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The SM19 gene, required for duplication of basal bodies in
Paramecium, encodes a novel tubulin, n-tubulin

Francoise Ruiz*, Anna Krzywicka*, Catherine Klotz*, Anne-Marie Keller*,
Jean Cohen*, France Koll*, Guillaume Balavoine* and Janine Beisson*

The discovery of 3-tubulin, the fourth member of the
tubulin superfamily, in Chlamydomonas [1] has led to
the identification in the genomes of vertebrates and
protozoa of putative d homologues and of additional
tubulins, € and { [2-4]. These discoveries raise
questions concerning the functions of these novel
tubulins, their interactions with microtubule arrays and
microtubule-organising centres, and their evolutionary
status. The sm79-1 mutation of Paramecium
specifically inhibits basal body duplication [5] and
causes delocalisation of y-tubulin, which is also
required for basal body duplication [6]. We have cloned
the SM19 gene by functional complementation and
found that it encodes another new member of the
tubulin superfamily. SM19p, provisionally called eta-
tubulin (n-tubulin), shows low sequence identity with
the tubulins previously identified in Paramecium,
namely, a [7], B [8], y [6], & (this work) and € (P. Dupuis-
Williams, personal communication). Phylogenetic
analysis indicated that SM19p is not consistently
grouped with any phylogenetic entity.
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Results and discussion

sml19-1 [5] is a thermosensitive recessive mutation that
causes, at the non-permissive temperature (35°C), a pro-
gressive reduction in the number of basal bodies, accom-
panied by reduced cell length and modified cell shape.
These defects do not impair the cell cycle, which pro-
ceeds like that of wild-type cells at the same temperature.
However, sm19 cells eventually die after a few divisions,
because of disorganisation of the oral apparatus caused
by the reduced number of its basal bodies. Figure 1 illus-
trates the mutant phenotype: altered shape, marked reduc-
tion of the oral apparatus, rarefaction of basal bodies and

secondary disorders in the cortical cytoskeleton. Ultra-
structural observations have revealed a rare defect in the
basal bodies themselves: missing microtubules in a single
triplet, found in 3% (35/1,143) of the cross-sections [5].
"This defect occurs generally in the anterior right quadrant
of the basal body, which corresponds to the site where,
according to Dippell [9], the first microtubules of the
initial ring of nine singlets appear in the pro-basal body.

As y-tubulin is required for basal body duplication [6], an
interaction between Y-tubulin and the product of the
SM19 gene was considered possible. Immunolabelling by
anti-y-tubulin antibodies revealed abnormal localisation of
y-tubulin in mutant cells at the non-permissive tempera-
ture. Figure 2 shows that, in the mutant, the staining of
basal bodies was more diffuse than in the wild type and,
most strikingly, there was an accumulation of brightly
stained tubule-like aggregates, indicating an abnormal local-
isation or concentration of y-tubulin in the cytosol.

A preliminary attempt to clone the SM79 gene by func-
tional complementation using described procedures [10,11]
showed that wild-type genomic DNA digested with
EcwRV, Xbal, or Hind11l was able to rescue the mutant
after microinjection into its macronucleus, whereas Bg/I1
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Wild-type and sm19 cells after 3—4 divisions at 35°C (non-permissive-
temperature): mutant cells have become smaller and rounder.
Immunolabelling protocols were those described by Ruiz et al. [6]. The
monoclonal anti-tubulin ID5 antibody [17] labels (red) the basal bodies,
on the cortex and in the oral apparatus (oa), and the contractile
vacuole microtubule rootlets (cv). Each basal body is flanked by a
ciliary rootlet decorated (green) by a rabbit antiserum prepared against
the purified structures [18]. These appendages, well aligned in the
wild-type cells, were dishevelled in the mutant because of the reduced
density of the basal bodies. The scale bars represent 10 pm.
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Figure 2
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The sm19-1 mutation affects y-tubulin localisation. After 3—4 divisions
at 35°C, as in Figure 1, wild-type and mutant cells were
immunolabelled with affinity-purified anti-y-tubulin antibodies from a
rabbit immunised against the carboxy-terminal part of the Paramecium
y-tubulin (C.K., F.R., P. Dupuis-Williams, M. Wright and J.B.,
unpublished work). In both the wild type and the mutant, the same
organelles were decorated: micronuclei (mic), pores of the contractile
vacuoles (cvp) on the dorsal surface and basal bodies on the cortex,
and in the oral apparatus (0a) on the ventral surface; in addition,
y-tubulin was present in the cytoplasm of the mutant where it formed
tubule-like aggregates (asterisk), never observed in wild-type cells.
Each confocal image corresponds to projections of 15 sections

(0.3 pm thick) throughout the cell. The scale bar represents 10 pum.

digests could not. A Bg/Il site was therefore likely to be
found in the §M79 gene. To clone the gene, the recently
described indexed library of Paramecium [12] was used.
Successive microinjections of smaller and smaller subpools
of the 60,000 clones of the library led, in six steps, to the
identification of a single rescuing plasmid called p158g04.
At each step, the rescuing activity was assessed by obser-
vation of the offspring of microinjected cells: clones with
normal or subnormal cell size and density after 48 hours at
35°C were scored as rescued. The rescuing plasmid con-
tained a 7.2 kb insert with a single Bg/II site. The sequenc-
ing of the region surrounding this diagnostic site revealed
a 1459 bp open reading frame, displaying the features of
Paramecium coding regions in GC content and codon
usage [13] and interrupted by a small 29 bp intron, typical
of Paramecium [8,14].

DNA prepared by PCR amplification of this open reading
frame with its 5" and 3' flanking sequences (see Supple-
mentary material) was microinjected into mutant cells and
rescued them efficiently. Further evidence that this open
reading frame coded for the SM79 gene was provided
by sequencing two mutant alleles, sm/9-1 and sml19-2.
Both had mutations within the coding sequence: an inser-
tion of 66 nucleotides at position 573 in sm19-1, and a point
mutation (A - G transition) at position 1437, resulting in a
Y470C change in sm19-2. The 66 nucleotide insertion in

sml9-1 corresponds to retention of an internal eliminated
sequence (IES), normally ‘spliced’ during the develop-
ment of a new macronucleus from the germinal micro-
nucleus. Sequencing of the corresponding region of
wild-type micronuclear DNA showed that the sm/79-1
mutation is due to a T'- C change in the 3' consensus [15]
TA terminal repeat of the IES. Southern blots (data
not shown) indicated that §#/79 is a unique gene. North-
ern blots (see Supplementary material) revealed a 1.5 kb
mRNA species of equivalent abundance in the mutant
and the wild type, at both 27°C and 35°C.

The deduced polypeptide sequence of SM19p is 476
amino acids long, with a predicted molecular mass of
549 kDa and an isoelectric point of 5.79. Comparison
with the protein sequence databases showed that SM19p
belongs to the tubulin superfamily. However, SM19p
shares less than 20% identity with the tubulins charac-
terised so far in Paramecium, namely, o [7], B [8], Y [6] and €
(P. Dupuis-Williams, personal communication). Although
in BLAST alignments, the best two scores were 23 and
21% for human and mouse &-tubulins, respectively, SM19p
was also distinct from a recently identified Paramecium &-
or &-like tubulin (see Figure 3), with which it shares only
25% identity. Figure 3 compares the predicted SM19p
sequence with different &-tubulins (from man, Chlamy-
domonas and Paramecium), the two known {-tubulins and
the Paramecium a-P'T1, B-PT1 and y-PT1, as representa-
tives of the a, B and y subfamilies. The alignment showed
that, aside from the motifs common to all tubulins, there
was no other significant similarity. We therefore designate
SM19p provisionally as n-tubulin.

T'o evaluate the phylogenetic status of n-tubulin, phyloge-
netic trees were constructed (Figure 4 and Supplemen-
tary material) using sequences from the same three
organisms (man, Chlamydomonas and Paramecium) for the
well-established a-, B- and y-tubulin subfamilies and all
available sequences for the other tubulins. Figure 4 shows
the unrooted tree obtained by the maximum likelihood
method. Within the a- and B-tubulin subfamilies, ortho-
logues showed a high level of sequence identity, in likely
relation to functional constraints. In contrast, the y-tubulin
subfamily, although coherent on phylogenetic trees [16],
appeared more rapidly evolving: percentages of identity
among presumed orthologues could be as low as ~30%.
With the new tubulins 9, €, and {, there are still too few
members to appreciate the range of sequence variability
and their function is not known. The percentage identity
between the Chlamydomonas d-tubulin and its likely homo-
logues in mammals, 7rypanosoma and Paramecium ranges
from 29-43%. The Chlamydomonas d plays a role in basal
body assembly or maturation [1]; however, a similar role
in other systems remains to be established even though
immunochemical localisation of &-tubulin in centro-
somes of mouse and man is consistent with a role in
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Figure 3
SM19p 1 MG-- TLLLNLGQCGNQLALQMFNL I DKSSMHE GNM- - - - - - FL RRRE SNI YHTI'L VDTE PKI L KPI'VEDRKLYSHI DVKNV- - - LYY QY- - GRGNNW
AL PHA. PT 1 M- REVI SI HVGQGGI QVGNA CWEL FCLE HGI QPDGQ MPSD KTI GGGDD AFNT FFSE TGAGKHVP RAVFLDLEPTVI DEVRTGTY RQLF HPE- QL | SGKE- - DAAN NF
BETA.PT 1 M- REI VHI QGGQCGNQI GAKFWEV I SDEHGI DPTGT YHGDSDLQLER -1 NVYYNEATGGRYVP RAI L MDLE PGTMDSVR AGPF GQL F RPD NF -VEGQT- - GAGNNW
GAMMA. PT 1 MPREIITL QVGQCGNQI Gl EFWKQLI KEHGI NNEGI LEEF ALQ- - GDD RKDV FFYQADDE HYI PRALL | DME PRVI NYI QTSQF STLF N - FlI SKDGGGAGN NW
DELTA. HS 1 MS--1VTVQLGQCGNQI GFEVFDALLSDSHSS QGL C SMRE NEAY QASC- KERFFSEEENGVPI ARAVL VDME PKVI NQTL SKAA QSGQWKYGQHACF CQKQ-
DELTA. CR 1 MP-- CITLQLGQCGNQLGCSLFENT LATEFSSHDYGT - --- ---- - - DAVHEY FRPSADPNLYTARSVL | DME PKVV AGAR SAAAASGS WWRY PSSGYLVMQS- - GSGN NW
DELTA. PT 1 MS-- LGFI QLGQCGNQI GHALFDF MI QE TQMS SP ---------- GAQA LLNE| FFF GRKNKQI AKSLL | DME PKVVE- - - - - - - RQNI HSA- FS-- - LTKQE- - GSGNNW
ZETA. TB 1 MA-- |1 VVVQVGQCGNQLGEELWRQLSI ATDKGAV -SP----- FF TSNRK- - ARCVMVDSE PKVV QTVY - NRY ADI MRAE- NV- - - VCGHS- - GRGN HW
ZETA. LM 1 MA I VVV LI GQCGNQLGDE LFTQLALCTSSAASSA GDKP PARVADPS P----- FFARDGK- - ARCI L VDTE PKVV LGVQ- QRHPDFI RAE- NV-- -l YGQS- - GRGNNW
SM19p 85 GLGY LNFK QKSKILSKS NQQQAI SVFEKSSTNEV SI QQYCQE NEQI VEQI | NQA RKEI EKT- - DYFLSI STIMSLAGGTGSGLGSRVI QE FSDI FQEVH- - - - - -« - --- - -
AL PHA. PT 104 ARGHYTIGKE!I VDLCLDRIR- - - - - - - - - - - c om o o oe e o m o e o DNCTGL QGFL VFHS VGGG TGSGLGSL LLERLSVDYGKK S- - - - - -« - - - -«
BETA. P 102 AKGHYTEGAELI DSVL DVVR ————————————————————————————————— KEA——EGCDCLQGFQITHSLGGGTGSGMGTL EHSENRESYPEBRN- - - - --- ---- - -
GAMMA. PT 105 ACGY SQGERYQEELMEMI D- - --- -----------------------------REA--DGSDSL EGFL MLHS| AGGTGSGSGSY| LERLNDRFPKKI - -- ---- ---- --
DELTA. HS 105 AYGY SVHGPRHEESI MNI I'R- - - - - --- ---- oo oomm oo o KEV - - EKCDSF SGFF I | MSMAGGTGSGLGAF VTOQNLEDQYSNSL--- - --- ---- - -
DELTA. CR 97 AQGF HGYGPQVHEDAL DLVR- - - - - - - - - - - m o c i oo mmmm m e KEV - - EHADSL TGFL LLQS MAGGTGAGLGTY VAEALRDE YHSAF- - - - --- - --- - -
DELTA. PT 86 AYGF NNHGPANKNAIL QI MD- - - - - - - = - - c o o oo e mmme o m e o e o m o TLL-- »-EECGYL ESLFFI SSLAGGTGSGLGSY | LEL MADRYPEI E--- - --- ---- --
ZETA. TB 83 ALGY YGLNNPKS SRCAEKAAASRPFQ- VTKDQRRGD NFVV RDAL RAlI YAETRRT- DTEEF EAlI L VLHSLAGGTGSGMASL LLEKI RYYFI EP TEDE LANADEKAEA
ZETA. LM 95 GLGY YGVK TEQS KRTE RNAAVQRAFRNI ARDQRDED DNVL AKAL QAI HRETRRTSDAEDGSGGF ESILVLHSLVGGTGSGLASKLTARLRLYFTEPPPGQ- - QVDEVYES
SM19p 180 QNV I AT EPN- - KTGETPLQHYNTLLSS AHI QQYADSI I'Y FENDRI' YQML SQI GSK QI DK SVDL SNVNEYI GSCLMNLFWI NDN S- - - - -
AL PHA. PT 166 KLGFTI YPSP- QVST AVVEPYNS | LSTHSLL EHTDVCVMLDNE Al YDI CRRNLDI ERPT YTNL NRLI AQVI SSLT ASLRFDG- - -- - - -
BETA.PT 164 -MET FSVVPSP- KVSDTVVEPYNATLSVHQLVENADECMV I DNEALYDI CFRTLKL TTPT YGDL NHLV SAAMSGVT CCLRFPG- - --- - -
GAMMA. PT 166 -1 QT YSVFPNQOQNETSDVVVQPYNSLLTL RRLAQNADAVVVLDNT ALNRI AVDRLKI PI PTVSQT NSLVAMVMAAST TTLRYPG- - --- - -
DELTA. HS 167 -KMNQI | WPY-- GTGE VI VONYNS | LTL SHLY RSSDALLL HEND Al HK| CAKLMNI KQI SFSDI NQVL AHQL GSVF QPTY SAES SFH- -
DELTA. CR 159 - VANCCVWPY- - ESGEVI VQPYNTLLTL SHLADVSDGLVL LENEALHRTAAKLYGI ARPS FGDMNGI A ARAL AAAL LPSQPRGP YAGGAY
DELTA. PT 148 LFNI CVMPH- - LTGEVI LQSLNT VLTI GSI YQHSE Gl I L LQND EAQALLCNNLLNL KSPSLNDI NQVMSTNL ASFF WPCL TNQV YS-
ZETA. TB 188 DMMWNDGL DGML MH- KRRAL FLI' S1 AVAPQ- - SI GEI STQSLNAALTL HALR-1 VDAVLL LRNDDCLRARDDRAAGPRGA RREE Y| SSSSSL SLLKPCATFTEVN- - - - -
ZETA. LM 203 KMMHYDGF DSSV QGTQRRARHLVNI TVAPQ- - ALGEVATQGLNAALTL QHLQRHADAI LL LRNDDAMA PGEP SGSS ACSGASLL TRCVTFKEANEI LVAL LLPVLGYGQQ
M19p 262 QDL LSECCI TE GHKF | E
AL PHA. PT 247 TEF QTNL VPYP RI HF ML
BETA. PT 245 RKL AVNL | PFP RLHF FM
GAMMA. PT 248 YMNNDLVSI LAGL VPTP RCHF LM
DELTA. HS 251 RRNP LGDL MEHL VPHP EFKMLS
DELTA. CR 246 VAPA SQQHHHHHQAHGHGAGPGRS SPGS SGGGVQLP ALRRADSS GGRL GGESPGLGSLGS RGGGATPP HAAASSPS ASGA GGSG GV\KSV CTAP LAEL VTRL CGHPAYRL LT
DELTA. PT 231 TFHNNLQYVQELL NI TNNQKL LQ
ZETA. TB 289 EVIFVTL LMPVLLYGVGESPI CNLV
ZETA. LM 311 PSCIl AN- -LLI QCI PPTYKQTTGGNKI LTL LAAP QRSY ATMR QCVHRAMF FT
SM19p 285 VMVSAPFTL FSHSNLGPL--- - - CT WEDL | KSSLEQYAFEKFEDDSDQQQQIGEAVAKSLQIQSVQKKGETTL NLQS VFRS ENVL KTLQDSDS HMKF LERK | N- - - - - - - -
AL PHA. PT 270 CSYAPIISA--------- EKAYHE QLSV AEI' T NSAF EPANMMAK CDPR HGK - YMA CSML YRGD VVPK DVNAAI AT | KTK- - - - - --- -~
BETA.PT 268 I GFAPLTSR--------- GS QQYRALTV PELT QQMF DAKNMMCA ADPRHGR- - --- ---------------- -YLTASAL FRGRMSTK EVDE QML N VQNK
GAMMA. PT 271 TGYTPLTI DR-- ---- --HlI SSVRKTTVLDVMRRLL QTKNI MVSTSTK NGN- - - - ----YISILNI I'QGDVDAT QI HK SLQRI RER
DELTA. HS 274 NRNI PHMS ENSL - --AYTTFET WAGL LKHL RQML I SNA KMEE GI DRHVWPPLSGLPF‘L SKMSLNKDLHFNTSIANLVI LRGK DVQS ADVE GFK- - - -
DELTA. CR 356 LRSVPQLPPANI - -DETTFT WPAL TKRL RQML VTGS VLEE GLDWSI TP QSPGAAAALGAGLAG- PTVNRALASWLI LRGQGAAE ADVGEFA
DELTA. PT 254 LNQI PQLPQQSK— - AF QNDT WSLEKRIIQ- QMVLTGT KEYN | NWH KKG ———————————————————— QPFK QLMI ARGNDVKK - - - - - - - - -
ZETA. TB 313 LSCSPSHRKMN- ---- ---- NI LTI VPTPQRHYLRFKESSILSRFYClI TGAK- - - - - --- ---- - - - HL PSVCPTVPVELL HTSRSLQS T
ZETA. LM 361 | KGGRTFMPGYV PTVP | DEMLSCT ALRI' HEGG GDHV RRGS DRSS TRNV RGNGDDGDAQYRLFDH NTKK LGSRRLGS DSGGEARA GI AATAAS SLAS RRRQRSTL LSAP SP

SM19p 382 SVFNPVQWNPDAVQLHFI NE K K GHDQKMNV TLI NSTKI I PI'L KNVSKI AY QKYR SGAY L HWY WK
AL PHA. PT 339 RTI QFEVDWCPTGFKVG] NYQPPTVVPGGD - L AKVMRAVCMI SNSTAI AEVF SRLDHKFDLMYAKRAF VHWY VG
BETA. PT 337 NSSY FVEWI PNNI'KSS|| CDI PP- - - - - - - KGLK MAVT FVGN STAI QEMF KRVA EQFT AMFR RKAF LHWY TG
GAMMA. PT 341 KLASFI EWGPTS|| QVALSKK SF‘YI - ETSHKVSGL MLANHTSI HSLF DRI L KQYHKLRN RNAF L DQY KK
DELTA. HS 363 DPAL YTSWLKPV NAFNVWKT QRA» - - - - - - - FSKYEKSAVLVSNSQFL VKPL DMI V GKAWNMFA SKAY | HQY TK
DELTA. CR 444 DPAL SAAWSPEPLSVSYSTGRFG ---------------------RCAMSACLLSNDRHCVGPI QRMQEHAY GMLE SRAF VHQY EK
DELTA. PT 315 ---- ---cmon i o oo HQF NWNTVQDEHQFNKNEK - - - - SIN'T VVHN SSNI VESL NQI' S DRAN QMI QERAY L YQY EK
ZETA. TB 380 --------cie i ae DPVHSREE VKI PKPLYLSFVQPGS - - - - - --- ---- - - KKRSPAATLLTEI EGVLVMNQARELNAQLL FPLL RTAAVKVKAGAF MSTF LD
ZETA. LM 471 PSPP SART RGGE GRFGSCEHDESS SATWNREDLEKL NQRVYLECVTTI SPAL YLHYLQLRRAPV TRMF EALD GVLV LNQAAELNRRVL LPLL RSAALKVS CGAF MSAY ED
SM19p 449 YGLENQ- - - DEDNAFE SLQKI'QDDYNYMVEY- - - - - - - - -

AL PHA. PT 411 EGMEEG- - - EFSEAREDLAALEKDYEEV GI ET AEGE GEEG

BETA. PT 401 EGMDEM- - - EFT EAES NMNDLVSE YQQY QDAT AEEE GEFE

GAMMA. PT 408 EAMF KDSL DEFDESRECLEQLI SEYKAAESKNYLDWGNDD

DELTA. HS 429 FGIEEE-- - DFL DSFT SLEQVVAS YCNL

DELTA. CR 508 YGLSVA EFQDCFARI EDI AQR YARL

DELTA. PT 371 FGVKIQ HFQESMGVVEGI | NDYEQL

ZETA. TB 456 SGVAAERI QLAI KSVALKLADAEE D

ZETA. LM 581 VGVKSEHVRRAYREVAEVLATAEEL- - -

Current Biology

Comparison of the predicted SM19p sequence with Paramecium a-, B-tubulin, CAA 56071; H. sapiens y1-tubulin, NPO01061; H. sapiens

- and y-tubulins, and with &-tubulins from human, &-tubulin, NPO7345C; H. sapiens g-tubulin, NP 057346; C. reinhardltii
Chlamydomonas reinhardtii (CR) and Paramecium tetraurelia (PT), a-tubulin, AAA 33095; C. reinhardtii B-tubulin, M 10964; C. reinharditii
and {-tubulins from Trypanosome brucei (TB) and Leishmania major y-tubulin, AAB 71841; C. reinhardtii &tubulin, AAB 71840; P. tetraurelia
(LM). The sequences were aligned using the Clustal W1.8 [19] and o-tubuling CAA67847; P. tetraurelia 3-tubuliny CAA 47663; P. tetraurelia
Dialign [20] programs and adjusted manually. The boxing threshold y-tubulin, CAA09991; P. tetraurelia &-tubulin, AJ401299; P. tetraurelia
was 30% of the aligned sequences. Blue, identical residues; grey, n-tubulin, AJ272425; T. brucei &-tubulin, AAF 32301; T. brucei e-tubulin,
conservative substitutions. The sequences used for alignments in AF 216743; T. brucei {-tubulin, AF241275; L. major {-tubulin,

Figures 3 and 4 are: H. sapiens a1-tubulin, | 77403; H. sapiens AL133468.

centrosome/centriole function [2,3]. As for {-tubulin, its  An intriguing property of the newly identified tubulins,
function and phylogenetic distribution are not yet known. including n-tubulin, is their absence from Saccharomyces

cerevisiae, and probably from Caenorhabditis elegans and
On the basis of presently available data, €-tubulin, so far Drosophila. Yeast lacks centriolar structures, C. elegans
represented by only two published sequences from distant  lacks flagella and motile cilia, while the fly does not
organisms (man and trypanosome) seems to constitute a  assemble cilia and its centrioles may be peculiar. This
monophyletic tubulin subfamily. In contrast, for the 8-, (-  suggests that these tubulins might be involved in specific
and n-tubulins, the tree presented in Figure 4, as well as properties of the centriolar structures, such as duplication,
other types of trees (see Supplementary material) fail to  positioning or nucleation of appendages, which are
resolve their relationships. Only additional sequences and involved in their function as basal bodies. This seems
functional characterisation will help to ascertain whether  indeed to be the case for SM19p. All the cytological and
O-, ¢~ and n-tubulins are members of a rapidly evolving  physiological observations show that the s#79 mutation
family or independently acquired divergent tubulins. specifically inhibits basal body duplication and most
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Figure 4
57 Zeta.lm
—': Zeta.tb
Delta.pt
76 Delta.hs
4‘:elta.cr
SM19p
Delta.tb
98 Beta.pt
100 Beta.hs
96 Beta.cr
100 Alpha.hs
84 Alpha.cr
99 L Alpha.pt
71 Gamma.pt
90 97 {Gamma.hs
L—— Gamma.cr
99 Epsilon.hs
4‘:psilon.tb
50 changes Current Biology

Phylogenetic relationships of SM19p with the other members of the
tubulin superfamily. For the a-, B- and y-tubulins, sequences from the
same three organisms, Homo sapiens (hs), C. reinhardtii (cr) and

P. tetraurelia (pt) have been used as representatives of their
respective subfamilies. The d-tubulins include sequences from the
same three species plus that of T. brucei (tb). The €- and {-tubulin
classes include the available sequences, from man and T. brucei and
from T. brucei and L. major, respectively. The tree has been
calculated using Puzzle 4.0.1 [21]. Reliability indices (RI) are shown
at the nodes. Only the nodes with more than 90% RI are deemed to
be ‘strongly supported'.

likely an early stage of the process [5]. As y-tubulin is also
necessary to initiate basal body duplication [6] and
appears delocalised in the s#7/9 mutant at the non-per-
missive temperature (Figure 2), we speculate that this
novel tubulin might contribute to tether y-tubulin or
y-tubulin complexes to basal bodies.

Supplementary material

Supplementary material including methodological detail, a figure depict-
ing the characterisation and expression of the SM719 locus, and addi-
tional information on the sequence alignment and the trees is available
at http://current-biology.com/supmat/supmatin.htm.
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