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Mechanisms of compartment formation: Evidence that non-proliferating
cells do not play a critical role in defining the D/V lineage restriction in the
developing wing of Drosophila
Seth S. Blair
Department of Zoology, University of Wisconsin, 250 N. Mills Street, Madison, WI 53706, USA

SUMMARY
The dorsoventral (D/V) lineage boundary in the developing wing disc of Drosophila restricts growing cells to
the prospective dorsal or ventral compartments of the
wing blade. This restriction appears along the prospective margin of the wing some time during the middle to
late stages of wing disc growth. It has been proposed that
the restriction is established and maintained by the
formation of a zone of non-proliferating cells that acts as
a barrier between cells in the dorsal and ventral compartments (O’Brochta and Bryant, Nature 313, 138-141,
1985). In the adult, however, no group of barrier cells
has been identified between the compartments. This
study will show the following. (1) A group of cells does
exist that lies between the dorsal and ventral rows of
margin bristle precursors; these cells, which express cut
in the late third instar wing disc, are thus in an ideal
position to act as barrier cells. (2) This cut-expressing
region is split into dorsal and ventral regions by the

expression of the dorsal-specific gene apterous. (3) The
D/V lineage restriction defined by marked dorsal and
ventral clones lies in the middle of the cut-expressing
region and is exactly congruent with the boundary of
apterous expression. (4) No group of barrier cells is
observed between dorsal and ventral clones. (5) Clones
often run along the boundary for long distances, suggesting that they can grow along the D/V boundary
without crossing it. These results thus do not support the
existence of a groups of cells acting as a barrier between
dorsal and ventral compartments. Nor do they support
a critical role for division rates near the D/V boundary
in establishing or maintaining the lineage restriction.

INTRODUCTION

changes and differentiate to form precise patterns of adult
tissue types (e.g. Waddington, 1940; Postlethwait, 1978).
Lineage tracing studies have shown that the fates of the
imaginal discs cells are for the most part undetermined until
the later stages of disc growth. For instance, the separation
of sensory organ, wing vein and epithelial lineages does not
occur until the middle to late stages of the third and final
larval instar (Garcia-Bellido and Merriam, 1971b; DiazBenjumea et al., 1989). Nonetheless, early arising lineage
restrictions do limit marked clones to particular compartments of the wing. In the wing blade, the existence of two
lineage compartment boundaries has been demonstrated: the
anteroposterior (A/P) (Garcia-Bellido et al., 1973, 1976),
which lies just anterior to the fourth longitudinal vein, and
the dorsoventral (D/V) (Bryant, 1970; Garcia-Bellido and
Merriam, 1971a; Garcia-Bellido et al., 1973, 1976), which
separates the prospective dorsal and ventral wing blade
epithelia.
The A/P restriction is present in the disc anlage from very
early in development (Garcia-Bellido et al., 1973, 1976),
even before the lineages of the wing and leg disc anlage

In the developing imaginal discs of Drosophila, a small
number of lineage restrictions appear that prevent the
mixing of cells in adjacent compartments. These restrictions
are maintained during a period of extensive growth, despite
the lack of any strictly reproducible patterns of descent
within each compartment (see Postlethwait, 1978). Despite
much study, however, the cellular mechanisms responsible
for these restrictions are not fully understood. In this study,
I will examine the mechanisms underlying the formation of
one particular compartment boundary, the dorsoventral
compartment boundary that appears within the wing
imaginal disc.
The wing discs in Drosophila are set aside during
embryonic development as a discrete anlage of 20-30 cells
each (Bate and Martinez-Arias, 1991; Cohen et al., 1991,
1993). These grow throughout larval life, forming by late
third instar sacs of approximately 52,000 epithelial cells
(Garcia-Bellido and Merriam, 1971a). During metamorphosis the discs undergo a complicated series of morphological
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have separated (Wieschaus and Gehring, 1976; Steiner,
1976). It is thought that the A/P boundary is established and
maintained by stably inherited anterior and posterior states
of ‘selector’ gene expression, which control in some
manner the affinity of the cells in each compartment
(Garcia-Bellido, 1975). The transcription factor encoded by
engrailed (en) may act in this manner. en is expressed in
the posterior of the disc anlage (Cohen et al., 1991) and late
third instar wing disc (Kornberg et al., 1985; DiNardo et
al., 1985; Brower, 1986; Blair, 1992a), and en mutations
alter both the identity of posterior cells (Garcia-Bellido and
Santamaria, 1972; Morata and Lawrence, 1975; Eberlein
and Russell, 1983; Brower, 1984; Gubb, 1985) and their
ability to obey the lineage restriction (Morata and
Lawrence, 1975; Lawrence and Morata, 1976; Kornberg,
1981; Lawrence and Struhl, 1982). While some violations
of compartment-specific en expression do occur, these only
appear late in larval development and are apparently not
sufficient to alter the A/P lineage restriction (Blair, 1992a).
Region-specific genes other than en, such as invected
(Coleman et al., 1987), cubitus interruptus-D (Eaton and
Kornberg, 1990; Orenic et al., 1990; Blair, 1992a) and
hedgehog (Lee et al., 1992), may also play a role in this
process.
Unlike the A/P boundary, the D/V boundary appears only
in the middle stages of larval development (Bryant, 1970;
Garcia-Bellido and Merriam, 1971a; Garcia-Bellido et al.,
1973, 1976; Morata and Lawrence, 1979). The mechanism
by which the D/V lineage restriction is imposed upon the
growing disc is the subject of some debate. In one view, the
dorsal and ventral compartments correspond to two
different regions of selector gene activity and cell affinity,
much as is hypothesized for the anterior and posterior compartments; while the dorsal and ventral cell states must arise
during the growth of the disc, they are from that point on
stably inherited. It was recently found that the transcription
factor encoded by apterous (ap) is expressed in what
appears to be the dorsal region of the wing disc (Cohen et
al., 1992) beginning in the middle of the second instar
(Williams et al., 1993). As ap mutations can apparently
alter D/V identity (Stevens and Brower, 1986), this is consistent with the existence of an A/P-like selector gene
mechanism.
An alternative hypothesis, however, was proposed by
O’Brochta and Bryant (1985), who showed that a zone of
non-proliferating cells (ZNC) is formed along the prospective D/V boundary during the third instar. These authors
suggested that this reduction in division rates was sufficient
to separate the two compartments; that is, the ZNC acted as
a barrier that lay between clones in the dorsal and ventral
compartments. Thus, the A/P and D/V compartment boundaries might be the result of very different cellular mechanisms. The ZNC is first detected in early third instar as a
stripe 1-2 cells wide; by late third instar, it has widened to
6-10 cells, presumably by recruiting adjacent cells
(O’Brochta and Bryant, 1985). Subsequent workers have
confirmed the existence of the ZNC at late third instar using
BrdU incorporation (Schubiger and Palka, 1987; Hartenstein
and Posakony, 1989; Usui and Kimura, 1992).
If the ZNC acted as a barrier that lay between dorsal and
ventral compartments, one would expect the vast majority

of dorsal and ventral clones to obey different compartment
boundaries, one on the dorsal and one on the ventral side of
the ZNC (see Discussion); such a result was predicted by
O’Brochta and Bryant (1985) and Brower (1985). However,
in adults only one D/V boundary is apparent. The most
‘marginal’ cells observed on the surface of the adult wing
are the dorsal and ventral rows of margin bristles (Hartenstein and Posakony, 1989; though see below for discussion
of Palka et al., 1979). These two rows lie within the dorsal
and ventral compartments, respectively, and no barrier cells
have been reported to lie between them in the adult (Bryant,
1970; Garcia-Bellido and Merriam, 1971a; Garcia-Bellido
et al., 1976). The lack of any apparent barrier has been used
to argue against the validity of the ZNC hypothesis (e.g.
Garcia-Bellido and de Celis, 1992).
However, it will be demonstrated in this study that the
dorsal and ventral bristle precursors in the developing wing
are in fact separated by an additional group of ZNC cells:
the stripe of early arising cut-expressing cells (Jack et al.,
1991; Blochlinger et al., 1993) which appears along the
margin during the third instar. Although the early cutexpressing stripe was originally thought to correspond to a
subset of the bristle precursors (Jack et al., 1991; though see
Blochlinger et al., 1993), this study will show that cut
expression defines a group of cells that lies between the
dorsal and ventral bristle rows, even after the formation of
bristle precursors is complete. This stripe of early cutexpressing cells is in an ideal position to act as a barrier separating the dorsal and ventral compartments.
Because the cells of the early cut stripe have not been
identified in the adult, their position with respect to the D/V
boundary has not been established by any of the studies to
date. Therefore, in this study, I make use of new techniques
that allow mitotic recombinant clones to be examined in the
disc and developing wing at a cell-by-cell level of resolution (Blair, 1992a,b; Xu and Rubin, 1993). Since these techniques use antibodies to visualize marked clones, double
staining can be used to co-localize clones and regions of
gene expression.
The results show that barrier cells are not present between
the dorsal and ventral compartments at late third instar.
Rather, the lineage boundary defined by both dorsal and
ventral clones lies in the center of the early cut stripe, and
is exactly congruent with the boundary of ap expression.
Nor does the behavior of clones support the existence of a
mitotically quiescent ‘trap’ at the time the D/V boundary is
established, as clones can apparently grow for long distances
along the ap boundary without crossing it. These results thus
do not support a critical role for division rates in establishing the D/V lineage restriction.
MATERIALS AND METHODS
Fly stocks
WG 1296 (Blair, 1992a) is a viable P[lArb] insertion at 3D on the
X chromosome in a ry506 background, and was generated by the
laboratory of Dr W.J. Gehring; it and M(1)osp/FM6 stocks were
obtained from the Drosophila Stock Center in Bloomington. neuLacZ (A101)/TM3,Sb is a lethal P[lArb] insertion into the neu locus
(Boulianne et al., 1991) generated by the laboratory of Dr W.J.
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Gehring. ap-LacZ/CyO is a hypomorphic enhancer trap insertion
into the ap locus (Cohen et al., 1992), and was kindly provided by
Dr S. Cohen. 5A- M is a viable insertion of a P[w+ hs-myc epitope]
element at 5A on the X chromosome (Xu and Rubin, 1993), and
was kindly provided by Dr T. Xu. WG 1296 M(1)osp/FM7 and 5AM M(1)osp/FM7 stocks were generated by recombination.
Mitotic recombination
Eggs were generated from the following virgin female × male
crosses: + × WG 1296. ap-LacZ/CyO × 5A- M. WG 1296
M(1)osp/FM7 × +. 5A- M M(1)osp/FM7 × ap-LacZ/CyO. Eggs
were collected in bottles for 4-6 hours. Larvae were reared at 25°C
and irradiated at approximately 48 hours after egg laying (4 krad
using a Sheperd Mark 1 137Cs gamma-ray source at a dose rate of
1.2 krad/minute). This dosage, though high when compared to the
more standard 1 krad of X-irradiation, does not appear to affect the
formation of the D/V restriction, and does not induce crossing of
the A/P lineage boundary (Blair, 1992a); some slowing of subsequent development might, however, be expected. Female
wandering third instar larvae were collected at 5 days AEL for nonMinute crosses, and 5 or 6 days AEL for Minute crosses; the 6 day
collection biased the collection for the more slowly developing
marker Minute/+ larvae. Approximately 40% of the discs
examined contained a marked clone that lay within five cells of the
D/V boundary.
Histology
M larvae were heat-shocked by placing them in a moist dish
floating in a 38°C water bath for one hour and then incubating at
25°C for 1-2 hours prior to dissection (Xu and Rubin, 1993).
Wandering third instar discs were dissected in saline and fixed
for approximately 2 hours at 4°C in a Pipes-formaldehyde solution
(Brower, 1986) as described previously (Blair, 1992a). Washes and
antibody incubations were carried out at 4°C in PBS containing
0.3% Triton X-100.
For discs, anti-cut anti-β-gal double staining was performed
using 1/2,000 clp-2 rabbit anti-cut (Blochlinger et al., 1988; kindly
provided by Dr Y.N. Jan) and 1/200 mouse-anti-β-gal mAb
(Promega) overnight. Anti-myc anti-β-gal double staining was
performed using 1/400 mouse anti-c-myc mAb (Oncogene Science)
and 1/10,000 rabbit anti-β-gal (kindly provided by Dr R.
Holmgren) overnight. Both primary incubations were followed by
1.5 hours in 1/200 biotin-anti-mouse IgG (Vector) and 1/800 FITCanti-rabbit IgG (U.S. Biochemicals), followed by 1.5 hours in
1/1600 RITC-streptavidin (Vector) and 1/800 FITC-anti-rabbit
IgG.
For 10 hours AP and older stages, pupae were fixed overnight
and dissected as described previously (Blair et al, 1992). Anti-cut
anti-β-gal double-stained neu-LacZ wings were incubated
overnight as above, but this was followed by 1.5 hours in 1/200
biotin-anti-rabbit IgG (Vector) and 1/800 FITC-anti-mouse IgG
(U.S. Biochemicals), followed by 1.5 hours in 1/1600 RITC-streptavidin and 1/800 FITC-anti-mouse IgG. A few wings were also
examined after staining with anti-β-gal alone (1/10,000), followed
by a nickle-intensified Vector ABC-DAB protocol described previously (Blair et al., 1992).
Discs and wings were mounted and examined (Blair, 1992a)
using a conventional fluorescence microscope to prescreen discs
and a Bio-Rad confocal microscope for detailed examination and
photographs. Fig. 4 was obtained by tracing photographs of antic-myc and anti-β-gal staining taken at the same apical focal plane;
all clones for this figure were also examined at several focal planes
to confirm the identity of boundary nuclei. As the induction of hsmyc epitope expression varied, discs were not included in which
expression was too faint to allow the unambiguous identification
of individual nuclei.
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RESULTS
Cell types on the developing margin
In the following sections, the development of marginspecific cell types will be reviewed and additional information presented.
Bristle development
Like other insect bristles, the bristles of the anterior
(sensory) and posterior (non-sensory) margin of the adult
wing appear to descend from sensillar or posterior bristle
mother cells (SMCs and PMCs, respectively). These cells
arise from the wing disc epithelium during late larval and
early pupal life. There are two waves of SMC and PMC
differentiation; first to appear are the chemosensory SMCs,
followed by the mechanosensory SMCs and the PMCs.
The chemosensory SMCs can be identified by their strong
expression of a variety of enhancer trap lines (e.g. Ghysen
and O’Kane, 1989; Huang et al., 1991; Blair et al. 1992).
The earliest of these markers to appear is an insertion in the
neuralized (neu) gene (the neu-LacZ (A101) enhancer trap;
Boulianne et al., 1991), which identifies chemosensory
SMCs beginning in the latter part of the third instar (Huang
et al., 1991, Blair et al., 1992; Fig. 1A). Starting at approximately 1-3 hours after pupariation (AP) the cells go through
a series of divisions to form the tormogen, trichogen, sheath
and neuronal cells (Hartenstein and Posakony, 1989; Huang
et al., 1991; Blair et al., 1992). cut is not expressed in these
cells until 2-6 hours AP (Jack et al., 1991; Blochlinger et al.,
1993).
The precursors of the mechanosensory bristles appear
later in development. Previous studies have shown that additional cells along the anterior margin faintly express neu
during and after chemosensory SMC development;
however, large, definitive mechanosensory SMCs cannot be
identified at 5-6 hours AP (Huang et al., 1991; Blair et al.,
1992). I have therefore re-examined later developmental
stages using neu-LacZ. At some time between 8 and 10
hours AP large cells appeared which strongly expressed neu;
these cells filled the gaps between the clusters of chemosensory cells in numbers and with a spacing appropriate for
mechanosensory bristle cells (Fig. 1B). They appeared to
begin dividing by 15 hours AP; this is consistent with
previous work using BrdU incorporation to follow the
timing of S-phase in bristle precursors (Hartenstein and
Posakony, 1989).
Posterior margin bristle cells develop with a timing
similar to that of the anterior margin mechanosensory
bristles. Cells along the posterior margin stain faintly with
neu as early as wandering third instar (Blair et al., 1992);
however, strongly expressing, definitive PMCs do not
appear until approximately 8-10 hours AP (Blair, 1992b),
and apparently begin dividing at approximately 14-18 hours
AP (Hartenstein and Posakony, 1989; Blair, 1992b).
cut-expressing cells
At middle and later stages of the third instar, a stripe of cutexpressing cells 3-5 cells wide appears along the prospective margin of the wing disc; the cells in this ‘early cut
stripe’ are located between the dorsal and ventral rows of
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Fig. 1. Margin regions of neu-LacZ wing discs and pupal wings stained with anti-cut (green) and anti-β-gal (red); overlapping stain is
yellow. Left panel is anti-cut, middle is anti-β-gal, and right is double image. Proximal is left, anterior is up. (A) Portion of
prospective anterior margin in late third instar. Stripe of early cut-expressing cells (s) lies between the dorsal and ventral rows of
chemosensory SMCs (ch), which do not express cut at this stage. (B,B′) Portions of anterior and posterior margin, respectively, at 12
hours AP. Periodic clusters of chemosensory cells express cut, but mechanoreceptor SMCs (m) and PMCs (p) do not. The stripe of
cut-expressing cells is still visible between the dorsal and ventral rows of SMCs and PMCs. (C,C′) Side view of portion of anterior and
posterior margins, respectively, at 34 hours AP. Cells are still visible that express cut but not neu-LacZ (s?); these may be cells from
the early cut-expressing stripe. Because of the side view, confocal sections show only a small fraction of the cut-expressing cells.
Scale bar, 25 µm.
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chemosensory SMCs (Jack et al., 1991; Blochlinger et al.,
1993; Fig. 1A), and lie within the margin domain of
wingless-LacZ expression (unpublished data). Because cut
is expressed in the precursors of peripheral sensilla
(Blochlinger et al., 1988, 1993; Jack et al., 1991), these cells
were originally thought to be the precursors of the
mechanosensory and posterior bristles (Jack et al., 1991);
this identification was further based on the position of these
cells, and on the lack of non-bristle epithelial cells along the
margin of adult wings (Hartenstein and Posakony, 1989).
However, this view has been questioned (Blochlinger et al.,
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1993). The number of cells in the stripe is larger than can
be accounted for by mechanosensory precursors. Moreover,
cut is expressed in the stripe cells well before the time at
which neu-expressing PMCs and mechanosensory SMCs
appear (see above), while in other SMCs cut expression only
appears after the expression of neu (Blochlinger et al., 1993;
see Fig. 1).
To resolve this issue, I have stained developing neu-LacZ
wings with anti-β-gal and anti-cut. The results showed that
some, and perhaps all, of the cells of the early cut stripe form
a population which is distinct from the margin SMCs and

Fig. 2. Margin regions of late third instar wing discs. Dorsal (D) and ventral (V) are marked in each frame; proximal is up. (A) Detail of
margin of ap-LacZ disc stained with anti-β-gal (red) and anti-cut (green); overlapping stain is yellow. Region of ap-LacZ expression
partially overlaps early cut-expressing stripe, bisecting it into dorsal (expressing ap) and ventral (not expressing ap) regions. (B,C,C′)
Clones in WG 1296 M(1)osp/+ discs, stained with anti-cut (red) and anti-β-gal (green); overlapping stain is yellow. (B) Large +/+ clone
(+) in dorsal-anterior compartment of WG 1296 M(1)osp/+ wing disc. The clone is identified by its lack of β-gal expression and defines a
straight D/V boundary in the middle of the early cut-expressing stripe (s). Smooth boundary at posterior of clone probably marks the A/P
boundary. (C) Large ventral-anterior M(1)osp/+ (+) and dorsal-anterior WG 1296 M(1)osp/WG 1296 (β) twin-spots. The M(1)osp/+ cells
lack β-gal expression, while the WG 1296 M(1)osp/WG 1296 cells express twice the heterozygotic level of β-gal. The D/V boundary
defined by both clones bisects the early cut-expressing stripe. (C′) Same disc as C, showing anti-β-gal staining alone. Note lack of WG
1296 M(1)osp/+ barrier cells lying between the two marked clones. Scale bar, (A) 12 µm, (B,C,D) 25 µm.
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PMCs. When chemosensory (Fig. 1A), mechanosensory
(Fig. 1B), or posterior bristle (Fig. 1B′) mother cells first
appeared they did not express detectable levels of cut.
However, a stripe of cut-expressing cells was still visible at
12 hours AP, located between the dorsal and ventral rows
of bristle precursors, even though the production of the
bristle precursors appeared complete (Fig. 1B,B′). It is
possible that the bristle precursors are derived from a subset
of the early cut-expressing cells, as was suggested for
chemosensory SMCs by Jack et al. (1991). However, this
would require that these cells stop expressing cut as they
begin to express neu, and re-express cut later in development.
The eventual fate of the non-bristle cut-expressing cells
is unknown. Cells that express cut but not neu are present
along the anterior (Fig. 1C) and posterior (Fig. 1C′) margins
as late as 34 hours AP. At this time neu is expressed not
only in bristle cells but also vein cells (Blair et al., 1992);
non-sensillar cut-expressing cells thus form a population
that is distinct from either sensillar or vein cells as defined
by neu expression. While it has been reported that the most
marginal portion of the wing margin lacks non-bristle
epithelial cells (Hartenstein and Posakony, 1989), a few
trichome-bearing cells are apparent between dorsal and
ventral bristles in an end-on view of the anterior margin (see
Fig. 2A in Palka et al., 1979). The number of these cells does
not appear sufficient, however, to account for the entire
early cut stripe.
apterous expression
ap is expressed in what appears to be the prospective dorsal
region of the wing disc (Cohen et al., 1992), beginning in
the middle of the second instar (Williams et al., 1993). As
shown in Fig. 2A, ap-LacZ expression exactly bisects the
early cut stripe along the margin. Thus, half the early cut
stripe (and all the ventral SMCs and PMCs) lies outside the
region of ap expression, while the other half of the cut stripe
(and the dorsal SMCs and PMCs) lies within the region of
ap expression.
The location of the D/V lineage boundary
Two different strains of marker-containing flies were used
to identify mitotic recombinant clones. When examining cut
expression, the WG 1296 enhancer trap was used (Blair,
1992a,b). As shown previously, WG 1296 expresses β-gal
ubiquitously in imaginal disc nuclei. After inducing mitotic
recombination in WG 1296/+ larvae, anti-β-gal was used to
identify +/+ or WG 1296/WG 1296 clones and anti-cut to
identify the early cut stripe. Unstained +/+ clones were
easily identified; in the best preparations, WG 1296/WG
1296 clones could also be distinguished from WG 1296/+
nuclei.
Because the only marker available for ap activity is an
ap-LacZ enhancer trap (Cohen et al., 1992), LacZ-based
clone markers could not be used to co-localize the ap and
D/V boundaries. Therefore an X chromosome insertion of
the M marker developed by Xu and Rubin (1993) was used.
This construct expresses a short c-myc epitope ubiquitously
in disc nuclei after heat-shock treatment, and can be detected
with an anti-myc mAb. As with the LacZ marker, in most
cases both +/+ and M/ M nuclei could be identified in

M/+; ap-LacZ/+ wings. Mitotic recombination is more
common on the X than on the second chromosome (GarciaBellido, 1972), and thus ap-LacZ expression was normal in
most discs examined. However, in a few discs, gaps and
abnormalities in the ap-LacZ expression were observed,
apparently due to the production of ap-LacZ/ap-LacZ and
+/+ twin spots. The ap-LacZ enhancer trap is a strong ap
hypomorph (Cohen et al., 1992); since ap may have a role
in controlling dorsoventral identity (Stevens and Brower,
1986), discs with abnormal ap-LacZ expression were not
included in the data pool.
Clone boundaries in Minute wings
In order to maximize the size of clones, I used the Minute
technique. WG 1296 M(1)osp and M M(1)o sp stocks were
created and mitotic recombination was induced in either WG
1296 M(1)osp/+ or M M(1)osp/+; ap-LacZ/+ larvae. In such
larvae, +/+ clones grow faster than the surrounding marker
Minute/+ cells, defining larger regions of the D/V boundary,
while marker Minute/marker Minute cells die (Morata and
Ripoll, 1975). To guarantee large clones, larvae were irradiated at approximately 48 hours AEL. This is prior to the
time at which the D/V boundary is established in M(1)osp/+
flies (Garcia-Bellido et al., 1976; Morata and Lawrence,
1979), and thus some clones violated the compartment
boundary. However, such clones were easily identified as
they extended long distances into both compartments.
The majority of clones observed near the prospective
wing margin defined a long smooth boundary along the
margin. This apparent D/V boundary bisected the early cut
stripe (e.g. Fig. 2B), and followed cell-for-cell the boundary
of ap-LacZ expression (Table 1; Fig. 3C). Fig. 4 shows all
those clones in M M(1)osp/+; ap-LacZ/+ wings that lay
within five cells of the ap boundary. The congruence
between the lineage restriction and the ap boundary was
observed for both dorsal and ventral clones. Even clones that
violated the boundary often followed the ap boundary for a
portion of their length. No evidence for any barrier cells
either within or adjacent to the ap-LacZ boundary was
found. The majority of clones extended for ten or more cells
along the ap boundary; the longest clones extended along
the boundary for over 25 cells.
In the cases described above, only +/+ clones were
observed, as expected since the sister marker Minute/marker
Minute cell dies. However, in a few cases, both +/+ and
adjacent marker/marker clones were found (e.g. Fig. 2C);
these cases are almost certainly the result of recombination
between the Minute and marker loci, yielding Minute/+ and
marker Minute/marker sister cells. The behavior of such
clones is similar to that of large marked clones in nonMinute wings, which will be described in the following
section.
Clone boundaries in non-Minute wings
In additional studies, clones were generated in non-Minute
wings; marked clones thus grew at the same rate as surrounding cells. As expected, such clones did not always
define the compartment boundaries for large distances, presumably because marked clones could not overgrow
adjacent unmarked cells. Therefore, to maximize the size of
the clones, larvae were irradiated at approximately 48 hours
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AEL; again, this generated a mixture of large clones, which
either crossed or obeyed the D/V restriction. As expected
from the faster development of non-Minute wings, the proportion of crossing clones was much smaller (Table 1).
Crossing clones could be distinguished as above.
The results were similar to those observed using the
Minute technique. Several large +/+ or marker/marker
clones were observed that appeared to obey a smooth
lineage restriction in the region of the margin. This smooth
outline was quite distinct from the more irregular clone
outlines observed in other regions of the wing disc. In the
majority of cases examined, the apparent D/V boundary lay
in the middle of the early cut stripe, but followed exactly the
boundary of ap-LacZ expression (Table 1).
The most striking cases were ones in which
marker/marker and +/+ clones faced each other across the
apparent D/V boundary (six cases). These clones were most
likely the descendents of a single recombination event
whose daughter cells were separated by the D/V restriction.
They are unlikely to be the product of separate mitotic
recombination events that happened to lie close to one
another. If such events were common, similar facing clones
should have been observed across the A/P boundary, and
this was not observed in non-Minute discs (not shown). [1
pair of +/+ clones was observed in Minute/+ discs which
faced across the A/P boundary (Fig. 4); this difference
between Minute and non-Minute discs was probably due to
the overgrowth caused by using the Minute technique.]
Again, the clone boundary either lay in the middle of the
early cut stripe (Fig. 2C,C′) or followed the boundary of apLacZ expression (Fig. 3A,B). No region of intervening
marker/+ cells could be distinguished between the +/+ and
marker/marker cells.
DISCUSSION
In this study, it was shown that the dorsal and ventral compartments are not separated by a lineally distinct region of
barrier cells. A stripe of early arising cut-expressing cells
does appear in this region (Jack et al., 1991; Blochlinger et
al., 1993), and was shown to lie between the dorsal and
ventral rows of margin bristle precursors. However, the D/V
lineage boundary lies in the middle of this early cut stripe.
Moreover, clones on the dorsal and ventral side define the
same D/V compartment boundary, which is congruent with
the boundary defined by the expression of ap-LacZ. The
implication of these findings for various models of D/V

Table 1. Number of marked clones near ap-LacZ
boundary
Obey ap-LacZ

+/+ in M5A M(1)osp/+;
ap-LacZ/+ discs
+/+ or M5A/ M5A in
M5A/+; ap-LacZ/+ discs

Dorsal

Ventral

Violate

Do not reach

6

5

10

2

24

15

10

2

Clones scored only if within 5 cells of ap-LacZ boundary.
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boundary formation will be discussed in the following
sections.
Differential affinity?
The results of the clonal analysis are consistent with the
hypothesis that the dorsal and ventral compartments correspond to two different regions of cell affinity. The congruence of the region of ap expression with the dorsal compartment also suggests that differential gene activity might
play a role in defining this difference in affinity. ap encodes
a homeobox gene containing a LIM domain, suggesting that
it acts as a transcription factor (Cohen et al., 1992;
Bourgouin et al., 1992). A direct role for ap in defining D/V
identity, in terms of the types of genes expressed, is
suggested by the phenotype of viable ap alleles (Stevens and
Brower, 1987). A similar effect upon the formation of the
lineage restriction has not been reported. However,
Polycomb mutations can cause such D/V boundary violations as well as changes in D/V cell identity (Tiong and
Russell, 1990). Since the Polycomb product is thought to act
by maintaining patterns of gene expression (reviewed in
Epstein, 1992), its mutant phenotype is consistent with the
existence of other genes critical for D/V identity and
affinity.
Many of the clones that obeyed the D/V restriction in this
study appear to have extended for long distances along the
boundary (see below for further discussion of this point).
This apparent growth along the boundary at first glance
appears inconsistent with the presence of the ZNC, as cell
division should not occur in this region. One possible explanation is that some reduced level of cell division occurs in
the ZNC after it is formed. Another explanation is that the
D/V affinity difference appears before the formation of the
ZNC. Unfortunately, the exact time at which the D/V
boundary appears has not been determined, due to technical
limitations of the mitotic recombination technique (for discussion, see O’Brochta and Bryant, 1985; Brower, 1985);
various authors have placed its appearance at different times
between late first instar and mid-third instar (Bryant, 1970;
Garcia-Bellido and Merriam, 1971a; Garcia-Bellido et al.,
1976; Morata and Lawrence, 1979; O’Brochta and Bryant,
1985; Brower et al., 1985; Brower, 1985). It should be
pointed out, however, that ap is expressed in what appears
to be a dorsally restricted fashion beginning at mid-second
instar (Williams et al., 1993), while the ZNC has not been
detected before early third instar (O’Brochta and Bryant,
1985).
The ZNC as a barrier?
The simplest way of viewing the ZNC hypothesis is to
predict that the ZNC prevents cells from crossing by acting
as a barrier to clone expansion (Fig. 5A), and that the D/V
boundary is in fact two boundaries, one on the dorsal and
one on the ventral side of the ZNC (O’Brochta and Bryant,
1985; Brower, 1985). This model also requires that cells
outside the original ZNC are prevented from entering it,
despite any growth advantage that they might have. In most
cases, growing clones would come to abut the ZNC from
either the dorsal or ventral side, and the ZNC would not be
included in either dorsal or ventral clones. This should be
especially common for +/+ clones in Minute/+ wings, as
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such clones might push intervening cells aside before
reaching the ZNC barrier, even if they started growing some
distance from the ZNC. In rare cases dorsal or ventral clones

would extend into the ZNC, but only if the ZNC ‘captured’
the edge of a clone as the ZNC was being formed (Fig. 5A,
bottom clone). Thus, the model predicts that most clones

Fig. 3. Margin regions of late third instar wing discs containing ap-LacZ and M markers, stained with anti-β-gal to identify ap (red) and
anti-myc to identify M marked clones (green). Cells lacking the M marker do not stain with anti-myc, while clones with two copies of
M stain at twice the heterozygotic level. Left panel is double image showing overlapping expression in yellow. (A,B). +/+; ap-LacZ/+
(+) and M/ M; ap-LacZ/+ (pi) clones in M/+; ap-LacZ/+ disc. The D/V boundaries defined by dorsal and ventral clones follows exactly
the boundary of ap-LacZ expression. (C) dorsal-posterior +/+; ap-LacZ/+ clone (+) in M M(1)osp/+; ap-LacZ/+ disc. The D/V boundary
defined by the clone follows exactly the boundary of ap-LacZ expression. Scale bar, 25 µm.
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Fig. 5. Models of D/V compartment boundary formation. Shaded squares represent marked cells, dotted squares represent cells in the
ZNC. (A) ZNC as barrier. Cells in the ZNC do not divide and cells are prevented from entering and exiting the ZNC. Two top clones
were formed outside the ZNC after it formed, and thus define two separate lineage boundaries on either side of the ZNC. Bottom clone
was ‘captured’ by the ZNC as it formed; portion of clone outside the ZNC grew and partially defined one side of the ZNC, while the
portion inside the ZNC did not grow. (B) ZNC as trap. Cells in the ZNC do not divide, but cells outside the ZNC can occasionally enter
the ZNC; upon doing so they stop dividing and cannot exit the ZNC. As clones expand the lineage boundary will contain a mixture of
marked and unmarked cells. (C) ZNC as trap (modified). Cells in the ZNC do not divide, while cells outside the ZNC invade the margin
along a long front after the ZNC breaks. The D/V boundary thus can contain long stretches of marked cells. This model requires that the
invasion occurs in such a way that cells do not cross the D/V boundary, and that the cells cease dividing once in this region. (D)
Hypothetical origin of observed twin spots that face each other along the D/V boundary. marker/marker and +/+ sister cells are separated
by the formation of the D/V boundary (bold line) and grow, defining the same D/V boundary.

will define two different borders, one for dorsal and one for
ventral clones.
This study shows, however, that the D/V boundary
defined by dorsal and ventral clones is the same. This result
is in partial agreement with the study of Kuhn et al. (1983),
who found only one strong lineage restriction boundary
along the prospective margin of third instar discs. These
authors also described the existence of a second ‘partial’
lineage restriction dorsal to the ‘main’ D/V boundary. The
present study does not support the existence of such a partial
restriction. Even if a partial restriction exists, however, it
would not be sufficient to establish the D/V lineage
boundary.
The ZNC as a trap?
Another way of viewing the ZNC hypothesis is to suggest
that the ZNC acts not as a barrier but as a trap. That is, cells
can occasionally enter the ZNC, but once in that region they
stop dividing and are therefore prevented from growing
across the ZNC (Fig. 5B). This model requires that cells in
the ZNC be prevented from crossing and exiting the ZNC
during any cell rearrangements that might occur along the
margin.
A difficulty with such a model is that it is hard to see how
it could generate clones that defined the D/V boundary for
long stretches without any violations. As shown in Fig. 4,
such clones were common in this study; most extended for
at least 10 and as many as 25 cells along the boundary. It is
extremely unlikely that these clones reached anything near

this size prior to the formation of the boundary. In that case
all but a very few clones should have been split by the
boundary, while in fact the majority of clones obeyed it.
Even more dramatic clones were generated using earlier
irradiations by Wilcox et al. (1981); while the ap marker was
not available for that study, some clones appeared to have
extended along almost the entire anterior or posterior D/V
boundary in third instar discs.
Once in the ZNC cells should stop dividing, and any
division along the margin would imply the existence of
some lineage restriction mechanism other than the rate of
division. However, if one allows occasional incursions into
the ZNC and limited growth within it, the boundary next to
a clone should contain a mixture of labeled and unlabeled
cells (Fig. 5B); this was not observed.
A modified trap model can be constructed that takes this
into account by assuming that the cells of the ZNC are prone
to displacement by adjacent cells. As the wing grows, the
region of ‘original’ ZNC cells might occasionally break, and
a number of adjacent cells could then fill the gap along a
broad front (Fig. 5C). This would explain the common
occurrence of long stretches of marked cells along the D/V
boundary. In other respects, however, this model is less
attractive. If the clones of Wilcox et al. (1981) mark almost
half the ap boundary, as appears likely from their figures,
the invasion required would be impossibly large. The
invasion would also have to occur in such a way that dorsal
and ventral cells did not intermix; this seems unlikely
without some additional mechanism. And, once the invasion
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was complete, the cells at the prospective D/V boundary
would have to immediately stop dividing, as otherwise
crossings would be common after one of these invasions.
A consideration of the apparent twin spots that face each
other along the D/V boundary presents a further difficulty
for this model. It is unlikely that much of the growth in these
clones occurred before the formation of the boundary, as this
would require the boundary to have split the clones in a very
precise position. This event should be rare, yet only two
cases were observed in which apparent twin spots had both
crossed the boundary prior to its formation. Yet if these
clones originated from immediately adjacent cells (see
Results), it is hard to see why in all five cases both clones
had extended for long distances along the margin. In the
modified trap model, such growth would require that all or
a portion of both clones lay outside the ZNC, divided to form
a broad front of cells, and then invaded the ZNC in the same
place as the facing clone. It seems unlikely that this should
occur in all of the observed clones.
Alternative mechanisms?
The discussion above is not meant to imply that the differential affinity hypothesis is the only possible explanation for
the D/V boundary. Indeed, as is also true for the A/P restriction there is as yet no molecular explanation for the proposed
compartment-specific differences in affinity. The dorsal and
ventral compartments do differ in their expression of the PS1 and PS-2 antigens (Wilcox et al., 1981; Brower et al.,
1984). These antigens were shown to be different integrin α
subunits (Leptin et al., 1987), suggesting a possible role in
cell adhesion. However, this difference appears only during
the middle stages of the third instar (Wilcox et al., 1981;
Brower et al., 1985), and even by late third instar the D/V
differences are not exact (Brower, 1984; Brower et al.,
1984). This is well after the time at which ap is localized
(Williams et al., 1993). Clonal analysis also indicates that
the loss of the integrin β subunit shared by the PS-1 and PS2 α subunits (MacKrell et al., 1988; Leptin et al., 1989) does
not cause cells to cross the D/V boundary (Brower and Jaffe,
1989).
Attempts to demonstrate compartment-specific differences in cell affinity directly have as well met with only
limited success. While some regional differences in cell
sorting were claimed by Garcia-Bellido (1966), these
findings were called into question in more recent studies.
After using carefully tested cell dissociation techniques, no
A/P differences in cell sorting (Fausto-Sterling and Hsieh,
1987) or adhesion (Fehon et al., 1987) were found. A D/V
difference in cell adhesion was demonstrated (Fehon et al.,
1987), as ventral cells bound more strongly to ventral than
dorsal cells. However, as dorsal cells also preferred binding
to ventral cells, it is not clear whether this preference could
provide the basis for segregation.
It is possible that some behavior of cells in the boundary
region, other than their reduced rate of division, plays a
special role in the formation of the lineage restriction. For
instance, divisions or cell rearrangements in this region
might be preferentially oriented along the margin, preventing growth across the boundary. However, examination of
clones generated late in development indicates that many
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cells grow away from, rather than along, the margin (unpublished observations; also see Bryant, 1970).
Cell death along the compartment boundary could
provide another mechanism for restricting lineages. Clonal
analysis does not support this hypothesis, since the size of
marked clones along the compartment boundaries is not significantly lower than elsewhere in the wing blade (Postlethwait, 1978). However, some cell death was observed
throughout the prospective wing blade using the dye
exclusion technique, especially at the molt from second to
third instar (Williams et al., 1993). While cell death has not
been reported along the D/V boundary, neither clonal
analysis nor dye exclusion may be sensitive enough to detect
rapid and localized death.
It may also be that an affinity difference does exist, but it
is limited to the boundary region itself rather than being distributed throughout the whole compartment. This could
explain why assays for differential cell affinity in whole
compartments have been largely unsuccessful. Only those
cells facing non-like cells might express this difference; in
effect, one compartment would ‘induce’ differential affinity
in neighboring cells in the other compartment. Bands of cells
have been reported near compartment boundaries that
appear to differ in their ability to pass injected dyes (wing
disc boundaries: Weir and Lo, 1982, 1984 - though see
Fraser and Bryant, 1985; Oncopeltus segment boundaries:
Blennerhassett and Caveney, 1984). Differences in gene
expression have also been observed: several genes are
known to be differentially transcribed on the anterior side of
the A/P boundary (Phillips et al., 1990; Blackman et al.,
1991; Blair, 1992a) and in the margin cells straddling the
D/V boundary (Williams et al., 1993; this study).
At the A/P boundary the hedgehog gene product could
play a role in transcompartment induction. In the wing disc,
hedgehog expression is limited to the region of engrailed
expression; hedgehog encodes a secreted product (Lee et al.,
1992) which is thought to play an inducing role in the
embryo (reviewed in Hooper and Scott, 1992). Thus, the
formation of special boundary regions by trans-compartment induction seems plausible. However, any role for such
boundary cells in maintaining lineage restrictions is at this
point strictly hypothetical.
I thank Drs K. Blochlinger, S. Cohen, Y. N. Jan and T. Xu for
generously providing material and advice; Drs D. Brower, L. Nagy,
M. Schubiger, J. Williams and the anonymous referees for their
helpful suggestions; Drs S. Paddock (funded by a Howard Hughes
Medical Institute Investigatorship to Dr S. Carroll) and S. Carroll
for help with confocal microscopy; and W. Feeny for help with
Figs 4 and 5. This work was supported by NINDS Research Grant
R01-NS28202.

REFERENCES
Bate, M. and Martinez-Arias, A. (1991). The embryonic origin of
imaginal discs in Drosophila. Development 112, 755-761.
Blackman, R. K., Sanicola, M., Raftery, L. A., Gillevet, T. and Gelbart,
W. M. (1991). An extensive 3′ cis-regulatory region directs the imaginal
disk expression of decapentaplegic, a member of the TGF-β family in
Drosophila. Development 111, 657-666.
Blair, S. S. (1992a). engrailed expression in the anterior lineage

350

S. S. Blair

compartment of the developing wing blade of Drosophila. Development
115, 21-34.
Blair, S. S. (1992b). shaggy (zeste-white 3) and the formation of
supernumerary bristle precursors in the developing wing blade of
Drosophila. Dev. Biol. 152, 263-278.
Blair, S. S., Giangrande, A., Skeath, J. B. and Palka, J. (1992). The
development of normal and ectopic sensilla in the wings of hairy and
Hairywing mutants of Drosophila. Mech. Devel. 38, 3-16.
Blennerhassett, M. G. and Caneney, S. (1984). Separation of
developmental compartments by a cell type with reduced junctional
permeability. Nature 309, 361-364.
Blochlinger, K., Bodmer, R., Jack, J., Jan, L. Y. and Jan, Y. N. (1988).
Primary structure and expression of a product from cut, a locus involved
in specifying sensory organ identity in Drosophila. Nature 333, 629-635.
Blochlinger, K., Jan, L. Y. and Jan, Y. N. (1993). Post-embryonic patterns
of expression of cut, a protein required for external sensory organ identity
in Drosophila. Development 117, 441-450.
Boulianne, G. L., de la Concha, A., Campos-Ortega, J. A., Jan, L. Y. and
Jan, Y. N. (1991). The Drosophila neurogenic gene neuralized encodes a
novel protein and is expressed in precursors of larval and adult neurons.
EMBO J. 10, 2975-2983.
Bourgouin, C., Lundgren, S. E. and Thomas, J. B. (1992). apterous is a
Drosophila LIM domain gene required for the development of a subset of
embryonic muscles. Neuron 9, 549-561.
Brower, D. L. (1984). Posterior-to-anterior transformation in engrailed
wing imaginal disks of Drosophila. Nature 310, 496-497.
Brower, D. L. (1985). The sequential compartmentalization of Drosophila
segments revisited. Cell 41, 361-364.
Brower, D. L. (1986). engrailed gene expression in Drosophila imaginal
discs. EMBO J. 5, 2649-2656.
Brower, D. L. and Jaffe, S. M. (1989). Requirements for integrins during
Drosophila wing development. Nature 342, 285-287.
Brower, D. L., Wilcox, M., Piovant, M., Smith, R. J. and Reger, L. A.
(1984). Related cell-surface antigens expressed with positional specificity
in Drosophila imaginal discs. Proc. Natl. Acad. Sci. USA 81, 7485-7489.
Brower, D. L., Piovant, M. and Reger, L. A. (1985). Developmental
analysis of Drosophila position-specific antigens. Dev. Biol. 108, 120130.
Bryant, P. J. (1970). Cell lineage relationships in the imaginal wing disc of
Drosophila melanogaster. Dev. Biol. 22, 389-411.
Cohen, B., Wimmer, E. A. and Cohen, S. M. (1991). Early development of
leg and wing primordia in the Drosophila embryo. Mech. Devel. 33, 229240.
Cohen, B., McGuffin, M. E., Pfeifle, C., Segal, D. and Cohen, S. M.
(1992). apterous, a gene required for imaginal disc development in
Drosophila encodes a member of the LIM family of developmental
regulatory proteins. Genes Dev. 6, 715-729.
Cohen, B., Simcox., A. A. and Cohen, S. M. (1993). Allocation of the
thoracic imaginal primordia in the Drosophila embryo. Development 117,
597-608.
Coleman, K. G., Poole, S. J., Weir, M. P., Soeller, W. C. and Kornberg,
T. (1987). The invected gene of Drosophila: Sequence analysis and
expression studies reveal a close kinship to the engrailed gene. Genes
Dev. 1, 19-28.
Diaz-Benjumea, F. J., Gonzalez Gaitan, M. A. F. and Garcia-Bellido, A.
(1989). Developmental genetics of the wing vein pattern of Drosophila.
Genome 31, 612-619.
DiNardo, S., Kuner, J. M., Theis, J. and O’Farrell, P. H. (1985).
Development of embryonic pattern in D. melanogaster as revealed by
accumulation of the nuclear engrailed protein. Cell 43, 59-69.
Eaton, S. and Kornberg, T. B. (1990). Repression of ci-D in posterior
compartments of Drosophila by engrailed. Genes Dev. 4, 1068-1077.
Eberlein, S. and Russell, M. (1983). Effects of deficiencies in the engrailed
region in Drosophila melanogaster. Dev. Biol. 100, 227-237.
Epstein, H. (1992). Polycomb and friends. BioEssays 14, 411-413.
Fausto-Sterling, A. and Hsieh, L. (1987). In vitro culture of Drosophila
imaginal disc cells: Aggregation, sorting out, and differentiative abilities.
Dev. Biol. 120, 284-293.
Fehon, R. G., Gauger, A. and Schubiger, G. (1987). Cellular recognition
and adhesion in embryos and imaginal discs of Drosophila melanogaster.
In Genetic Regulation of Development (ed. W. F. Loomis), pp. 141-170.
New York: Alan R, Liss, Inc.
Fraser, S. E. and Bryant, P. J. (1985). Patterns of dye coupling in the
imaginal wing disk of Drosophila melanogaster. Nature 317, 533-536.

Garcia-Bellido, A. (1966). Pattern reconstruction by dissociated imaginal
disc cells of Drosophila melanogaster. Dev. Biol. 14, 278-306.
Garcia-Bellido, A. (1972). Some parameters of mitotic recombination in
Drosophila melanogaster. Molec. Gen. Genet. 115, 54-72.
Garcia-Bellido, A. (1975). Genetic control of wing disc development in
Drosophila. In Cell Patterning. CIBA Symposium vol. 29. pp. 161-183,
Boston: Little, Brown.
Garcia-Bellido, A. and de Celis, J. F. (1992). Developmental genetics of
the venation pattern of Drosophila. Ann. Rev. Genet. 26, 275-302.
Garcia-Bellido, A. and Merriam, J. R. (1971a). Parameters of the wing
imaginal disc development of Drosophila melanogaster . Dev. Biol. 26,
264-276.
Garcia-Bellido, A. and Merriam, J. R. (1971b). Genetic analysis of cell
heredity in imaginal discs of Drosophila melanogaster. Proc. Natl. Acad.
Sci. USA 68, 2222-2226.
Garcia-Bellido, A. and Santamaria, P. (1972) Developmental analysis of
the wing disc in the mutant engrailed of Drosophila. Genetics 72, 87-104.
Garcia-Bellido, A., Morata, G. and Ripoll, P. (1973). Developmental
compartmentalization of the wing disk of Drosophila. Nature 245, 251253.
Garcia-Bellido, A., Ripoll, P. and Morata, G. (1976). Developmental
compartmentalization in the dorsal mesothoracic disc of Drosophila.
Dev. Biol. 48, 132-147.
Ghysen, A. and O’Kane, C. (1989). Neural enhancer-like elements as
specific cell markers in Drosophila. Development 105, 35-52.
Gubb, D. (1985) Further studies on engrailed mutants in Drosophila
melanogaster. Roux’s Arch. Dev. Biol. 194, 236-246.
Hartenstein, V. and Posakony, J. W. (1989). Development of adult
sensilla on the wing and notum of Drosophila melanogaster.
Development 107, 389-405.
Hooper, J. E. and Scott, M. P. (1992). The molecular genetic basis of
positional information in insect segments. In Results and Problems in Cell
Differentiation vol. 18. (ed. W. Hennig), pp. 1-48. Berlin Heidelberg:
Springer-Verlag.
Huang, F., Dambly-Chaudiere, C. and Ghysen, A. (1991). The
emergence of sense organs in the wing disc of Drosophila. Development
111, 1087-1096.
Jack, J., Dorsett, D., Deletto, Y. and Liu, S. (1991). Expression of the cut
locus in the Drosophila wing margin is required for cell type specification
and is regulated by a distant enhancer. Development 113, 735-747.
Kornberg, T. (1981). engrailed: A gene controlling compartment and
segment formation in Drosophila. Proc. Natl. Acad. Sci. USA 78, 10951099.
Kornberg, T., Siden, I., O’Farrell, P. and Simon, M. (1985). The
engrailed locus of Drosophila: In situ localization of transcripts reveals
compartment-specific expression. Cell 40, 45-53.
Kuhn, D. T., Fogerty, S. C., Eskens, A. A. C. and Sprey, Th. E. (1983).
Developmental compartments in the Drosophila melanogaster wing disc.
Dev. Biol. 95, 399-413.
Lawrence, P. A. and Morata, G. (1976). Compartments in the wing of
Drosophila: A study of the engrailed gene. Dev. Biol. 50, 321-337.
Lawrence, P. A. and Struhl, G. (1982). Further studies of the engrailed
phenotype in Drosophila. EMBO J. 1, 827-833.
Lee, J. J., von Kessler, D. P., Parks, S. and Beachy, P. A. (1992).
Secretion and localized transcription suggest a role in positional signaling
for products of the segmentation gene hedgehog. Cell 71, 33-50.
Leptin, M., Aebersold, R. and Wilcox, M. (1987). Drosophila positionspecific antigens resemble the vertebrate fibronectin-receptor family.
EMBO J. 6, 1037-1043.
Leptin, M, Bogaert, T., Lehmann, R. and Wilcox, M. (1989). The
function of PS integrins during Drosophila embryogenesis. Cell 56, 401408.
MacKrell, A. J., Blumberg, B., Haynes, S. R. and Fessler, J. H. (1988).
The lethal myospheroid gene of Drosophila encodes a membrane protein
homologous to vertebrate integrin β subunits. Proc. natl. Acad. Sci. USA
85, 2633-2637.
Morata, G. and Lawrence, P. A. (1975). Control of compartment
development by the engrailed gene of Drosophila. Nature 255, 614-617.
Morata, G. and Lawrence, P. A. (1979). Development of the eye-antenna
imaginal disc of Drosophila. Dev. Biol. 70, 355-371.
Morata, G. and Ripoll, P. (1975). Minutes: Mutants of Drosophila
autonomously affecting cell division rate. Dev. Biol. 70, 355-371.
O’Brochta, D. A. and Bryant, P. J. (1985). A zone of non-proliferating

D/V boundary in Drosophila wing
cells at a lineage restriction boundary in Drosophila. Nature 313, 138141.
Orenic, T. V., Slusarski, D. C., Kroll, K. L. and Holmgren, R. A. (1990).
Cloning and characterization of the segment polarity gene cubitus
interruptus Dominant of Drosophila. Genes Dev. 4, 1053-1067.
Palka, J., Lawrence, P. A. and Hart, H. S. (1979). Neural projection
patterns from homeotic tissue of Drosophila studied in bithorax mutants
and mosaics. Dev. Biol. 69, 549-575.
Phillips, R. G., Roberts, I. G. H., Ingham, P. W. and Whittle, J. R. S.
(1990). The Drosophila segment polarity gene patched is involved in a
positional signalling mechanism in imaginal discs. Development 110,
105-114.
Postlethwait, J. H. (1978). Clonal analysis of Drosophila cuticular patterns.
In The Genetics and Biology of Drosophila vol. 2c. (ed. M. Ashburner and
T. R. F. Wright), pp. 359-441. London: Academic Press.
Schubiger, M. and Palka, J. (1987). Changing spatial patterns of DNA
replication in the developing wing of Drosophila. Dev. Biol. 123, 145153.
Steiner, E. (1976). Establishment of compartments in the developing leg
imaginal discs of Drosophila melanogaster. Wilhelm Roux’s Arch. Dev.
Biol. 180, 9-30.
Stevens, M. E. and Brower, D. L. (1986). Disruption of positional fields in
apterous imaginal discs of Drosophila. Dev. Biol. 117, 326-330.
Tiong, S. Y. K. and Russell, M. A. (1990). Clonal analysis of segmental
and compartmental homeotic transformations in Polycomb mutants of
Drosophilamelanogaster. Dev. Biol. 141, 306-318.

351

Usui, K. and Kimura, K.-I. (1992). Sensory mother cells are selected from
among mitotically quiescent cluster of cells in the wing disc of
Drosophila. Development 116, 601-610.
Waddington, C. H. (1940). The genetic control of wing development in
Drosophila. J. Genet. 41, 75-137.
Weir, M. P. and Lo, C. W. (1982). Gap junctional communication
compartments in the Drosophila wing disk. Proc. Natl. Acad. Sci. USA
79, 3232-3235.
Weir, M. P. and Lo, C. W. (1984). Gap-junctional communication
compartments in the Drosophila wing imaginal disk. Dev. Biol. 102, 130146.
Wieschaus, E. and Gehring, W. J. (1976). Clonal analysis of primordial
disc cells in the early embryo of Drosophila melanogaster. Dev. Biol. 50,
249-263.
Wilcox, M., Brower, D. L. and Smith, R. J. (1981). A position-specific cell
surface antigen in the Drosophila wing imaginal disc. Cell 25, 159-164.
Williams, J. A., Paddock, S. W. and Carroll, S. B. (1993). Pattern
formation in a secondary field: A hierarchy of regulatory genes
subdivides the developing Drosophila wing disc into discrete subregions. Development 117, 571-584.
Xu, T. and Rubin, G. M. (1993). Analysis of genetic mosaics in developing
and adult Drosophila tissues. Development 117, 1223-1237.

(Accepted 30 June 1993)

