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The claret (ca) locus in Drosophila encodes a kinesin-
related motor molecule that is required for proper
distribution of chromosomes in meiosis in females and
in the early mitotic divisions of the embryo. Here we
demonstrate that a mutant allele of claret non-
disjunctional (ca"d), non-claret disjunctional Dominant
(ncdD), causes abnormalities in meiotic chromosome
segregation, but is near wild-type with respect to early
mitotic chromosome segregation. DNA sequence analysis
of this mutant allele reveals two missense mutations
compared with the predicted wild-type protein. One
mutation lies in a proposed microtubule binding region
of the motor domain and affects an amino acid residue
that is conserved in all kinesin-related proteins reported
to date. This region of the motor domain can be used
to distinguish meiotic and mitotic motor function, defin-
ing an amino acid sequence criterion for classifying
motors according to function. ncdD's mutant meiotic
effect, but near wild-type mitotic effect, suggests that
interactions of the ca motor protein with spindle
microtubules differ in meiosis and mitosis.
Key words: claret non-disjunctionallkinesin-related motor
molecule/meiotic, mitotic chromosome segregation

Introduction
The claret (ca) locus in Drosophila has been the object of
unusual interest since Sturtevant (1929) reported that ca
Drosophila simulans females produced very few offspring,
many of which were abnormal. Genetic experiments showed
that the abnormal offspring could be attributed to frequent
non-disjunction and loss of chromosomes in meiosis. There
was also a maternal effect of frequent loss of maternal
chromosomes in early embryonic mitotic divisions, resulting
in large numbers of gynandromorphs, which are mosaics
of X/X female and X/O male tissue. A corresponding
mutant in Drosophila melanogaster was recovered after
X-irradiation (Lewis and Gencarella, 1952) and named claret
non-disjunctional (cand). Like the ca of D.simulans, cand
causes recessive phenotypes of claret eye color in both males
and females, abnormal chromosome segregation in meiosis
in females, and a maternal effect of frequent loss of maternal
chromosomes in early embryonic cleavage divisions.
The effects of cand on eye color and chromosome

behavior can be separated genetically by mutant alleles that

cause only ca eye color and by non-claret disjunctional (ncd)
(O'Tousa and Szauter, 1980), an allele that causes abnormal
chromosome segregation but does not affect eye color.
Separation of the mutant effects of cad? on eye color and
chromosome segregation suggested that two genes, ca and
ncd, were present at the ca locus. This was confirmed by
molecular analysis (Yamamoto et al., 1989), which identified
two divergently transcribed RNAs at ca and showed that
mutations such as cand are small deficiencies which affect
both RNAs. cad is therefore a null mutant for both ca+ and
ncd'.

Sequence analysis ofcDNAs (Endow et al., 1990) resulted
in the finding that the predicted ncd+ protein is strikingly
similar to the microtubule motor protein, kinesin (Vale
et al., 1985). The region of similarity corresponds to
the 'motor' domain of kinesin and includes the ATP binding
site and a region that can bind microtubules. A PCR clone
that had been obtained using degenerate primers to the
kinesin motor domain (McDonald and Goldstein, 1990)
was subsequently identified as ncd+ by DNA sequence
comparison. ncd+ is kinesin-related, but is distinct from
kinesin in its predicted structure (Endow et al., 1990;
McDonald and Goldstein, 1990) and role within the cell.
Its similarity to kinesin suggests that ncd+ is a motor
molecule. The motility properties of ncd+ have now been
examined in vitro with the surprising finding that ncd'
moves towards the minus ends of microtubules (McDonald
et al., 1990; Walker et al., 1990), opposite to the direction
of kinesin movement. The abnormalities in chromosome
distribution caused by mutants, and its directionality of move-
ment on microtubules implicate ncd+ in chromosome
segregation in meiosis and mitosis.

non-claret disjunctional Dominant (ncdD) is a mutant
allele of ca1nd that shows wild-type eye color but abnormal
chromosome segregation. ncdD was originally isolated as an
EMS-induced dominant mutant that caused high frequencies
of non-disjunction in heterozygous females (Lindsley and
Zimm, 1990). Here we show that ncdD separates the
meiotic and mitotic effects of cad. Females carrying ncdD
show meiotic chromosome non-disjunction, but very low
frequencies of mitotic chromosome loss. These females are
mutant for the meiotic effect of cand on chromosome
segregation, but near wild-type for the maternal effect of
cand on early mitotic divisions. DNA sequence analysis of
nccd indicates that two amino acid residues in the predicted
ncd' protein are changed in ncdD. One of these residues
is conserved in all eight of the kinesin-related proteins
reported to date and is present in the motor domain, in a
region that can bind microtubules. Loss of chromosomes in
meiosis is consistent with a structural change in the
microtubule binding site. Mitotic chromosome segregation,
however, is not sensitive to the observed changes in predicted
protein structure, since ncad is close to wild-type with
respect to early embryonic mitotic chromosome loss.
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Results

Although ncdD was isolated as a dominant meiotic mutant,
it now shows only weak semi-dominant and recessive effects
on meiotic chromosome segregation. Recombination analysis
places ncdD between Drop (99.2) and loboid (102) on

chromosome 3, close to or at ca (100.7). Its map position
and its failure to complement the mutant chromosome
behavior of ca'd (see below) indicate that ncdD is allelic to

nd
ca

ncdD causes meiotic non-disjunction but not loss of
the X chromosome
Segregation of only the X and 4th chromosomes was
monitored in these studies; however, cand affects meiotic
segregation of all chromosomes in Drosophila females
(Davis, 1969). The general conclusions from these studies
are therefore assumed to apply to chromosomes 2 and 3,
as well as to the X and 4th chromosomes.

Results of segregation tests for the X chromosome are
shown in Table I. Abnormal offspring recovered from these
crosses are non-disjunctional X/XIY (Bs) females and X/O
(y w) males, haplo4 Minutes (M), gynandromorphs and
haplo-4 mosaics. Because the recovery of haplo-4 offspring
is highly variable, haplo-4 offspring are not shown in Table
I and additional experiments were performed to demonstrate
the effect of ncd9 on segregation of chromosome 4 (see
below).

Control females (cross 1) produced only one abnormal
male (X/O) among 2390 regular offspring. The X/O male
is attributed to loss of the X chromosome in meiosis since
no XIXIY females were recovered, although it could have
arisen as a product of X non-disjunction. Since only half
of the gametes resulting from X chromosome non-disjunction
or loss are recovered as viable offspring, the number of
X/XIY + X/O offspring is doubled in calculations of total
gametes and frequencies of gametic non-disjunction and loss.
The frequency of gametic X chromosome loss is 0.0008.
In contrast to wild-type females, cand females produced
high frequencies of non-disjunctional X/X/Y females, X/O
males and X chromosome somatic mosaics (gynandro-
morphs) (cross 5). The excess of X/O males relative to
XIXIY females is attributed to meiotic loss of the X
chromosome (Sturtevant, 1929). The frequencies of gametic
X chromosome non-disjunction and loss exhibited by cald

females are 0.107 and 0.080, respectively. The frequency
of gynandromorphs is 0.129.
ncdD/+ females (cross 2) produced eight XIXIY females

and six X/O males among 2347 offspring. The approximate
equivalence of XIXIY females and X/O males suggests that
they arose as reciprocal products of X chromosome non-

disjunction in female meiosis (Sturtevant, 1929). The
frequency of gametic X chromosome non-disjunction
observed is 0.012. Abnormal segregation of the X
chromosome in ncdD/+ females is significantly increased
over the wild-type control (X2 = 13.2, P < 0.005, 1 d.f.).
ncdD thus has a small dominant mutant effect on X
chromosome segregation. The absence of gynandromorphs
indicates that loss of the X chromosome is infrequent in early
mitotic divisions of embryos produced by ncdD/+ females.
Homozygous ncdD females (cross 3) produced approx-

imately equivalent numbers of XIXIY females and X/O
males, attributable to X chromosome non-disjunction. X/O
males did not exceed the number of XIXIY females,
indicating that meiotic X chromosome loss is infrequent
relative to non-disjunction. The frequency of gametic X
chromosome non-disjunction is 0.072. The absence of
gynandromorphs among 1788 offspring indicates that the X
chromosome is lost mitotically at very low frequencies in
embryos produced by ncdD females. In repeat crosses,
gynandromorphs were sometimes recovered at low frequen-
cies among offspring of ncdD females. Although some

variability with genetic background was observed, the overall
frequency for a total of 19 492 offspring was 0.0033.
This is significantly lower than the frequency of 0.129
gynandromorphs produced by cand females. Thus, ncdD is
close to wild-type for the mitotic X chromosome loss that
is characteristic of cad.

ncdD/caad females (cross 4) produced 49 X/XIY females,
46 X/O males and 23 gynandromorphs among 1787
offspring. X/O males do not exceed the number of X/XIY
females as in offspring of cand females, indicating that ncdP

complements cand for X chromosome meiotic loss. The
frequency of gametic X chromosome non-disjunction is
0.101, which is similar to the frequencies of 0.072 and
0.107 observed for ncdD and cad females. ncdD partially
complements cand for mitotic loss of the X chromosome,
as indicated by the frequency of 0.026 gynandromorphs
produced by ncdD/ca females, compared with 0.129
gynandromorphs produced by cand females.

Table I. Effect of ncdD on X chromosome segregation and loss

Female parent Offspring Total gametes Gametic X nd Gametic X loss
+ 9 S Bs B0r Y wc gyn Other Total

+/+ 1218 1171 1 2390 2391 0.0008
ncdD/+ 1259 8 1074 6 2347 2361 0.012
ncdD/ncdD 916 36 793 30 1775 1841 0.072
ncdD/catl(I 855 49 814 46 23 1787 1882 0.101
caid/catld 553 35 427 87 82 1 1185 1307 0.107 0.080

Females of the indicated genotypes were mated to y2 wbf/RSY males. Offspring of these matings were scored for non-disjunction [Bs (XIXIY) females
and y w (X/O) males] and mitotic loss [gynandromorphs (gyn)]. y w males can also arise after meiotic loss of a maternal X chromosome. Regular
offspring are + females and Bs males. Haplo-4 (Minute) offspring and Minute mosaics were also scored but are not shown. 'Other' denotes an
exceptional X/O male that carried a maternal X chromosome and arose following loss of a paternal X or Y chromosome. To adjust for the loss of
half of the non-disjunctional and nullo-X gametes as X/XIX and O/Y embryos, the number of X/XIY and X/O offspring was multiplied by two in
calculations of the total gametes, and in estimates of the frequencies of X chromosome gametic non-disjunction (nd) and loss. The excess of X/O
males relative to X/X/Y females is attributed to gametic loss of the X chromosome.

420



Effects of claret nondisjunctional locus

ncdD causes meiotic non-disjunction and loss of
chromosome 4
Flies that have lost a chromosome 4 show a Minute
phenotype caused by deficiency for Minute(4). Because
of the low and variable viability of haplo-4 offspring,
segregation in females of a marked chromosome 4 (spaPol)
was monitored in crosses to compound-4 (ci ey/) males
(Table II). While wild-type females (cross 1) produced
chromosome 4 non-disjunctional offspring at a frequency
of 0.005, females heterozygous for ncdD and a wild-type
chromosome produced a frequency of 0.073 abnormal
offspring (cross 2), consisting both of non-disjunctional
products and products of meiotic loss. ncdo thus has a
dominant mutant effect of meiotic non-disjunction and loss
of chromosome 4. ncdo females produced chromosome 4
abnormal offspring at a frequency of 0.384 (cross 3). The
large excess of ci ey, compared with spa, offspring is
attributed to meiotic loss of chromosome 4. Thus, both
meiotic non-disjunction and loss of chromosome 4 occur at
high frequency in ncdD females.

Results of tests of X and chromosome 4 segregation are
summarized in Table III.

ncd RNA is present in adult ncdD females
ncdD is an EMS-induced mutation. ncd RNA is present in
ncdo females in approximately wild-type amounts (Figure
1). ncd is therefore expressed in ncdD females but is
mutationally altered. Analysis of ncd' RNA during develop-

Table II. Effect of ncdD on chromosome 4 segregation

Female parent Offspring Total Gametic Gametic

+ spa ci ey gametes nd loss

+/+ 1018 3 2 1023 0.005
ncdD/+ 1156 40 51 1247 0.064 0.009
ncdD/ncdD 303 34 155 492 0.138 0.246

Females homozygous for spa'P' and of the indicated genotypes with
respect to ncdD were mated to C(4)RM, ci eyR/O males. Regular
offspring of these matings are + (triplo-4) and spa M (haplo-4). spa
M flies are not shown, since their recovery was highly variable. spa
and ci ey offspring are diplo-4 non-disjunctional exceptions. ci ey
progeny can also arise after meiotic loss of a maternal chromosome 4.
The frequencies of chromosome 4 gametic non-disjunction (nd) and
loss were calculated from the number of +, spa and ci ey offspring
recovered. These represent half of both the regular and exceptional
offspring, since spa M regular offspring are omitted and half of the
non-disjunctional gametes, or gametes that have lost a maternal
chromosome 4, are lost as 4,4/4-4 or nullo-4 lethal embryos.

Table III. Dorninant and recessive effects of ncdD on X and 4th
chromosome segregation

Dominant effects Recessive effects
Nd Meiotic Mitotic Nd Meiotic Mitotic

loss loss loss loss

X chromosome + - - + - -

4th chromosome + + - + +

Summary of effects of ncdD on meiotic and mitotic chromosome
segregation and loss. Mitotic loss of chromosome 4 was observed at

very low frequencies in the crosses in Table I: ncdD/+ females (cross
2) produced no Minute mosaics among 2347 offspring and ncdD
females (cross 3) produced 1 Minute mosaic among 1776 offspring.
Nd = meiotic non-disjunction, + = observed, - = not observed.

ment shows that it is present in wild-type adult females and
in gradually decreasing amounts during embryogenesis
(Figure 1), as expected for an RNA that is expressed
maternally and persists in the embryo. The low amount of
ncd' RNA present in first and second instar larvae is
attributed to perdurance of a small fraction of the total.
Expression apparently begins in third instar larvae and pupae,
accounting for the gradual increase in amount. ncd' RNA
is also present in low amounts in adult males, as noted
previously (Yamamoto et al., 1989).

ncdD has changes in two amino acid residues, one of
which is in a putative microtubule binding region
In order to determine the basis of its mutant phenotype, we
sequenced ncdD. We found two amino acid residue changes
in ncdD compared with ncd'. The first change is at residue
556 of the predicted protein (Figure 2), where a G - T
transversion converts GTT to TTT, resulting in the replace-
ment of valine with phenylalanine. This change lies in the
motor domain and corresponds to a region of kinesin that
can bind microtubules (Yang et al., 1989). Valine is found
at this position in ncd+ (Endow et al., 1990; McDonald and
Goldstein, 1990), Drosophila kinesin heavy chain (Yang
et al., 1989), squid kinesin heavy chain (Kosik et al., 1990),
Caenorhabditis elegans uncJO4+ (Otsuka et al., 1991)
and bimC+ of Aspergillus (Enos and Morris, 1990) (Figure
2). KAR3 (Meluh and Rose, 1990), cut7t (Hagan and
Yanagida, 1990) and nod' (Zhang et al., 1990) contain an
isoleucine instead of valine in this position. Valine and
isoleucine are structurally very similar, differing only by an
additional carbon present in the branched side chain of
isoleucine. Phenylalanine, in contrast, contains an aromatic
ring in place of the 3- or 4-carbon branched side chain of

Fig. 1. ncd' RNA present in different developmental stages of
Drosophila. Approximately 1 jg of poly(A)+ RNA from each stage
was separated on a 1.2% agarose-formaldehyde gel and transferred to
a nitrocellulose filter. Hybridization was with an RNA probe
synthesized from 8e2 cDNA (Yamamoto et al., 1989). The lanes
contain RNA from staged embryos of 0-1 h, 1-4 h, 4-8 h,
8-12 h, 12-16 h, 16-20 h, 20-24 h; first instar larvae (L1),
second and third instar female larvae (L2, L3); 24-36 h female pupae
(P); 3 day adult females (F) and males (M); and 3 day ncdD females.
The major band of hybridization (arrow) is -2.2 kb in length. The
low mol. wt band in two of the lanes is probably a degradation
product since it was not present in previous Northern blots of the same
RNA samples. The filter was hybridized with an actin DNA probe to

ensure that the amounts of RNA in each lane were approximately
equal.
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ca E L H N T V M D L R G N I R V F C R I R P L E SEENRMCCTWTY ---DE S T V E L S I D A Q A K S K M G Q Q I F S F D Q V F
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ATP- binding
ca H P L S S Q S D I F - E M V S P L I Q S A L D G Y N I C I F A Y G Q T G S
RAR3 D Q Q D T N V D V F K E V - G Q L V Q S S L D G Y N V C I F A Y G Q T G S
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cut7 G P E A D Q L M L F E N S V A P M L E Q V L N G Y N C T I F A Y G Q T G T
nod P A T I S Q D E M Y Q A L I L P L V D K L L E GIF O C T A L A Y G Q T G T

ca D S I R G Y - R N L G W E Y E I K A T F L
KAR3 N W I N K L K T K - G W D Y K V N C E F I
Dmkin N H I - - Y A M E V N L E F H I K V S Y Y
Lpkin N Y I - - Y G M D E N L E F H I K I S Y Y
unc 104 A R I D N N - N D K D V Q Y S V E V S Y M
bimC A K L A D - - T E S - - - T - V K C S F I
cut7 S S L D N S N Q E - - - - Y A V K C S Y Y
nod E R V T A - R Q E NNK D A I Q V Y A S F I
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unc 104 S T G A E G Q R L K
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,rotubule- binding
VI L A L L Q - - K - Q D H IPYRNSKLTH L[M P S G G N S K T L M F I N V
VII H A L G Q P D S T K R H I PIFIRINISEKIL TYLILIQ Y S|LT G D S K T L M F V N I
V I S A L A D - - G N K T H I|P|Y|R|D|S|KTL T|R I|L|Q E S|L|G G N A R T T I V I C C
|V|I S A L A D - - G N K S H V|P|Y|R|D|S|K|L T|R I|L|Q E S|L|G G N A R T T M V I C C
V I S K L AEESTKKKKSN K G V I P YIR D S V L T W LILIR E NLG G N s K T A M L A A L
JVI N A L V - - D K S - Q H I|P|Y R|E S|KL T R LHL|Q D SHL|G G R T K T C I I A T M
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IVV S A-A H TV.PgR S LT VtQAEA SY T L C

SP-
RIN
KV S
KV S
RAN
NIG
NIG
GV R

P F
sIP s
S|P A
SIP A
S|P A
JSP A

S|S T
S,P H

ca Q D C F Q E S V K S
KAR3 S S H I N E T L N S
Dmkin S F N E S E T K S T
Lpkin S Y N E S E T K S T
unclO4 D I N F D E T L S T
bimC R S N L E E T I S T
cut7 N T N L E E T I S T
nod Q C D L S E T L S T

R F A A S V N S C K M T K A K R
R F A S K V N S T R L V S R K *
D F G R R A K T V K N V V C V N
L F G Q R A K T I K N V V S V N
R Y A D R A K Q I V C Q A V V N
D Y A F R A K N I R N K P Q I N
E Y A A R A K S I R N K P Q N N
R F G T S A K K L R L N P M Q V

Fig. 2. The motor domain of eight kinesin-related proteins. Comparison of predicted amino acid sequences of Drosophila ncd+ (ca), Saccharomyces
cerevisiae KAR3 (KAR), Drosophila kinesin heavy chain (Dmkin), squid kinesin heavy chain (Lpkin), Celegans unc-104+, Aspergillus bimC+,
Schizosaccharomyces pombe cut7+ and Drosophila nod+. Identical residues are boxed. The putative ATP binding site is indicated. Residues
corresponding to the region of kinesin that can bind microtubules are underlined. Uncertainty in the N-terminal boundary of this region is indicated
by a single line. The residue in the motor domain that is changed in ncdD is marked with an asterisk.

valine or isoleucine. This large, rigid, completely hydro-
phobic structure is a striking structural change from valine
or isoleucine. Its occurrence in a region of ncd' that can

bind microtubules suggests that this change is the basis of
the ncdD mutant phenotype. This is substantiated by the
finding of phenylalanine adjacent to the residue altered in
ncdD in all proteins except ncd' and nod+, the only two
of the eight proteins that are known to act in meiosis. The
change of valine to phenylalanine in this region of the motor
domain is apparently permitted for function in mitotic cells,
but not in meiosis. The phenotype of ncdD of meiotic
dysfunction, but near wild-type mitotic function, is consistent
with this interpretation.
The second amino acid change in ncdD is outside of the

motor domain at the carboxy-terminal end of the predicted
protein at residue 696, four residues from the TAA stop
codon. Here an A - G transition changes AAT to AGT
and results in the replacement of asparagine with serine.
Asparagine and serine are similar in that they both contain
uncharged polar side chains. The side chain of asparagine
is somewhat bulkier than that of serine. The replacement
of asparagine with serine may therefore have an effect on

the overall conformation of the protein.
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Discussion

ncdD is a mutant allele of caid that causes meiotic non-

disjunction of the X and 4th chromosomes and meiotic loss
of chromosome 4, but little or no mitotic loss of either the
X or 4th chromosome. ncdD therefore separates the meiotic
and mitotic effects of cand on chromosome segregation,
causing abnormal chromosome segregation in meiosis but
not in mitosis. ncdDi contains two missense mutations. One
mutation is in a proposed microtubule binding region of the
motor domain. The altered residue is conserved in all eight
of the kinesin-related proteins reported to date. Alteration
of this residue from valine to phenylalanine is the apparent
basis of the ncdP mutant phenotype, since six of the eight
kinesin-related proteins contain phenylalanine in the next
adjacent position. The only two proteins that do not contain
phenylalanine in this region of the motor domain are ncd'
and nod', which are the only two kinesin-related proteins
known to act in meiosis. Phenylalanine in this region of the
motor domain is apparently permitted for mitotic function,
but not for meiotic function. This defines a region of the
motor domain which can be used to distinguish kinesin-
related proteins that act in meiosis from those that function
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in mitosis. Amino acid sequence criteria for classifying
molecular motors according to function will be of importance
in assigning roles to the large family of kinesin-related
proteins that is now being discovered.
The second missense mutation is in the carboxy terminus

of the protein. The first mutation is likely to be the basis
of the mutant phenotype of ncdD, although the second
mutation may also affect the function of the protein.
These results indicate that changes in two amino acid

residues, including one in a putative microtubule binding site,
can cause a mutant phenotype in meiosis, but not in mitosis.
This suggests that interactions of ncd' with spindle
microtubules differ in meiosis and mitosis. Such differences
may be due to meiosis- or mitosis-specific spindle
components.
ncd+ performs several functions during chromosome

division. One function is involved in segregation of homologs
in meiosis I, while two further functions are to prevent
meiotic and mitotic chromosome loss, pe.rhaps by ensuring
chromosome attachment to the spindle. ncdD is defective
for the first function, wild-type with respect to the X but
mutant with respect to chromosome 4 for the second, and
near wild-type for the third function. Other alleles of ca,nd
including ncd (D.J.Komma and S.A.Endow, unpublished)
are defective for all three functions.
The mutant effect of cad on mitotic chromosome stability

is transmitted as a maternal effect that acts on maternal,
and only rarely on paternal chromosomes, representing a

form of imprinting. The maternal effect implies that ncd'
acts not only during meiosis in females, but also functions
in early mitotic divisions of the embryo. This is consistent
with results of Northern blot analysis showing that ncd'
RNA is abundant in early embryos (Figure 1). cad
flies, however, do not show somatic loss of chromosomes
throughout development. The lack of a mutant effect in later
mitotic divisions is paralleled by very low amounts of ncd+
mRNA in late embryo, larval and pupal stages, suggesting
that ncd+ does not function in these stages. During these
stages, ncd' may be replaced by a corresponding zygotic
product.
The effect on maternal, but not paternal, chromosomes

may be in part a consequence of the fact that the first mitotic
division after fertilization in Drosophila is gonomeric
(Sonnenblick, 1950) with maternal and paternal chromosome
sets remaining in separate groups even after attachment to
the spindle. Mixing of the chromosome complements occurs

only after completion of the first division. A maternal
product, either chromosome- or spindle-associated, would
be unlikely to affect paternal chromosomes before completion
of the first mitotic division, during which much of the early
chromosome loss observed for ca of D. simulans (Sturtevant,
1929) and cand (Portin, 1978) occurs. Loss of maternal
chromosomes probably also occurs, however, in the second
and third mitotic divisions (Sturtevant, 1929; Portin, 1978),
when maternal and paternal chromosome complements are

expected to have mixed. This is most easily explained by
mutation of a product normally associated with maternal
chromosomes, and suggests that the ca segregation protein
may be a chromosome-associated molecule that remains
associated with maternal chromosomes throuihout the
early mitotic divisions of the embryo. That ca affects a

chromosome-associated product that is asymmetrically
distributed during DNA replication was suggested earlier by
Baker and Hall (1976).

Cytological observation of abnormal spindles in oocytes
and embryos of ca D.simulans (Wald, 1936) and cand
females (Kimble and Church, 1983) has led to the hypothesis
that the mutant defect lies in spindle organization. Although
regulation of spindle organization is not well understood,
tubulin incorporation studies show that kinetochore micro-
tubules undergo flux in vivo at a slower rate than astral
microtubules (Mitchison et al., 1986), giving rise to the idea
that spindle microtubules are stabilized by association with
chromosomes. Abnormal spindles might therefore arise
either from defects in spindle organization centers, or by
failure of chromosomes to attach to spindle microtubules.
Because the hypothesis that ncd represents a spindle
organization defect does not account for the specific loss of
maternal, but not paternal, chromosomes in early embryonic
mitotic divisions, we favor the idea that the defect lies in
a chromosome-associated molecule.
The segregation protein encoded at the ca locus thus

performs several functions: it ensures proper segregation of
homologs in meiosis I and prevents chromosome loss during
meiosis and in early mitotic divisions of the embryo. Our
results demonstrate that these functions can be separated by
mutation and identify a region of the motor domain that can
be used to discriminate between meiotic and mitotic motor
function.

Materials and methods
Drosophila stock
ncdD is described in Lindsley and Zimm (1990). It was isolated by E.
Steiner as an EMS-induced mutant causing elevated non-disjunction in
heterozygous females. Although isolated as a dominant mutant, it now shows
only weak semi-dominant (this report) and recessive effects. Allelism to
ncd was based on its map position and high non-disjunction frequencies
in ncd/ncdD females (Lindsley and Zimm, 1990). The stock was obtained
from J.Kennison.

Recombination analysis
The meiotic and mitotic effects of ncdD on chromosome segregation were
mapped to the ca locus by recombination with Drop ca brevis and ca loboid
chromosomes. Recombinant chromosomes were tested in homozygous
females. The meiotic effect of ncdD on chromosome segregation maps
between Drop (Dr) (99.2) and loboid (Id) (102) on chromosome 3. This
interval includes ca (100.7). Both Dr ncdD and ncdD Id recombinants
caused very low frequencies of mitotic chromosome loss in embryos of
homozygous females, indicating that this mitotic effect also maps to ca.

Chromosome segregation tests
Tests of X chromosome segregation were carried out by mating wild-type
or mutant females to males carrying a recessively marked X chromosome
(I wOf) and a dominantly marked Y chromosome (BSY). Mitotic loss of
the X and 4th chromosomes was also scored in these crosses. Offspring
were scored for non-disjunctional exceptions (X/XIY females and X/O
males), gynandromorphs and haplo-4 (Minute) mosaics. Non-disjunction
in female meiosis gives diplo- and nullo-X gametes. After fertilization by
X- or Y-bearing sperm, approximately half of these non-disjunctional
gametes are recovered as XIX/Y females or X/O males. The remainder
of the gametes form non-viable triplo-X and O/Y embryos. X/X/Y females
are recognized by the presence of the dominant W marker on the Y
chromosome, resulting in narrow eyes, while X/O males are recognized
by the absence of this marker. Gynandromorphs are mosaics of female and
male tissue that arise after loss of an X chromosome from an X/X embryo
during an early embryonic division, producing flies mosaic for X/X and
X/O tissue. Exceptional gynandromorphs, mosaics of XIXIY and X/Y tissue,
arise after loss of an X chromosome from an X/X/Y embryo. Haplo-4,
diplo4 flies are mosaic for the Minute phenotype of small bristles, small
body size and trident pattern on the thorax. They arise after a loss of a

chromosome 4 during an early mitotic division.
Tests of chromosome 4 segregation were carried out by mating wild-type

or mutant females homozygous for a recessive chromosome 4 marker
(spaPdI) to males carrying a compound chromosome 4 marked with ci and
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eyR. Regular segregation of chromosome 4 in females results in + triplo-4
and M spaPol haplo-4 zygotes after fertilization by compound- or nullo-4
sperm, respectively. The reciprocal products of chromosome 4 non-
disjunction in female meiosis are spapo0 diplo-4 and nullo-4 gametes, that
are recovered as spaP"o or ci eyR diplo-4 zygotes after fertilization by
nullo- or compound-4 sperm, respectively. Since tetra- and nullo-4 zygotes
either die as embryos or larvae, or are non-viable, only half of the
non-disjunctional products are recovered.
Recovery of approximately equal numbers of diplo- and nullo-X, or

diplo- and nullo-4 gametes is attributed to meiotic non-disjunction, while
an excess of nullo-X or nullo-4 offspring is attributed to meiotic chromosome
loss (Sturtevant, 1929).

Statistical tests
Standard chi-square tests were carried out on samples in which all expected
values were -5. The null hypothesis was that the samples being tested
were from the same population. The expected frequency of individuals in
each category was calculated as the average number observed over all samples
tested. In samples in which any expected value was < 5, tests were carried
out assuming a Poisson probability distribution. The probability of observing
i events, p(i), is (e-m x m')/i! for a standard Poisson distribution, where
m = number expected = (sample size) x (expected frequency).

Northern blots
Poly(A)+ RNA was prepared from staged embryos (0-1 h, 1-4 h,
4-8 h, 8-12 h, 12- 16 h, 16-20 h, 20-24 h), larvae (1st, 2nd, 3rd
instar), pupae (24-26 h) and adults (3 day), and separated by electrophoresis
on 1.2% agarose gels containing formaldehyde, as described previously
(Yamamoto et al., 1989). Transfer to nitrocellulose filters and hybridization
with a single-stranded RNA probe were as previously described (Yamamoto
et al., 1989). Subsequent hybridization with an actin-encoding DNA fragment
was used to monitor RNA amounts in each lane.

DNA sequence analysis
The dideoxy method (Sanger et al., 1977) was used to sequence
double-stranded DNA of cloned PCR-amplified ncdD fragments. DNA
templates were prepared from transformants in DHSa using the method
described by Wang et al. (1988). The 2100 bp region sequenced was from
the first ATG in the long open reading frame to the 3' TAA termination
signal. Oligonucleotides complementary to sequences at spaced intervals
were used to sequence one strand completely and -36% of the second
strand. In regions where changes from the wild-type sequence were observed,
both strands were sequenced. In the two cases in which nucleotide changes
resulted in amino acid residue changes, the change was confirmed by
sequencing the region from three combined, primary PCR mixes (for the
V - F change) or by sequencing two DNA clones from an independent
PCR mix (for the N - S change).

Acknowledgements
We thank J.Kennison for providing a stock of ncdD, H.R.Horvitz and
S.A.Johnston for helpful discussions, and S.Counce for comments on the
manuscript. Supported by grants from the United States Public Health Service
and United Way. S.A.E. is a member of the Duke University Cancer Center.

References
Baker,B.S. and Hall,J.C. (1976) In Ashburner,M. and Novitski,E. (eds),

The Genetics and Biology of Drosophila. Academic Press, New York,
Vol. Ia, pp. 351-434.

Davis,D.G. (1969) Genetics, 61, 577-594.
Endow,S.A., Henikoff,S. and Soler-Niedziela,L. (1990) Nature, 345,
81-83.

Enos,A.P. and Morris,N.R. (1990) Cell, 60, 1019-1027.
Hagan,I. and Yanagida,M. (1990) Nature, 347, 563-566.
Kimble,M. and Church,K. (1983) J. Cell Sci., 62, 301-318.
Kosik,K.S., Orecchio,L.D., Schnapp,B., Inouye,H. and Neve,R.L. (1990)

J. Biol. Chem., 265, 3278-3283.
Lewis,E.B. and Gencarella,W. (1952) Genetics, 37, 600-601.
Lindsley,D.L. and Zimm,G. (1990) Drosophila Infonration Service, 68, 81.
McDonald,H.B. and Goldstein,L.S.B. (1990) Cell, 62, 991 -1000.
McDonald,H.B., Stewart,R.J. and Goldstein,L.S.B. (1990) Cell, 63,

1159-1165.
Meluh,P.B. and Rose,M.D. (1990) Cell, 60, 1029-1041.
Mitchison,T.J., Evans,L., Schulze,E. and Kirschner,M. (1986) Cell, 45,
515-527.

O'Tousa,J. and Szauter,P. (1980) Drosophila Infonation Service, 55, 119.
Otsuka,A.J., Jeyaprakash,A., Annoveros-Garcia,J., Tang,L., Fisk,G.,

Hartshorne,T., Franco,R. and Born,T. (1991) Neuron, in press.
Portin,P. (1978) Heredity, 41, 193-203.
Sanger,F., Nicklen,S. and Coulson,A.R. (1977) Proc. Natt. Acad. Sci. USA,

74, 5463-5467.
Sonnenblick,B.P. (1950) In Demerec,M. (ed.), Biology of Drosophila.

Hafner, New York, pp. 62-167.
Sturtevant,A.H. (1929) Z. Wissenschaftliche Zool., 135, 323-356.
Vale,R.D., Reese,T.S. and Sheetz,M.P. (1985) Cell, 42, 39-50.
Wald,H. (1936) Genetics, 21, 264-279.
Walker,R.A., Salmon,E.D. and Endow,S.A. (1990) Nature, 347, 780-782.
Wang,L.-M., Weber,K.K., Johnson,T. and Sakaguchi,A.Y. (1988)

Biotechniques, 6, 839-843.
Yamamoto,A.H., Komma,D.J., Shaffer,C.D., Pirrotta,V. and Endow,S.A.

(1989) EMBO J., 8, 3543-3552.
Yang,J.T., Laymon,R.A. and Goldstein,L.S.B. (1989) Cell, 56, 879-889.
Zhang,P., Knowles,B.A., Goldstein,L.S.B. and Hawley,R.S. (1990) Cell,

62, 1053-1062.

Received on August 9, 1990; revised on November 26, 1990

424


