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ABSTRACT  Mutations at the flightless-I locus (flil) of
Drosophila melanogaster cause flightlessness or, when severe,
incomplete cellularization during early embryogenesis, with
subsequent abnormalities in mesoderm invagination and in
gastrulation. After chromosome walking, deficiency mapping,
and transgenic analysis, we have isolated and characterized
flightless-I cDNAs, enabling prediction of the complete amino
acid sequence of the 1256-residue protein. Data base searches
revealed a homologous gene in Caenorhabditis elegans, and we
have isolated and characterized corresponding cDNAs. By
using the polymerase chain reaction with nested sets of degen-
erate oligonucleotide primers based on conserved regions of the
C. elegans and D. melanogaster proteins, we have cloned a
homologous human c¢DNA. The predicted C. elegans and
human proteins are, respectively, 49% and 58 % identical to the
D. melanogaster protein. The predicted proteins have signifi-
cant sequence similarity to the actin-binding protein gelsolin
and related proteins and, in addition, have an N-terminal
domain consisting of a repetitive amphipathic leucine-rich
motif. This repeat is found in D. melanogaster, Saccharomyces
cerevisiae, and mammalian proteins known to be involved in
cell adhesion and in binding to other proteins. The structure of
the maternally expressed flightless-I protein suggests that it
may play a key role in embryonic cellularization by interacting
with both the cytoskeleton and other cellular components. The
presence of a highly conserved homologue in nematodes, flies,
and humans is indicative of a fundamental role for this protein
in many metazoans.

A number of mutations causing disturbances of behavior
have been mapped to a genetically well-characterized region
of the Drosophila melanogaster X chromosome (1-3). To
further define loci of interest, a chromosomal segment was
microdissected and cloned (4), chromosomal walks were
performed, breakpoint rearrangements and mutational le-
sions were mapped, and transgenic organisms were con-
structed (5, 6). One of these loci is flightless-I (flil), some
mutations of which lead to loss of flight ability due to
myofibrillar abnormalities in the indirect flight muscles; more
severe alleles cause lethality in early embryogenesis (2, 3).
Importantly, only some parts of these embryos are cellular-
ized (3) and ventral furrow formation and gastrulation are
abnormal. Cellularization during early embryogenesis is crit-
ically dependent on the actin-based cytoskeleton. The for-
mation of membrane furrows, which come down between

The publication costs of this article were defrayed in part by page charge
payment. This article must therefore be hereby marked ‘‘advertisement’
in accordance with 18 U.S.C. §1734 solely to indicate this fact.

nuclei, is brought about by a hexagonal array of actin and
myosin filaments that form around the nuclei in the cortex of
the syncytial blastoderm (7-10).

Here we report the molecular cloning and characterization
of D. melanogaster fli cDNAs and of homologous cDNAs
from Caenorhabditis elegans and from humans.** The pre-
dicted proteins contain a gelsolin-related area likely to be
involved in actin binding, as well as an amphipathic leucine-
rich repeat (LRR) region likely to be involved in protein—-
protein interactions. These findings have significant implica-
tions for our understanding of early embryogenesis and
muscle development.

MATERIALS AND METHODS

Germ-Line Transformation and Genetic Crossing Pro-
grams. Chromosome walking following chromosome micro-
dissection and cloning was as described (5, 6). A 10.2-kb
genomic Xho I fragment was ligated into the Xho I site of pW8
(11), a P-element vector that carries a white* (w*) marker, to
yield the construct pFLI (see Fig. 1). This was injected into
w embryos as described (5). Standard genetic crosses intro-
duced the transgene into different genomes harboring chro-
mosomal rearrangements or alleles of the fli locus. Two of
these rearrangements, Df 17-257 and Df 16-129, are deficien-
cies that remove the fli locus. Crosses of the type w! Df
17-257/y* Ymal*; pFLI/+ male by w! Df16-129/FM7 female
yielded the appropriate experimental and control genotypes.
Tests of viability and flight capacity were conducted (2). The
FM7 and y* Ymal* chromosomes are as described (12).

Molecular Cloning of D. melanogaster cDNAs. D. melano-
gaster cDNAs were isolated from Agt10 libraries (13) using
the two EcoRI fragments that detected the 5.1-kb fli tran-
script (see Fig. 1) on Northern blots (data not shown). cDNA
fragments were subcloned in pPGEM1. Two EcoRI fragments
of 2.3 and 1.5 kb from the phage with the largest insert,
together with a third, overlapping 1.5-kb fragment from
another phage, were sequenced on both strands (6) using
Sequenase (United States Biochemical). Compressions were
resolved with dITP. A 420-bp BamHI/Sal 1 fragment span-
ning the internal EcoRlI site was subcloned from both cDNA
and genomic clones and sequenced to confirm the EcoRI
junction.

Molecular Cloning of C. elegans cDNAs. C. elegans cDNAs
were isolated from a mixed stage library in AZAPII (Strata-
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gene, no. 937006) using synthetic oligonucleotides corre-
sponding to GenBank entry CELB0303 nucleotides 1478-
1557 and to nucleotides 2231-2175 (complement) joined to
1565-1543 (complement). The two 80-mers were annealed
and extended with deoxynucleoside triphosphates and DNA
polymerase I (Klenow fragment). The resulting 145-bp du-
plex was gel-purified, labeled by random priming, and used
to screen the library. Inserts from two positive clones were
subcloned in pBluescript SK— (Stratagene) using ExAssist
helper phage. The 4.6-kb insert from the larger clone was
isolated and the coding region was sequenced completely on
both strands.

Molecular Cloning of Homo sapiens cDNAs. Degenerate
oligonucleotide primers including the following were synthe-
sized (14): outer primers, 5'-TGYGTIGTITAYTTYTG-
GCA-3' and 5'-TTRTCIARDATCATDATRTC-3’; inner
primers, 5'-WSICAYTTYAARMGIAARTT-3' and §5'-
ARRTCRTCYTGRCARAARTC-3' (where Yis T or C, R is
GorA,DisGorAorT,WisAorT, SisGorC, and M
is A or C). The PCR was carried out on a GeneAmp PCR
system 9600 (Perkin-Elmer) using GeneAmp PCR reagents.
Each oligonucleotide was present at a final concentration of
2 uM and 0.5 pg of genomic DNA was added per reaction
mixture (100 ul). After 1.5 min at 95°C, PCR was carried out
for 40 cycles (95°C, 50°C, and 72°C, each for 30 sec) followed
by 4.5 min at 72°C. An aliquot (1 ul) of the first PCR was used
as template in the second reaction. Aliquots of the second
reaction mixture were end-repaired with DNA polymerase I
(Klenow fragment) and phosphorylated with T4 polynucle-
otide kinase. Fragments were isolated by electrophoresis and
cloned into M13mp10 for sequencing. PCR fragments were
used to screen human hippocampal and fetal brain cDNA
libraries (Stratagene, nos. 936205 and 936206). Inserts were
subcloned in pBluescript SK— and the longest one of 4.1 kb
was sequenced on both strands.

Computer Methods. Sequences were assembled and ana-
lyzed with Staden (15) and Genetics Computer Group (GCG)
(16) software. Nucleotide sequence data bases were searched
by using TFASTA (17) or TBLASTN at the National Center for
Biotechnology Information (Bethesda, MD). Two-way and
multiple amino acid sequence alignments were obtained using
the GCG programs Gap and PILEUP, with gap weight 3.0 and
gap length weight 0.1. End gaps were weighted like other

gaps.

RESULTS AND DISCUSSION

Genetic Localization of the fli Locus and Transgenic Rescue.
Extensive molecular genetic analysis of a 250-kb chromo-
somal walk narrowed the fli locus to a 16-kb region. A
restriction map of the region containing the fli gene, together
with the positions of the other transcription units in this area,
is shown in Fig. 1. Germ-line transformation (11) using the
10.2-kb Xho I fragment (denoted pFLI) yielded a single
transformant line, in which the transgene mapped to chro-
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Fic. 1. Restriction map of the fli region. Restriction sites are
shown for EcoRI (E), BamHI (B), Bgl 1I (Bgl), Sal I (S), and Xho I
(X). The breakpoints of chromosomal deficiencies are shown. Four
transcription units (tweety, flightless, dodo, and penguin) and their
direction of transcription (where known) are indicated. The 10.2-kb
Xho I fragment used for germ-line transformation is indicated.

mosome 4 (data not shown). This transforming fragment
contains only one complete transcription unit (Fig. 1), and it
completely restores flight ability to flightless mutants—e.g.,
SUP (alleles described in refs. 2 and 3). Two lethal alleles at
this locus, D44 and 2/19B, correspond, respectively, to a
small deficiency and an insertion in one of the two genomic
EcoRI fragments (Fig. 1) that detect this transcription unit
(unpublished results). This transcription unit thus corre-
sponds to the fli gene.

Overlapping chromosomal deficiencies (Fig. 1) have al-
lowed us to delete the fli landscape and simultaneously
introduce the transgene so that the appropriate genotypes for
testing are all generated from the same crosses (e.g., geno-
types A, B, and C; Table 1). Flies that are homozygous
deficient for the landscape are white-eyed (genotype A; Table
1) and all die by the midpupal stage. Homozygous deficient
individuals carrying a wild-type copy of pFLI are viable, with
orange colored eyes (genotype B; Table 1). Their viability is
about two-thirds that of their full sibs (genotype C; Table 1).
All deficiencies in this region are lethal in the homozygous
condition (e.g., genotype D).

When flies of the various genotypes were tested, one copy
of the fli* locus was sufficient to give normal flight ability
(genotype E; Table 1). On the other hand, a single copy of the
transgene is insufficient to restore flight ability to homozy-
gous deficient flies (genotype B; Table 1; 6% of these indi-
viduals exhibit some flight ability). By contrast, 99% of their
full sibs (genotype C) fly normally. Part of the regulatory
region of the fli gene may be missing from pFLI, or its activity
may be reduced because this insertion is on the B-hetero-
chromatin-like fourth chromosome (18). Alternatively, the
lack of full restoration of flight ability by the transgene could
be due to the deletion of part or all of three neighboring
transcription units (Fig. 1).

Molecular Cloning of fli cDNAs. To characterize the fli
transcription unit, 13 cDNAs were isolated, and the longest

Table 1. Survival to adulthood and flight ability of flies of various genotypes bearing deficiencies (Df) for the fli locus in the presence or

absence of a single wild-type transgenic copy of the locus

Genotype
B C
A wi Df 16-129 wl Df 17-257 D __E
w! Df 16-129 wl Df 17-257 W Balancer w! Df 16-129 w! Df 16-129
w! Df 17-257 plus transgene plus transgene w! Df 16-129 w Balancer
No. of surviving adult females 0 249 378 0 393
Flight ability — 6%* 99%* — 95%*

*One hundred and six tested.
TTwo hundred and thirteen tested.
$One hundred and nineteen tested.
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clone and another that overlapped its 3’ end were sequenced.
The composite sequence consisted of 4672 bases plus a
poly(A) tail and contained a single large open reading frame.
The predicted protein (M, 143,683) (Fig. 2) contains neither
a signal sequence nor any potential transmembrane hydro-
phobic regions nor a phosphatidylinositol anchor site.

Molecular Cloning of a fli Homologue from C. elegans. Data
base searches revealed significant sequence similarity be-
tween the D. melanogaster fli-encoded protein and predicted
protein sequences from the C. elegans cosmid B0303 (19).
B0303 appeared to encode amino acids 1-442 (Fig. 2) of a
putative fli protein homologue, allowing for introns. Two C.
elegans cDNAs were isolated by using a probe based on
cosmid B0303 (19). The larger was sequenced (4529 bp),
enabling prediction of the complete amino acid sequence of
the protein (M, 144,756). Alignment of the C. elegans protein
(1257 amino acids) with the fli protein (1256 amino acids)
revealed 49% identity (69% similarity when conservative
substitutions are considered).

Comparison of the cDNA sequence with the complete
genomic sequence (GenBank entries CELB0303 and
CELBO0523) shows that the C. elegans gene consists of 14
exons and 13 introns covering 8647 bp from the 5’ end of the
cDNA to the poly(A) attachment site. For comparison, the D.
melanogaster fli gene consists of four exons and three
introns, covering 5195 bp (unpublished results). Only the first
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intron in the D. melanogaster gene corresponds exactly in
position to one of the C. elegans introns (intron 2). A gene
encoding tRNAT® (sup-5, present in CELB0523) lies in intron
9 of the C. elegans fli gene homologue.

Molecular Cloning of a Human FLI Homologue. Alignment
of the D. melanogaster and C. elegans protein sequences
revealed stretches of completely conserved sequence (Fig.
2). Degenerate oligonucleotide primers were designed by
reverse translation of these sequences, and PCR was used to
detect fli homologues in DNA from various organisms (14).
One set of four primers gave a discrete band of 850 bp with
human genomic DNA. These primers correspond to residues
963-969, 1013-1019, 1178-1172, and 1188-1182 of the fly
protein (Fig. 2). The sequence of this fragment suggested that
it encoded a human homologue of the fli protein. This
fragment was used to screen human brain cDNA libraries; six
positive clones were isolated, and the longest of these (4.1 kb)
was sequenced. The encoded protein had 58% identity to the
D. melanogaster protein (74% similarity when conservative
substitutions are considered). Southern blotting experiments
using the cDNAs as probes indicate that a single copy of the
gene is present in both the haploid human and fly genomes
(unpublished results).

An alignment of the three proteins is shown in Fig. 2 and
suggests that the human coding region is almost complete.
Data base searches using the three sequences revealed sig-

fly LSRR V LIS F VIRIGY DL NIJISAT-| SMR RV RT EI] HLQ S KI SC| LD S, E 97
& ERFE R B B I
human EA !VLEFVI"" 8L SGRINKGG' SL Y LQ! SV L PS| IV, S DI 100
fly HLE DL SizIN YLt AK) 9 S PLFIHETH [LDLSIZNIZLISLPPOJSRR LIS 13N P LIARIOLIAQL P JHes 197
= PR IR A
human KLDDSVL{SMESHIIOWM A QLFI D [LDL SI2NIZILINSL PP OISR NP LIBEYO LIOL PLALEY 200

fly !TQRTI TSIDS E [PK ICVYNVV' [ELT! 'AGVE! R
worm HM SNGSN)SNI 1)z PTLDDM DVisF| P LFKL K] S IE! IMTEG!
human LR SEOIN0 TSLEGLS] D CLYTLPS] S ITE¥SLCID H K| LNS

fly NS AFRGIPSGIGKL L A I NELESVPE S Cl Al GLD! PERUIIIIISEASKATSLEFFRISIIFHO 397

worm NOLHFEGPSGIGKLOL LHLS' NELE&:PE 18 H T EG PDLK H IAYSIIISINDARK - -KLAFRBSRISIAE 398

human  RKWDEDE IFS (S SRTNEE EF MAANSINIAST {8 43S LCII8P EIE REQIPNIAYIRZSZAD - - - -RAAEWIBSURINO 396

KMLK] DVIEXKD- - - -KDNEAGAVPEDGK PESLK PKRWDESLEKPQ 487

ADKYT K IEGVGAALTEKQQEEEERQLEAKSAVNWKKNIEKNRRHI 498

DVEYOE - - - -KNKKQEE - SADARA KVRRWDQGLEKPR 488

WESF FIL! AJSL DK 0N NAMHAVIWLRNE LiAiCRT“REEO DE 587

H. Y] AL DK ¢J5iIC SAMHAVELRNI; LyAgCRTOREEII D] 598

S| Y| AJYL DK €NC Sl HAV“LRN LEA: CRTVREEI DES 588

SLDPR}; I ‘KARL‘AE\ ISk 687

PLSVES) A9 34F C| D IYSEYKSRITVS! KARLHAE\' 698

13 {eiS LDPRI QATLSSTTLENIAFENK TNy 686

G*G PR = = S ol = e QKLCHT! SK I N 772

BIGIUGIILE L PO o et GIAKQDI SK SN 781

ELEYIAANLTNYKLSVEHKQRPKVELI MRLLQS TR I W 780

fly LRUXS- - - - - AAVPPSMPSSATPK K IRL-ERIGPRSEGDQ!
worm KIMEOMTSPSSSI SSVHSGGAR MIRKEF IRIRKQQADQQ
human RLLYE- -ASPATVAAAAAAGSGP M&(MRIr KDSAQDD!

fly LPELTIFER K1EBVVEEKERIECECHIFASIK FDD
worm I ISD! I IMDI3AF (&0 B 4D AJA R
human LPELTIZON LVERAFEKIR$EARCH TS $§F L.DD

fly SLEETEVI IBEMIH I ELVHAYGATIH
< %L. mvﬁg{%mcmmg
human VIDNDI S| -BAS THYVESMURVYG-KKNIK
fly LERFGEES MTSEEADAAEPPKERTZIEDYQPVQP!
worm ﬁm%m pmﬁmnx PQGAIV-- FVAERKK
human LLVGQEL EPSEI------ KKENESSDFWPPQPK|

fly DI#F\YWIFG

IBIAAL PK| LVND 297
L Pislel AAN 300
300

E. LNb SR
E“LNI \SaNQL

EJ§LNI®S 3N

GINKSHIR L) A 13 Di33D Ah\ﬂ IR| QI vV » FRSITAK KTGANLTQWARQQET- - - -RTIJBAINHI 868
worm SDMFIFWIIGUKEW R LIRS HORIT DisdD A‘ RI M| St IV'MY JATSD: RVPDLKVIVKKD- - - -NMMRA DL‘ALF 877
human SEVIFIEH CAK 2R L A His8 ¥R HE R Q ALSIK] VLTALY A ILQSPGLSGKVKRDAEKKDQMKAIATINAY 880

fly MPREES NHDL MELYS E.
worm LESeP ¥ NnDL MESE JLPO)NE)Y
human LPgeP Ni3DLIBEME E

3CYVFLCRY[eBS31 IGSEDGANPAADVSKS------ SANN EIQ 962
1518 CYVF LCRYEAWUS PGEDEHDE === -3 r=miar—=ssan DDK| DFK 961
5CYVFLCRY|[)"%3 EKKEDKEEKAEGKEGEEATAEAEEK EDFQ 980

fly CMVYFNQGR)NA NMGWL"FTFHLQ' KEKAI E 1 FRRRELIIIMEIF NI T [§H TEKEK DKAHTAKEK SPVEFFH
LSS N C\Y/VY FWQGRIEA SNMGWLATF TF & L Q[N F N F (9814 Y[ololo) A NH)SL SR S04 K RERIIGL TKNL - - @GKWPELF Q!
JoUST VB BEVY FWQGRIZASNMGW LA F TF S L O SLiFPG! QQQENIZKF|#SHFKRKF)S 'Ga}?w & -~ AV QQPSLYQI|

ALTTRILI®IINPDA 1062
ISSVCNIITIO]VDCQA 1059
ISALCTIHCIS®INTDS 1076

fly VH IRHVIZ3-BTISDDSQ KACN KLVQDIAEQMF - -~ -NSPWVSLQI EYMNYRE¥BR® 1157
worm N R INZIKATIAEDGH w DSDP EFARQVASDLVVRDDDNDFRIVEV- K| SFVKHpe#3de 1157
human § I PFRESEIDNESS SDP! KLAEDILNTMF - ---DTSY-SKQVI I EYMKHpS39318 1168

fly TVABJIICA DFCQDDL‘DDDIM LDNGI3f R YKS. Q
worm PS8 E KW DFCQDDLISDDDIMILDNGS) RSEIDI SY Q. A
human AVTIRS DFCQDDLRDDDIMI LDNG@] Q' TLSASLKAC Qi

K LF] KNKBSR! FKVYL 1256
VRG! C! K| MKEPMG 1257
R RKG H, FCKALA 1268

F1G. 2. Alignment of the amino acid sequences of the predicted D. melanogaster fli protein and its C. elegans and human homologues.
Residues identical in all three are highlighted. Amino acid 154 is a phenylalanine residue encoded by TTC in both the C. elegans cDNAs, whereas
in the genomic sequence (CELB0303) the serine codon TCC is present. We have isolated additional human cDNAs but have not yet obtained
a clone encoding the initiation codon. The D. melanogaster LRRs are at amino acids 1-21, 22-44, 45-67, 68-92, 93-115, 116-139, 140-162,
163-186, 187-211, 212-234, 235-257, 258-280, 281-305, 306-328, 329-351, and 352-374 and the LRRs of the C. elegans and human proteins
are at 1-24, 25-47, 48-70, 71-95, 96-118, 119-142, 143-165, 166-189, 190-214, 215-237, 238-260, 261-283, 284-308, 309-331, 332-354, and
355-377. The consensus sequence for the LRRs of the predicted proteins is P--(L/I)--L--L--L(D/N)L(S/N)-N-L--(L/V).
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FiGc. 3. Schematic view of the predicted D. melanogaster, C.
elegans, and human proteins together with proteins containing
related domains (refs. 20-37; GenBank entry ATRLPKC). Hatched
box, LRRs; solid box, domain present in Mbh1l, gCap39, fragmin,
and severin, and as two copies in gelsolins, villins, and the fli protein
homologues; shaded box, villin headpiece.

nificant similarity to two known protein families. The first
contains actin-binding proteins such as gelsolins and villins,
mouse Mbhl, and the slime mold proteins severin and
fragmin, all of which cap or sever actin filaments (20-24). The
second family consists of proteins containing various num-
bers of a LRR (25-37). These relationships are illustrated
schematically in Fig. 3.

Alignments with the Gelsolin Family. Alignment of the
human FLI protein with human gelsolin reveals 31% identity
(52% similarity). Alignment of the D. melanogaster fli protein
and D. melanogaster gelsolin (24) reveals 27% identity (48%
similarity). The region of similarity between the fli proteins

\
gelsolin IERWEKFDLV PVPTNLYG AYVI T--VQLRNGN
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and members of the gelsolin family extends from near residue
500 to the C termini of the fli proteins (Fig. 3).

Alignments with the LRR Family. All three proteins possess
16 LRRs at their N termini (Fig. 3). In general, LRR domains
are thought to have a role in specific protein—protein inter-
actions (25, 26). For example, the LRR-containing human
glycoprotein 1b a and B heterodimer is involved in the
adhesion of human platelets to vascular subendothelium
mediated by the von Willebrand factor (27), while the LRR of
the rat lutropin—choriogonadotropin receptor putatively
forms the extracellular hormone-binding domain (28). LRRs
also appear to be involved in the interaction of yeast adenylyl
cyclase (29) with the ras protein (30). Other protein—protein
interactions involving LRRs are exhibited by the pig RNase
inhibitor, which forms a 1:1 complex with RNase (31), and
the human carboxypeptidase subunit which forms a tet-
rameric complex with the catalytic subunit (32). Four LRR
family members from D. melanogaster are chaoptin [a pho-
toreceptor cell-specific glycoprotein known to be involved in
cell adhesion (33)], connectin [a cell adhesion molecule
expressed on particular muscles and their innervating mo-
toneurons during embryogenesis (25)], the Toll transmem-
brane protein [involved in the specification of dorsal-ventral
polarity (34)], and the slit protein [involved in the develop-
ment of glial cells and commissural axons (26, 35)]. These and
other proteins (36, 37) containing LRRs are shown schemat-
ically in Fig. 3. Since repeats of this type are present in a
variety of proteins involved in protein—protein interactions, it
is likely that the LRRs of the three fli protein homologues are
also involved in such interactions.

Actin-Binding Aspects of the Gelsolin and fli Families. The
functional implications of the structure of the Drosophila fli
protein and its C. elegans and human homologues are in-
triguing. All three exhibit extensive similarity to the gelsolin-
like family over the six segments of gelsolin known to be
involved in actin binding. In human gelsolin, actin monomer
binding sites occur in segments 1 and 4-6, while F-actin
binding sites occur in segments 2 and 3 (Fig. 4). Segment 1 of
human gelsolin, which contains a high-affinity monomeric
actin-binding site, has been examined by site-directed muta-
genesis (39). To examine functional aspects of the fli proteins
in the context of these mutagenesis results, we performed
multiple alignments of gelsolins, including D. melanogaster
gelsolin (24), and gelsolin-like proteins, from various orga-
nisms. Segment 1 of such an alignment is shown in Fig. 4,

LG 161

h

m gelsolin IQEWVEKFDLV PVPPNLYG AYVI T--VQLRNGN SGY)§ 110
p gelsolin IRBWVEKFDLV PVPPNLYG! AYVTI T--VQLRNGN LG 151
d gelsolin IQUENFEPV IYPKTNYG FI TIENKKD-KK LS 158
h villin T EAMOMV PVPSSTFG YII)®- A--IHKTASS RG 110
c villin AT ENMEMV PVPTKSYG YVLI#- S--TRKTGSG RA’ 111
m gCap39 IWVEKLKPV PIARESHGI| YL N--GPEEASH Ms 110
m Mbhl OMIVEKLKPW PIARESHGI] YL N--GPEEASH MS 110
h mcp LLIVEKLKPV PVAQENQG YL N--GPEEVSH MSY)3 110
severin M ENFKVV PVPESSYG YIT] TF---KEGNS AW KTVELDD F] GAPI LS 1337
fragmin NI QQFKVV PVPKKHHS. YI TYHPKTNPDK ALWKTVELDD YGGLPVY Rl LSLij 140
fly IENFLPN KIEEVVHG! ¢ ygy T--KFDDLGL LDWEIFFWIE NEATLEKRAC HAVNLRN FGARCRT LsLig 592
worm %IENFYPS IMDEAFHG% YtﬁYL% T--TREASGQ LRHAIFYWT% EHASLIBKGMC %HAVGLRN H@ATCRT LTL)y 603
human IENFVPV LVEEAFHG! ) YI T--FLDDSGS LNWEIYYWI{g GEATL|SKKAC HAVNLRN Y)#GAECRT LQ 593

FiGg. 4. Alignment of segment 1 of human gelsolin with members of the gelsolin family of actin-binding proteins and comparison with the
corresponding regions of the three fli protein homologues. Family members include villin, gCap39, Mbh1, macrophage capping protein (mcp),
fragmin, and severin (refs. 20-24 and 38). h, Human; m, mouse; p, pig; d, D. melanogaster; c, chicken. Residues identical in all the gelsolin
family are highlighted, as are residues in the three fli proteins that match them. Residues where at least one substitution tested by in vitro
mutagenesis alters actin binding are marked with an asterisk (39). Two large boxes indicate the two domains present in gelsolin and villin and
the three shaded areas in each of the six segments (numbered 1-6) represent repetitive, conserved motifs. Hatched bars, motif b; shaded bars,

motif a; solid bars, motif c.
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together with the sites where mutagenesis alters actin bind-
ing. In members of the gelsolin family not including the fli
protein homologues, 20 residues are absolutely conserved in
segment 1, and many others are highly conserved over this
wide phylogenetic spectrum. Of the invariant residues, 15 are
conserved in the D. melanogaster protein, 12 are conserved
in C. elegans, and 13 are conserved in humans. Of the 12
residues where some mutagenesis-induced changes have
been found to alter actin binding (Fig. 4), 8 are conserved in
D. melanogaster, and 6 are conserved in both C. elegans and
humans. The differences that do occur naturally in these
residues have yet to be tested by in vitro mutagenesis (39). It
seems likely from the sequence similarities and the in vitro
mutagenesis results that the actin-binding properties of the
three fli proteins are similar to those of gelsolin.

Cellularization Processes in Early Drosophila Embryogene-
sis. How do these different properties of the actin-binding and
LRR domains relate to the biological context in which the fli
protein functions? A number of alleles of varying severity
(W-2, EN3, EF498, HC183, and DA534) have been analyzed
by germ-line clone analysis (3) where various amounts of
wild-type fli product are presumably available for the devel-
oping egg. In the most extreme case (W-2), only some parts
of the embryo cellularize correctly (figure 7 in ref. 3),
gastrulation is abnormal, and the mesoderm does not invagi-
nate.

The formation of membrane furrows which come down
between nuclei to complete cellularization at stage 14 is
controlled by the organization and dynamics of the actin-
based cytoskeleton. This process is predominantly under the
influence of maternal products and it appears that the actin—
myosin network draws the membranes around the nuclei
(7-10). Since the fli protein is clearly involved in cellulariza-
tion, has potential actin-binding and LRR protein-binding
domains, and is a maternal product, it could play a critical
role in the cytoskeletal processes of early embryogenesis by
acting as a bifunctional linking protein that tethers actin to
other cellular components, possibly including membrane
proteins. It is also possible that an effector molecule could
interact with the LRR domain of the fli protein, modulating
its actin-binding activity and thereby regulating the behavior
of the cytoskeleton. In later development of the indirect flight
muscles, the fli protein may again be needed for similar
events of muscle differentiation. Alternatively, it may play a
structural role in indirect flight muscle. The conservation of
the fli protein in distantly separated organisms indicates that
this protein may serve a critical cellular function in most
higher eukaryotes. The confirmation of the actin binding
properties of the gelsolin-related domain and the identifica-
tion of the cellular component with which the LRR domain
interacts will be important milestones in understanding the
biology of the fli proteins.

As has been pointed out in relation to the extensively
studied gelsolin protein (24), ‘“. . . the lack of a genetically
manipulable organism has hindered our developing a more
complete definition of what it is that gelsolin does. . . .’ The
availability of the human, C. elegans, and D. melanogaster
fli genes should facilitate the functional analysis of these
gelsolin family members using the D. melanogaster genetic
and transgenic systems. To this end, we are already testing
the function of the C. elegans and human cDNAs in trans-
genic flies. In addition, we have cloned the mouse homologue
of fli (unpublished results) and are using gene targeting to
examine the role of this gene in mammalian systems. Finally,
chromosome mapping of the human FLI gene homologue will
allow investigation of its possible role in inherited disorders

Proc. Natl. Acad. Sci. USA 90 (1993)

involving developmental abnormalities or muscle degenera-
tion.
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