. (1997) Biochem. J. 327, 1^16.
[37] Zimmermann, P. and David, G. (1999) FASEB J. 13 (Suppl.),

S91^S100.
[38] Woods, A. and Couchman, J.R. (1998) Trends Cell Biol. 8, 189^

192.
[39] Rapraeger, A.C. (1993) Curr. Opin. Cell Biol. 5, 844^853.
[40] Rapraeger, A.C. (2001) Semin. Cell Dev. Biol. 12, 107^116.
[41] Couchman, J.R. and Woods, A. (1996) J. Cell Biochem. 61, 578^

584.

[42] Couchman, J.R. and Woods, A. (1999) J. Cell Sci. 112, 3415^
3420.

[43] Roy, C., Martin, M. and Mangeat, P. (1997) J. Biol. Chem. 272,
20088^20095.

[44] Grootjans, J.J., Zimmermann, P., Reekmans, G., Smets, A., De-
geest, G., Durr, J. and David, G. (1997) Proc. Natl. Acad. Sci.
USA 94, 13683^13688.

[45] Ruoslahti, E. (1989) J. Biol. Chem. 264, 13369^13372.
[46] Ruoslahti, E. and Yamaguchi, Y. (1991) Cell 64, 867^869.
[47] Rapraeger, A.C. (2000) J. Cell Biol. 149, 995^998.
[48] Serrador, J.M., Alonso-Lebrero, J.L., del Pozo, M.A., Furth-

mayr, H., Schwartz-Albiez, R., Calvo, J., Lozano, F. and San-
chez-Madrid, F. (1997) J. Cell Biol. 138, 1409^1423.

[49] Asundi, V.K. and Carey, D.J. (1997) Biochem. Biophys. Res.
Commun. 240, 502^506.

[50] Horowitz, A. and Simons, M. (1998) J. Biol. Chem. 273, 25548^
25551.

[51] Horowitz, A. and Simons, M. (1998) J. Biol. Chem. 273, 10914^
10918.

[52] Woods, A. and Couchman, J.R. (1992) J. Cell Sci. 101, 277^290.
[53] Ott, V.L. and Rapraeger, A.C. (1998) J. Biol. Chem. 273, 35291^

35298.
[54] Ethell, I.M., Irie, F., Kalo, M.S., Couchman, J.R., Pasquale,

E.B. and Yamaguchi, Y. (2001) Neuron 31, 1001^1013.
[55] Oh, E.S., Couchman, J.R. and Woods, A. (1997) Arch. Biochem.

Biophys. 344, 67^74.

FEBS 27449 3-7-03

F. Grane¤s et al./FEBS Letters 547 (2003) 212^216216


	Identification of a novel Ezrin-binding site in syndecan-2 cytoplasmic domain
	Introduction
	Materials and methods
	Antibodies
	DNA constructions
	Protein production
	In vitro binding assays
	Determination of binding constants

	Results
	Ezrin binds to syndecan-2 via its N-terminal domain in a dose-dependent manner
	Deletion of DEGSYD sequence abolishes binding between syndecan-2 and N-Ezrin
	An oligopeptide with the sequence DEGSYDL competes for the binding of N-Ezrin to syndecan-2 cytoplasmic domain

	Discussion
	Acknowledgements
	References


