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ABSTRACT Recently, a family of proteins containing the
conserved motif Asp-Glu-Ala-Asp, the “DEAD box"’ proteins,
has been identified. This family is typified by the eukaryotic
translation initiation factor eIF4A, and its members are be-
lieved to share the functional property of ATP-dependent RNA
unwinding. One of the previously identified members of this
family (vasa) is the product of a maternally expressed gene
from Drosophila melanogaster that is known to play a role in the
formation of the embryonic body plan. We report here the
isolation of a Drosophila gene that has an mRNA expression
pattern somewhat similar to that of vasa and also encodes a
DEAD box protein. We have termed this gene ME31B to reflect
its maternal (ovarian germ-line) expression and its location
within the 31B chromosome region. Comparisons with the
other members of this family reveal that although ME31B is
most like the protein Tif1/Tif2, which probably represents the
Saccharomyces cerevisiae version of elF4A, it is unlikely that
ME31B represents the Drosophila eIF4A protein per se. A
search for mutations in the ME3IB gene has established that
the P element which causes the female-sterile mutation flipper
lies in the 3’ flank of the ME3IB gene.

Recently a family of proteins that function as ATP-dependent
RNA helicases has been identified (1).These proteins share a
domain of about 370 amino acids in which a series of highly
conserved motifs are arranged in identical order and with
very similar spacing. Two of these conserved sequences
represent specialized versions of the A and B motifs previ-
ously recognized in other ATP-binding proteins (2, 3). The
four-amino-acid sequence Asp-Glu-Ala-Asp (DEAD) is part
of the specialized version of the B motif. These ‘‘DEAD box”’
proteins derive from organisms across all evolutionary orders
(Escherichia coli to mouse), and for some of them, genetic
and molecular studies have provided indications as to their
functions in vivo (4-7). Thus this family of proteins appears
to be involved in a wide range of intracellular events in which
alteration of RNA secondary structure must play a critical
role. These include formation of the initiation complex for
mRNA translation, mRNA splicing, and ribosome biosyn-
thesis. Functionally, the eukaryotic translation initiation
factor eIF4A, which is the archetypal member of the family,
is the one best understood at the molecular level (8-10).
One of the members of this family is the product of the
Drosophila melanogaster gene vasa (11, 12). The vasa gene
is expressed during oogenesis to yield a protein that functions
during early embryogenesis in the establishment of anterior—
posterior pattern and the proper development of the germ
line. Many of the maternally expressed genes such as vasa
that play a role in embryonic pattern formation have been
identified by mutagenic screening. As a complement to this
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approach, we used differential gene library screening for
direct isolation of Drosophila genes that are expressed during
oogenesis but not embryogenesis. We have characterized and
sequenced one such gene, termed ME3IB,% which shows
strong expression during oogenesis. ME31B has proved, like
vasa, to encode a member of the DEAD box protein family.

MATERIALS AND METHODS

Differential Screening with Calliphora Probes. 32P-labeled
c¢DNA complementary to poly(A)* RNA from staged Calli-
phora oocytes or midstage embryos was used for screening
of Drosophila clone libraries as described previously (13).

c¢DNA Library Screening. cDNA clones of the ME3IB
mRNA were isolated from the Goldschmidt—Clermont early
embryo cDNA library (D. S. Hogness Laboratory, Stanford,
CA) prepared in vector Agt10 (14). Genomic subclone A (see
Fig. 1) was used to screen this library as described (13).

Analysis of DNA. Embryonic DNA was prepared as de-
scribed previously (13). Subcloning in vectors Bluescribe
M13"* or Bluescript KS* (Stratagene), Southern hybridiza-
tions, and other DNA manipulations were performed by
using standard procedures (15).

In Situ Hybridizations. Hybridization of single-strand 35S-
labeled RNA probes to whole ovaries was performed as
described previously (13). These probes were also used for in
situ hybridization to the salivary gland polytene chromo-
somes (16). Hybridizations to whole embryos were per-
formed as detailed by Edgar and O’Farrell (17). An *S-
labeled complementary RNA probe representing the coding
strand of subclone B (see Fig. 1) was used.

Analysis of RNA. Total RNA and poly(A)* RNA were
prepared as previously described (13). RNA was denatured in
formaldehyde/formamide for electrophoresis in 1.5% agar-
ose/formamide gels (15). Blots were prepared on Genescreen
(NEN) membrane and stained with methylene blue (18) to
establish that RNA transfer was quantitative. A 3?P-labeled
complementary RNA probe of the coding strand of subclone
B (see above) was used for hybridizations. Conditions for
hybridizations were as previously detailed (13) except for the
hybridization temperature (50°C) and a stringent wash at 60°C
in 0.1% SDS/0.1x SSC (1x SSC = 0.15 M NaCl/0.015 M
sodium citrate, pH 7).

DNA Sequencing and Sequence Analysis. The sequence of
cDNA clone DAEFS was obtained from a series of overlap-
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FiG. 1. Map of the ME31B region. Structure of 20 kilobases (kb) of genomic DNA containing the ME31B gene. The DNA within clone
DAO005C38 is indicated. Cosmid clones cos 7 and 8 from N. Clegg contain all of the DNA shown and additional flanking DNA. cDNA DAEFS
was obtained as an EcoRlI insert from a Agtl0 clorie. The solid bars on the genomic map indicate the restriction fragments within the genomic
clones that cross-hybridize to the two EcoRI fragments of the cDNA clone. The arrow shows the direction of transcription of the gene. Stippled
bars indicate genomic (A) and cDNA (B) subclones that were used for the hybridization studies described here. The position at which the flipper

P element interrupts the genomic DNA is indicated.

ping subclones. Dideoxy sequencing with Sequenase (United
States Biochemical) and a series of custom-synthesized prim-
ers was performed. The clone was sequenced throughout on
both strands. Sequence analyses were performed at the
Molecular Biology Information Resource of Baylor College
of Medicine.

RESULTS

Isolation of Genomic and ¢cDNA Versions of the ME3IB
Gene. We set out to screen a series of Drosophila clone
libraries with probes prepared from (i) ovarian poly(A)*
RNA and (ii) midstage embryo poly(A)* RNA to identify
clones that hybridized to the former but not the latter. Given
the tiny size of the Drosophila ovary it would be very
laborious to generate the large quantities of poly(A)* RNA
required for this screening from Drosophila itself. We there-
fore used poly(A)* RNA preparations from the related
dipteran Calliphora erythrocephala. In this large species, it is
possible to prepare workable quantities of poly(A)* RNA
from ovaries with follicles (oocytes) at particular stages of
development and thus to screen for clones expressed at
different stages of oogenesis. These probes have been used to
isolate and characterize several Calliphora genes (13).

A series of Drosophila clone libraries were screened. The
clone (DA005C38) containing ME31B originated from a sub-
set of clones from the Maniatis genomic library that were
identified by Ambrosio and Schedl (19) as hybridizing to
Drosophila ovarian poly(A)* RNA. In our differential
screening, it was the only clone of this set that hybridized to
ovarian probes but not to a midstage embryo probe. The
clone was found to hybridize to probes derived from early,
mid-, and late-stage ovarian follicles and to probes from
newly laid eggs, indicating that the gene it contains is
expressed throughout oogenesis to yield transcripts that
persist into the early embryo. The hybridization to probes
derived from midstage follicles was strongest, however,
suggesting that transcription is most active in the middle
stages of oogenesis. Hybridization of a midstage follicle
probe to digests of the purified clone DNA revealed that most
of the coding sequence of the gene lies within a 1.8-kb
EcoRI-HindIll fragment (subclone A; see Fig. 1).

Since our major interest was in identifying maternally
expressed genes that might play a role in the early embryo,
we first determined whether the gene in this clone was
expressed in the germ-line cells of the ovarian follicle (see
below). Once we had established that the gene is specifically
expressed in the germ line, subclone A was used (i) to isolate
related early embryonic cDNAs and (ii) to examine tran-
scripts in Northern blots of embryonic poly(A)* RNA. It was
thus determined that the longest cDNA clone isolated

(DAEFS5), which is >1.5 kb in length, probably represents a
close to full-length copy of the single polyadenylylated,
=1.7-kb, transcript from the gene. In collaboration with N.
Clegg of the T. Grigliatti Laboratory (University of British
Columbia, Vancouver), subclone A was also used to identify
two cosmid clones that contain the ME3IB gene. These
cosmids (cos 7 and 8) are part of a walk performed by Clegg
in the 31B chromosome region (see below for chromosomal
location of ME31B). The structural relationship of cDNA
clone DAEFS to our genomic clone (DA005SC38) and to cos
7 and 8 is shown in Fig. 1. The ME31B gene contains an intron
close to its 5’ terminus.

Expression Pattern of ME31B. The localization pattern of
ME3IB transcripts in the Drosophila ovary was determined
by in situ hybridization. 35S-labeled complementary RNA
probes corresponding to the two strands of subclone A were
hybridized individually to whole ovaries. This allowed si-
multaneous determination of the mRNA localization pattern
and the direction of transcription of the gene. The orientation
of the gene is shown in Fig. 1. The coding strand probe
showed specific hybridization to the germ-line cells of the
follicle (the 15 nurse cells and the oocyte) with no hybrid-
ization to the somatically derived follicle cells, which encase
the germ-line cells (see Fig. 2 A and B). At all stages that the
nurse cells were present, the concentration of transcripts was
greater in the nurse cell cytoplasm than in the oocyte cyto-
plasm (see Fig. 2A). However, no specific pattern of local-
ization of the transcripts within either the nurse cell or oocyte
cytoplasm was detected (see Fig. 2 A and C). Interestingly,
these studies suggest that a burst of ME3IB transcription
begins at about stage 6/7 of oogenesis, since the nurse cell
cytoplasm shows far stronger hybridization during stages
7-10 than at earlier times (see Fig. 2 A and C). The concen-
tration of transcripts in the mature oocyte cytoplasm is also
considerably lower than that seen in stage 7 follicles (see Fig.
20). In situ hybridization studies with whole embryos (data
not shown) established that ME31B transcripts remain uni-
formly distributed in the early embryo and disappear by
germ-band extension.

In developmental Northern blots of total organismal RNA
(see Fig. 3) a single abundant 1.6- to 1.7-kb transcript was
detected in 0- to 2-hr emibryos. This transcript was weakly
detectable in gravid females and 2- to 4-hr embryos but was
not seen at other stages of the life cycle or in adult males (see
Fig. 3). Northern blots of RNA from dissected ovaries,
dissected testes, and residual female and male carcasses were
also probed (data not shown), and transcripts were detected
only in the ovarian RNA. These hybridizations thus indicate
that the major tissue expressing the ME31B gene is the adult
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FiG. 2. Ovarian germ-line expression of ME3IB. Bright-field
views of ovarian sections after in situ hybridization to ME3IB
mRNA. After autoradiography, sections were stained with methyl-
ene blue and basic fuschin. (A) ME31B transcript accumulation in
ovarian follicles of different stages. A section containing small
follicles (sf), stages 2—6, and two older follicles (stages =7 and 10a)
is shown. Note the much stronger hybridization signal seen in the
nurse cell cytoplasm (ncc) of the two older follicles. oc, Oocyte
cytoplasm. (x220.) (B) Germ-line specificity of ME3IB ovarian
transcription: Higher-magnification view of the posterior pole of a
stage =7 follicle. Silver grains are seen throughout the oocyte
cytoplasm (oc) but are absent from the somatically derived follicle
cells. fcc, Follicle cell cytoplasm; fcn, follicle cell nuclei. (X600.) (C)
Presence of ME3IB transcripts in the mature oocyte. The section
shows relative intensity of hybridization signal to the cytoplasm of a
mature oocyte (oc), a stage-7 follicle (7), and several small follicles,
stages 2-5 (sf). Transcripts are localized fairly uniformly throughout
the mature oocyte cytoplasm. (X210.)

female germ line, although they are clearly not sensitive
enough to preclude low expression in some other tissue.
Sequence of an ME31B cDNA Clone. The longest cDNA
clone (DAEFS) was sequenced in its entirety. The cDNA
contains an open reading frame of 459 codons, which begins
at nucleotide 34 with a methionine codon flanked by a good
match to the Drosophila translation initiation consensus (20).
The clone terminates with nine A residues preceded 20
residues upstream by a polyadenylylation signal. It thus
seems likely that this cDNA contains the entire protein
coding sequence and 3’ trailer, but it may lack some of the 5’
leader sequences. The complete sequence of this cDNA
clone has been submitted to the GenBank data bank.$
Computer searches of protein data banks revealed that the
ME31B protein is very similar (37% overall identity) to
eukaryotic initiation factor eIF4A, the first member of the
DEAD box protein family to be cloned and sequenced (21,
22). Fig. 4 shows the alignment of ME31B with the eight other
DEAD box family proteins for which there are complete
protein sequences. These nine DEAD box proteins fall into
two classes: (i) short proteins, with relatively few residues
outside the shared domain, and (ii) longer proteins, with
additional sequence at one or both ends. ME31B belongs to
the shorter class and in overall organization is most like the
two mouse eIF4A sequences and the Tifl/Tif2 sequence, in
that the few additional residues are largely at the amino

Proc. Natl. Acad. Sci. USA 88 (1991) 2115

A 927 % 2 4% 6, 1,18 123E L

FiG. 3. Developmental expression of ME3IB. Total RNA from
various stages of the life cycle was probed for the presence of
ME31B-related transcripts, using 3?P-labeled complementary RNA
prepared from subclone B (see Fig. 1). @ and 3, RNA from adult
females and males, respectively; 0/2, 2/4, etc., RNA from embryos
at 0-2, 2-4, etc., hr of development; 1, 2, 3, RNA from first-,
second-, and third-instar larvae; E and L, RNA from early and late
pupae. A shows the hybridization patterns; B shows the methylene
blue staining of the blots prior to hybridization. The intense bands in
B are the 18S and 28Sa and B bands of the rRNA. Specific
hybridization is to a single band of 1.6-1.7 kb as judged by mobility
relative to a stained RNA ladder (BRL, Life Technologies, Gaith-
ersburg, MD) that was coelectrophoresed on the gels. Faint hybrid-
ization to larger RNA seen in some of the larval and pupal samples
is nonspecific hybridization to the rRNA bands. This was also
occasionally seen for RNA from other stages of the life cycle.

terminus. 7/F1 and TIF2 encode the same protein, which is
thought to represent the yeast equivalent of eIF4A (6).

The nine DEAD box proteins shown in Fig. 4 show
absolute sequence conservation at 46 residue positions and
high conservation at 51 additional residues. Recently partial
sequences for six additional DEAD box proteins, all of which
derive from Saccharomyces cerevisiae, have been published.
For one of these, the protein SBP4, the sequence of the entire
conserved domain is available (7). SBP4 shows identity at 36
of the 46 absolutely conserved residues seen in Fig. 4. The
other yeast sequences (24) are partial sequences for five
proteins obtained by using polymerase chain reaction (PCR)
technology to amplify sequences that contain most of the
carboxyl-terminal half of the conserved domain—the region
between the DEAD and HRIGR motifs (see Fig. 4). In this
region, these five proteins show 84-100% identity at the 25
positions found to be absolutely conserved in the alignments
shown in Fig. 4. The comparison of these six additional yeast
sequences to the eight original DEAD box family members
has permitted Chang et al. (24) to identify six further posi-
tions in the conserved domain at which there is very high
sequence conservation (see Fig. 4). The ME31B protein
sequence contains the dominant amino acid at three of these
six positions (see Fig. 4).

The percentage of identical residues detected when the
conserved domain of ME31B is compared individually to
those domains of the other eight DEAD box proteins and
SBP4 has been determined. This domain of ME31B is most
similar to that of the yeast protein Tifl/Tif2 (39.7% identity).
MEBI1B shows significantly higher similarity (37-40% iden-
tity) in the conserved region to the three proteins that are
versions of eIF4A (eIF4Al, eIF4AIl, and Tifl/Tif2) than to
the other six proteins (24-30% identity).

Chromosomal Localization of ME3IB and Identification of
Candidate Mutations in the Gene. We determined by in situ
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Tifi/Tife (yeast) NH2 26aa MELDENL|LRGMFGYGFEEP

elF-4A1 (mouse) NH2 36aa MNLSESILILRG[IYAYGFEKP

elF-4A11l (mouse) NH2 37aa MNLKES|LILRG[IYAYGFEKP

ME318 (Drosophila) NH2 62aa FCLKRE[L[LMG|IFEKGWERP

SrmB (E.coli) NH2 8aa LELDES|LILEALIQDKGFTRP

p68 (vertebrates) NH2 78aa ANFPANVMOV(IARQNFTEP Q)

MSS116 (yeast-mitochondria) NH2 111aa - GVLDKE[IHKA[IITRMEFPGLTPVQQ

PL1O (mouse-sperm) NH2 183aa VEMGEI|IMGN[IELTRYTRPTPVQ

vasa (Drosophila) NH2 - 249aa ADLRDI[IIDNMNKSGFKIPTPIQ

Tif1/Tif2 - ----DTSVKA--ccccvecenne QIQ---KVVMALAFHMDIKVHAC- I SF---VEDAEGL-R-DAQ| PGR -R
elF-4A1 - . QIQ---KVVMALGDYMGASCHAC-1 NV---RAEVQKLQMEAPH| PIGR VIF| -R
elF-4Al1l . - QIQ---KVILALGDYMGATCHAC-I|GGTNV---RNEMQKLQAEAPH) PGR N - R
ME318B - QTS---QICIELAKHLDIRVMVT-T| IL---KDDILRI-YQKVQ PGR KK
SrmB ~LDFPRKKSGP- - QVSDHARELAKHTHLDIATIT---- AYMNHAEVFSEN-Q- - - D] R -E
68 NHQPFLERGDG- - RIQVQ- - -QVAAEYCRACRLKSTCI -] PK---GPQIRDLER-GVE PGR -C
MSS116 -INTKFDSQYM K QIEAEVKKIHDMNYGLKKYACVSL DFRAAMNKMNKL -R- - PN| PGR KY
PL10 YTDGPGEALRAMKENGKYGRRKQYPIS IY---EEARKFSYRSRVRPCVV-Y] DI---GQQIRDLER-GCNJLLIVATPGR -R
vasa LEDPHELELGR------------- PQVIVIVISPTRELAJIQIF---NEARKFAFESYLKIGIV-Y SF---RHQNECITR-GCHM PGR -R

GG T GR
k¥
—
Tifi/rif2 RRFRTDKIKMFIILDEA SSIGFKEQIYQIFTLL-=----- PPTTQV| MPND - VLEVTTKFMRNP- - - -VRIIILVKKDELTLEGIKQFYVNVEE -
elF-4A1 RYLSPKYIKMFVLDEA SRGFKDQIYD|IFQKL -~ -~ -« - NSNTQV MPSD-VLEVTKKFMRDP----IR[I{LVKKEELTLEGIRQFYINVER-
elF-4A11 RYLSPKWIKMFNVLDEA SRIGFKDQI|YE[IFQKL- - ---- NTSIQV MPTD-VLEVTKKFMROP--- - IR/IILVKKEELTLEGIKQFYINVER-
ME318 VADMSHCRI-LNVLDEA SLOFIQGMLIDRVIILKL=--~---- PKDPQI FPLY-VKNFMEKHLREP--- -YE[IINLM-EELTLKGVTQYYAFVQE-
SrmB ENFDCRAVETL{ILDEADRMLIDMGFAQD|IEH/IAGET -~ -« -~ RWRKQT, LEGDAIQDFAERLLEDP----VEMSANPSTRERKKIHQWIIRADD-
pé8 GKTNLRRTTYLVLDEADRMLIDMGFEPQIRKIIVDQT-=------ RPDRQT HPKE'VROLAEDFLKDV----lMNNIGALELSAINNILOIVDVCH-
MSS116 SNKFFRFVDYKVLDEADRILLEIGFRDD|LIET|ISGILNEKNSKSADNIKT LODKVQKLANNIMNKKECLFLDTVOKNEPEAHERIDQSVVISEKFA
PL1O GKIGLDFCKYLVLDEADRMLIOMGFEPQ[IRR/IVEQD- - - TMPPKGVRHT| FPKE-IQMLARDFLDEY----IFLLAVGRVGSTSENITQKVVWVEE -
vasa TFITFEDTRFV LDEADH-LDu FSED RRUIMTHV----- TMRPEHQTLMFSAY/FPEE- IQRMAGEFLKNY----VFIMAIGIVGGACSDVKQTIYEVNK -
* [R] (D] al (Al al

Tif1/Tif2  EEYKYECLTDLY---DSISVTQAVIFCN- TRRKVEE| -RND- -KFTVSALY| Is[rio
elF-4Al EEWKLDTLCDLY---ETLTITQAVIF[IN-TRRKVDW -HAR- -DFTVSAMH D
elF-4AIl EEWKLDTLCOLY---ETLTITQAVIF[LN-TRRKVDW -HAR- -DFTVSALH o
ME31B RQ-KVHCLNTLF---SKLQINQS[IIFICNSTQR - VEL TEL--GYCCYYIH sl
Srm8 LEHKTALLVHLL---KQPEATRS[{IVFIVR-KRERVHE REAG- -GINNCYLE| b
p68 DVEKDEKLIRLMEEIMSEKENKT{IVFIVE-TKRRCDE -RRD--GWPAMGIH o
MSS116 NSIFAAVEHIKKQIKERDSNYKAIIFAP-TVKFTSF NEFKKDLPILEFH o
PL1O ADKRSFLLDLLN---ATGKDSLI[LVF|VE-TKKGADS| ~YHE--GYACTSIH N
vasa -SEK--EFPTTSIH )
Tif1/T1if2 INFVTNEDVGAMRELEKFYSTQIEELPSDIATLLN COOH
elF-4Al INMVTEEDKRTLROIETFYNTSIEEMPLNVADLI COOH
elF-4A11l ”lNFVTEEDKRILRD!ETFYNTTVEENPNNVADL] - COOH
ME318B INLITYEDRFODLHRIEKELGTEIKPIPKVIDPALYV - 28aa - COOH
SrmB ISLVEAHDHLLLGKVGRYIEEPIKARVIDELRPKTR - 6%aa - COOH
pés YTFFTPNNIKQVSDLISVLREANQAINPIKLLQLVE - 138aa - COOM
HSs116 SVLFICKDELPFVRELEDAKNIVIAKQEKYEPSEEIK - 151aa - COOH
PL1O TSFFNERNINITKDLLDLLVEAKQEVPSWLENMAFE - B84aa - COOH
vasa WTSFFHPEKDRAIAADLVKILEGSGQTVPDFLRTCGA - 36aa - COOH

FiG. 4. Alignment of ME31B with the DEAD box protein family. The proteins are arranged according to the number of additional residues
they contain outside the region of similarity. The last four proteins have substantial extra amino- and/or carboxyl-terminal domains. Tifl/Tif2,
elF4Al and -1I, p68, PL10, and vasa are discussed in the text. SrmB is an E. coli product identified by its ability to suppress a defective interaction
between a mutant form of ribosomal protein L.24 and the 23S rRNA (4). MSS116 is encoded by a nuclear yeast gene and affects the splicing
of a subset of the mitochondrial transcripts (5). The sequence for SrmB contains the recently published revisions (4). Boxes enclose residues
which in all nine proteins are (i) perfectly conserved or (ii) highly conserved (23). At 46 positions there is absolute sequence conservation, and
these residues are shown below the alignments. Note that for vasa, the penultimate perfectly conserved residue (arginine) is a cysteine in the
sequence of Lasko and Ashburner (11). Asterisks below 10 of the conserved residues indicate positions at which absolute conservation is not
maintained in the recently sequenced yeast protein SPB4 (7). Arrows above lines 3 and 5 indicate the region of five additional yeast proteins
which has been isolated as a result of polymerase chain reaction amplification (24). Comparisons with these additional sequences have

demonstrated strong conservation at six additional residues within this

region (shown as residues in parentheses below the alignments). Note

that in these alignments, the previously recognized modified versions of the A and B motifs of ATP-binding proteins (3) are still perfectly
conserved. These are DXXXXAXGXGKT (motif A, line 1) and (V/I)LDEADX(M/L)LXXGF (motif B, line 3).

hybridization to the polytene chromosomes that ME3IB
originates from region 31B-D of chromosome 2. Finer map-
ping of the gene was achieved by positioning the gene relative
to four overlapping deletions for this region (25-27). These
are 2L deficiencies J-der 2, J-der 27, J-der 77, and J-der 106,
which delete 31B-31F, 31D/E-31E/F, 31C-31E, and 31D/
E-31F2, respectively (J. Tomkiel and D. Sinclair, personal
communications). DNA from dead embryos homozygous for
each of these deletions was probed in Southern hybridiza-
tions for the presence of the 5.8-kb EcoRI fragment contain-
ing most of the ME31B gene (see Fig. 1). Since homozygous
embryo preparations are always slightly contaminated with
dead wild-type embryos, the presence of a given DNA
fragment in such a DNA preparation must be assessed by
comparing its hybridization to that of a control DNA frag-
ment known not to be deleted by the deficiency in question.
In our case a 3-kb DNA fragment from chromosome 3 was
used (M.A.T. and K.B., unpublished observation). This
analysis established that ME3IB is deleted only by J-der 2.

This positions the gene in region 31B. From the chromosomal
walk of N. Clegg (see above), ME31B can be further localized
as lying =30 kb proximal to the P element at 31B isolated in
the Lis laboratory (28).

As a beginning step in our search for mutations within the
ME3IB gene we have examined a number of female-sterile
mutations that lie within the appropriate chromosome region.
The mapping of several female steriles generated by T.
Schiipbach (ref. 29 and personal communication) relative to
the J-der deficiencies resulted in the identification of chalice
as a potential candidate locus for ME31B. Like ME31B, this
gene is deleted by J-der 2 but not by the other deletions. In
collaboration with N. Clegg, a P element-induced mutation
(flipper) which was recently generated by C. Berg and D.
McKearin in the A. Spradling Laboratory (Carnegie Institu-
tion of Washington, Baltimore, MD) has also been identified
as a candidate mutation of ME3IB. Clegg has cloned DNA
from the flipper genome that flanks the P element associated
with the mutation. Using this DNA we have determined that
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the P element interrupts the 3’ flank of the ME3IB gene, 3.5
kb from the polyadenylylation site (see Fig. 1). Mapping has
revealed that the female sterility and other phenotypic effects
of flipper are uncovered by J-der 2 but not the J-der 77
deletion. We have established that the flipper and chalice
mutations complement one another and therefore represent
mutations in separate genes.

DISCUSSION

MES3IB is the second maternally expressed Drosophila gene
that has proved to belong to the DEAD box family. Both
ME31B and vasa are expressed in the germ-line cells of the
ovary to give transcripts that persist into the early embryo.
In each case, transcripts show a uniform cytoplasmic distri-
bution during oogenesis and early embryogenesis. Surpris-
ingly, however, given the absence of phenotypic effects in
vasa~ males (11), vasa has also proved to be expressed in the
adult male germ line (12), with transcription in the germ cells
of both sexes beginning in late embryogenesis (12).

Of the DEAD box family members identified to date, six
are derived from multicellular eukaryotes: eIF4AI and -II (20,
21), p68(30), PL10 (31), vasa (11, 12), and ME31B. Among
these proteins, only the two versions of eI[F4A have defined
molecular roles. eIF4A acts during the initiation of transla-
tion in the binding of mRNA to the 43S preinitiation complex
(10). It seems likely that its helicase function (9) is required
to melt out secondary structure in mRNA (10). The nuclear
protein p68 also has an ATP-dependent RNA helicase activ-
ity (32), but nothing is known of the molecular functions of
the three remaining proteins (vasa, PL10, and ME31B).
Interestingly, all three appear to be abundantly or specifically
expressed in germ-line cells. Thus PL10 is encoded by a
mouse male germ-line-specific gene, vasa is expressed in
both the male and female germ line of Drosophila (12), and
ME31B is expressed in the Drosophila female germ line. This
might indicate major roles for this protein family in germ-
line-specific functions.

Our comparison of ME31B to the other DEAD box family
members provides some hints as to the possible function of
this protein. In terms of both overall domain structure and
sequence similarity, ME31B is more similar to eIF4Al, -II,
and the yeast Tifl/Tif2 protein than it is to the other family
members. It is unlikely, however, that ME31B represents the
Drosophila version of eIF4A itself for two reasons. First, the
gene is too limited in its expression pattern to represent a
universally required initiation factor. Second, the Tifl/Tif2
protein, which is thought to represent the yeast version of
elF4A, shows high similarity (67% identity) to the two mouse
elF4A sequences, whereas the conservation between these
three proteins and ME31B is considerably lower (37-40%
identity). ME31B is therefore too divergent to represent the
Drosophila homologue of this protein.

It is clear that translational control of specific mRNA
utilization is operating during late oogenesis and early em-
bryogenesis in Drosophila. This phenomenon has been dem-
onstrated for transcripts from both universal housekeeping
genes such as the ribosomal protein genes (33) and from key
regulatory genes such as bicoid (34). It is possible, therefore,
that ME31B represents a translation initiation factor related
to eIF4A but with a more specialized role. In addition to the
tissue specificity of expression demonstrated here, the pro-
tein could show specificity for particular mRNAs or be
confined to a discrete subcellular location.

Our screen of all existing uncharacterized female-sterile
mutations from the 31B-D chromosome region has identified
chalice and flipper as candidate loci for the ME31B gene. The
P element associated with flipper lies within the 3’ flank of
ME3IB, but two aspects of ME31B expression are difficult to
reconcile with the flipper phenotype. First, whereas ME31B
expression appears to be largely limited to the ovary, the
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flipper mutation effects adult size and male fertility in addi-
tion to causing female sterility. Second, we have detected
ME3IB transcripts in the tiny ovarian follicles present in
homozygous flipper females (C.B. and K.B., unpublished
observations). Clearly P element transformation experiments
are required for a better understanding of the relationship of
ME3IB to the chalice and flipper mutations.
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