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ABSTRACT
Thegenes egl-1, ced-9, ced-4, and ced-3playmajor roles inprogrammedcell death inCaenorhabditis elegans. To

identify genes that havemore subtle activities, we soughtmutations that confer strong cell-death defects in a
genetically sensitized mutant background. Specifically, we screened for mutations that enhance the cell-
death defects caused by a partial loss-of-function allele of the ced-3 caspase gene. We identified mutations in
two genes not previously known to affect cell death, dpl-1 andmcd-1 (modifier of cell death). dpl-1 encodes the
C. elegans homolog of DP, the human E2F-heterodimerization partner. By testing genes known to interact
with dpl-1, we identified roles in cell death for four additional genes: efl-1 E2F, lin-35 Rb, lin-37 Mip40, and
lin-52 dLin52. mcd-1 encodes a novel protein that contains one zinc finger and that is synthetically required
with lin-35Rb for animal viability. dpl-1 andmcd-1 act with efl-1E2F and lin-35Rb topromote programmed cell
death and do so by regulating the killing process rather than by affecting the decision between survival and
death. We propose that the DPL-1 DP, MCD-1 zinc finger, EFL-1 E2F, LIN-35 Rb, LIN-37 Mip40, and LIN-52
dLin52 proteins act together in transcriptional regulation to promote programmed cell death.

PROGRAMMED cell death is important for many
aspects of animal development, including mor-

phogenesis, homeostasis, and neuronal refinement
(Glücksmann 1951; Saunders 1966; Jacobson et al.
1997). Studies of the mechanisms of programmed cell
death in the nematode Caenorhabditis elegans have iden-
tified a pathway that is largely conserved in other
organisms, including humans (Metzstein et al. 1998).
Four genes—egl-1, ced-9, ced-4, and ced-3—regulate essen-
tially all somatic programmed cell death and define the
core metazoan cell-death execution machinery. EGL-1,
which promotes cell death, is a BH3-only protein
that binds to and inhibits the CED-9 protein (Conradt
and Horvitz 1998). CED-9, which inhibits cell death
(Hengartner et al. 1992), is similar to the human
proto-oncoprotein BCL-2 (Hengartner and Horvitz
1994b; Yan et al. 2005) and localizes to mitochondria
(Chen et al. 2000). CED-9 binds CED-4 (Spector et al.
1997), which localizes to mitochondria in a CED-9-
dependent manner (Chen et al. 2000), promotes cell
death (Ellis and Horvitz 1986), and is similar to

the human pro-apoptotic protein APAF-1 (Yuan and
Horvitz 1992; Zou et al. 1997). The expression of egl-1
or the loss of ced-9 function can trigger cell death and
result in a change in the localization of CED-4 frommito-
chondria to the perinuclear region (Chen et al. 2000).
CED-4 activates CED-3 (Shaham and Horvitz 1996b),
which promotes cell death (Ellis and Horvitz 1986)
and is a definingmember of a family of cysteine proteases
termed caspases (Yuan et al. 1993). CED-4 can interact
directly with the CED-3 procaspase (Wu et al. 1997) and
facilitate the processing of proCED-3 into active CED-3
(Chinnaiyan et al. 1997; Yang et al. 1998).
Other C. elegans genes appear to promote cell death

more subtly. For example, the gene ced-8 XK affects the
timing of programmed cell deaths in C. elegans and has a
minor role in cell killing (Stanfield and Horvitz
2000). The gene ced-9, which inhibits programmed cell
death, also can promote cell death (Hengartner and
Horvitz 1994a). The gene cps-6 encodes a mitochon-
drial endonuclease G protein that likely promotes cell
death (Parrish et al. 2001). The process of the engulf-
ment of dying cells also promotes cell death (Hoeppner
et al. 2001; Reddien et al. 2001). Additional genes that
affect programmed cell death in C. elegans, such as those
encoding proteins that mediate the ability of engulf-
ment to promote cell death, that mediate the cell-killing
activities of ced-8 or ced-9, or that act downstreamof CED-
3, remain to be identified. We reasoned that genes with
subtle contributing roles in programmed cell deathmight
be identified by screening for mutations that further

1Present address: Department of Biology, Massachusetts Institute of
Technology, Whitehead Institute, 9 Cambridge Center, Cambridge,
MA 02142.

2Present address: Department of Neurosurgery, Pasquerilla Healthcare
Center, 7th Floor, Georgetown University Hospital, 3800 Reservoir Rd.,
NW Washington, DC 20007.

3Corresponding author: Department of Biology, 68-425, Massachusetts
Institute of Technology, 77 Massachusetts Ave., Cambridge, MA 02139.
E-mail: horvitz@mit.edu

Genetics 175: 1719–1733 (April 2007)



decrease cell death in a genetic background in which cell
death is partially impaired. Here we report the identifica-
tion and characterization of genes we identified using this
approach and present evidence that these genes control
activities that promote programmed cell death.

MATERIALS AND METHODS

Strains: C. elegans was cultured at 20" on NGM agar with
Escherichia coli OP50 as described (Brenner 1974). In general,
the wild-type strain was N2. For mapping with polymorphisms,
the wild-type strain RC301 was used. All mutations used have
been described (Riddle et al. 1997), unless from this work or
otherwise noted. The following mutations were used:

LGI: lin-61(n3446),dpy-5(e61), lin-35(n745), lin-35(n2239,n2242)
(Lu and Horvitz 1998), unc-13(e1091), unc-29(e1072), lin-
53(n833) (Lu and Horvitz 1998), unc-75(e950), ced-1(e1735,
n3390, n3402) (Hedgecock et al. 1983), hT2 [qIs48]
(Mathies et al. 2003), nIs128 (H. Schwartz and H. R.
Horvitz, unpublished observations).

LGII: lin-8(n111), lin-8(n2731) (Thomas et al. 2003), eT1, dpy-
10(e128), egl-27(n170), lin-56(n2728) (Thomas et al. 2003), rol-
6(e187), dpl-1(n2994, n3316, n3380) (Ceol and Horvitz
2001), unc-4(e120), rol-1(e91), lin-38(n751), mcd-1(n3376,
n4005) (this work), unc-52(e444), mIn1 [dpy-10(e128) mIs14]
(Edgley and Riddle 2001), mnC1 [dpy-10 unc-52].

LGIII: qC1, unc-79(e1068), ced-4(n1162, n2273), dpy-17(e164), lin-
37(n758), lin-36(n766), lin-9(n112), lin-13(n770),unc-32(e189),
unc-16(e109), lin-52(n771), lin-52(n3718) (Thomaset al.2003),
ced-7(n3370, n3373, n3378, n3383, n3401, n3408, n3394) (this
work), unc-69(e587), unc-50(e306), ced-9(n2812, n1950 n2161,
n1653, n3377, n3400, n3407) (Desai et al. 1988; Hengartner
et al. 1992; Hengartner and Horvitz 1994b; and this work),
ced-4(n3379,n3392)(thiswork),hT2[qIs48](Mathies et al.2003).

LGIV: ced-2(n3387) (this work), dpy-20(e1282), unc-30(e191), let-
60(n1876), ced-3(n2427, n2447, n2452, n3374, n3375, n3384,
n3403, n3406, n3411) (Shaham et al. 1999; and this work), dpy-
4(e1166), nT1 [qIs51] (Mathies et al. 2003).

LGV: eT1, lin-40(s1593) (Solari et al.1999), tam-1(cc567) (Hsieh
et al. 1999), unc-46(e177), let-418(s1617), dpy-11(e224), mys-
1(n3681) (Ceol and Horvitz 2004), egl-1(n1084 n3082)
(Conradt and Horvitz 1998), hda-1(e1795) (Dufourcq
et al. 2002), unc-76(e911), nIs96 (Reddien et al. 2001).

LGX: unc-20(e112), ced-8(n1891), lin-15(n433, n744, n767), chd-
3(eh4) (vonZelewsky et al.2000),nIs106 (Reddien et al.2001).

Isolation of n4005: mcd-1(n4005) was isolated by screening a
library of UV-trimethylpsoralen-induced deletions using PCR as
described previously (Jansen et al. 1997). The mcd-1(n4005)
deletion begins at base 1228 after the A of ATG within the
second intron and extends through base 2325 within the third
exon. If the mcd-1 mRNA in n4005 animals is spliced from the
second to the fourth exon, the product is predicted to be out-of-
frame and could generate a protein of 92 amino acids.
Genetic mapping: Four of 52 n3376/n3376 progeny from

n33761/1unc-52 heterozygous animals were heterozygous for
unc-52. Zero of 15 Rol-1 non-Dpy-10 animals from dpy-10 rol-11/
11n3376 carried n3376. Twenty of 21 Rol-1 non-Unc-52
recombinants between rol-1 and unc-52 from rol-11unc-52/
1n33761 animals carried n3376, and 1/21 did not. Zero of
93 F2 animals from n33801/1rol-6 heterozygous animals
recombined between n3380 and rol-6. From 18 recombinants
selected between dpy-101rol-1/1n33801 animals, 5/18 were
between dpy-10 and n3380 and 13/18 were between n3380 and
rol-1. From 22 recombinants selected between dpy-101unc-4/

1n33801 animals, 9/22 were between dpy-10 and n3380 and
13/22 were between n3380 and unc-4.
Polymorphism identification and mapping: PCR-size poly-

morphisms onLGIIRbetweenRC301 andN2were identifiedby
PCR amplifying !1-kb fragments from intergenic regions and
analyzing fragment sizes by electrophoresis. nP89 is located in
the region of the genome represented in cosmid F08G2; the
RC301 PCR product amplified with primers PWR.G1 59-
GCCGAAGAAGCGATACTGAATG-39 and PWR.G2 59-AAGCC
CCCTTGAAAAATGAGC-39 is !1.1 kb; and N2,1.0 kb. nP90
is located in the region of the genome represented in YAC
Y51H1A; the RC301 PCR product amplified with primers
PWR.G1159-GTCATTGTGCGTTGATGGGAG-39 andPWR.G12
59-TTACCGAGTGCGTTCTGTGAATC-39 is !1.3 kb; and N2,
1.2 kb.nP91 is located in the regionof the genome represented
in cosmid W02B8; the RC301 PCR product amplified with
primers PWR.G21 59-CCATCATTTGTCATTGGAGCG-39 and
PWR.G22 59-AGGGTAGGGGCACGGTAGATAAAG-39 is !1.2
kb; andN2, 1.1 kb. nP92 is located in the region of the genome
represented in cosmid W07G1; the RC301 PCR product
amplified with primers PWR.G31 59-CATTGGTAGTTGTC
GGCTTCCTG-39 and PWR.G32 59-CCTTTTCATTTTTGCGG
TGTCC-39 is !1.5 kb; and N2, 1.2 kb. Recombinants were
generated fromanimals heterozygous for LGII betweenRC301
and N2: rol-1 n3376 unc-52 (N2)/111 (RC301); ced-3(n2427);
nIs106 animals.We isolated 20Rol-1 non-Unc-52 recombinants
and generated homozygous recombinant strains. Two recom-
binants were found to the right ofnP89 and to the left ofn3376,
and one recombinant was found to the left of nP91 and to the
right of n3376.
Molecular biology: The mcd-1 cDNA was excised from the

phage clone yk464e11 (Y. Kohara, personal communication).
To determine the 59 end of mcd-1 messages we used a 59-rapid
amplification of cDNA ends (RACE) system (GIBCO, Grand
Island, NY). DNA sequences were determined using an auto-
mated ABI 373A DNA sequencer (Applied Biosystems, Foster
City, CA).RNAiwasperformedbymicroinjectionor feeding, as
previously described (Fire et al. 1998; Timmons et al. 2001).
RNAi of efl-1, efl-2, and lin-35 was performed using efl-1, efl-2,
and lin-35 cDNAs as previously described (Lu and Horvitz
1998; Ceol and Horvitz 2001). RNAi ofmcd-1 was performed
from a template isolated by PCR amplification of a region of
the third exon ofmcd-1 (see Figure 1H), using primers carrying
the T7 promoter, I.9, 59-GATCGATAATACGACTCACTATAG
GGCGGAAAATCCGCCAAAAAAAATCGG-39, and I.10, 59-GA
TCGATAATACGACTCACTATAGGGGATCACAGAGTCGA
TCCATTACAGG-39. Similarmethods were used to amplify and
generateRNA from F08G2.7,Y51H1A.1,Y51H1A.2,Y51H1A.4,
and Y51H1A.5.

RESULTS

Defects in programmed cell death in C. elegans have
been efficiently quantified using two assays. First, a Plin-11
gfp reporter allows the deaths of specific cells in the ven-
tral cord to be assessed (Reddien et al. 2001). The Plin-11
gfp reporter is expressed in the six VC motor neurons,
P3–8.aap (P, P blast cell; a, anterior daughter; p, poste-
rior daughter), of the ventral cord (Figure 1A). The cells
W.ap (W, W blast cell), P1–2.aap, and P9–12.aap, which
die in the wild type, survive in animals with defects in
programmed cell death and express Plin-11 gfp (Reddien
et al. 2001). Five of these cells, P2.aap and P9–12.aap, can
be reliably and easily scored for cell survival using a fluo-
rescence stereomicroscope.

1720 P. W. Reddien et al.



Figure 1.—The mcd-1 Zn finger and dpl-1 DP genes were identified as cell death-promoting genes from a genetic screen. (A)
Ventral cord cell lineage diagrams. W, W blast cell. P, P blast cell. Arrows, cells that fail to die and that express Plin-11 gfp. In the wild
type, P3–8.aap (a, anterior daughter; p, posterior daughter) survive and express Plin-11 gfp. W.ap, P1–2.aap, and P9–12.aap normally
die (Sulston andHorvitz 1977). In ced-3(lf) animals, no cell death occurs andW.ap, P1–2.aap, and P9–12.aap survive and express
Plin-11 gfp (Reddien et al. 2001). The large green midbody region reflects GFP expression in the vulva from the lin-11 promoter. (B)
Schematic of the ced-3(n2427) enhancer screen (see text for details). (C) Results from the ced-3 enhancer screen. From !13,000
mutagenized haploid genomes, 37 mutations were isolated. (D and E) Distribution of percentages of animals with zero to five
extra cells in the ventral cord. The five cells P2.aap and P9–12.aap were scored using the assay described. At least 50 young adult
animals of each genotype were scored. nIs106, Plin-11 gfp reporter (Reddien et al. 2001). (F) n3380 is located in the region on LGII
between the genes rol-6 and unc-4. n3376 is located between two polymorphisms, nP89 and nP91, on LGII, a region of !75 kb. See
materials and methods for details. (G) Protein structure of DPL-1 DP. The blue box indicates the putative DNA-binding region
of DPL-1 and the yellow box the putative E2F-binding region, as previously described (Ceol and Horvitz 2001). The n3316 mu-
tation is a deletion following the third codon, and n2994 is a splice-site mutation predicted to alter protein structure following
amino acid 227 (Ceol and Horvitz 2001). n3380 is a C-to-T nonsense mutation that is at Q486. (H) The gene Y51H1A.6 is mcd-1
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A second assay for programmed cell death uses
Nomarski optics to determine the number of cell nuclei
in another specific region of the animal, the anterior
pharynx (Hengartner et al. 1992; Shaham et al. 1999).
Animals carrying strong loss-of-function alleles of the
killer gene ced-3 have !12–13 extra cells in this region,
whereas animals carrying weak alleles of ced-3 (for exam-
ple, n2427) have !1–2 extra cells in this region (Shaham
et al. 1999). We observed that the degree of the cell-death
defect conferred by the weak loss-of-function allele ced-
3(n2427) as determined by counting the number of extra
cells in anterior pharynges did not substantially vary with
genetic background (supplemental Table S1 at http://
www.genetics.org/supplemental/), suggesting that muta-
tions that caused alterations in cell number in ced-3(n2427)
animals would reflect specific effects on cell death rather
than nonspecific effects on animal health.

A genetic screen for enhancers of ced-3(n2427):
Using the Plin-11 gfp assay described above, we observed
that ced-3(n2427) results in 4% of animals having all five
VC-like cells (P2.aap and P9–12.aap, n ¼ 50). We previ-
ously showed that mutations in engulfment genes en-
hance the cell-death defects conferred by ced-3(n2427) as
assayedwith Plin-11 gfp (Reddien et al. 2001). For example,
88% of ced-1(e1735); ced-3(n2427) animals had all five
extra VC-like cells present (n ¼ 50), whereas 0% of ced-
1(e1735) animals (n ¼ 50) had all five extra VC-like cells
present (Reddien et al.2001). ced-1 isnecessary for engulf-
ment and encodes a cell-corpse receptor (Hedgecock
et al. 1983; Zhou et al. 2001). We therefore concluded
that the Plin-11 gfp assay could be used for isolating muta-
tions that enhance ced-3(n2427).

We mutagenized ced-3(n2427); Plin-11 gfp animals, se-
lected individual F2 progeny with five extra VC-like cells,
and determined if these animals generated progeny with
enhanced cell-death defects (Figure 1B).We expected to
obtain alleles in the cell-death execution genes ced-3, ced-
4, and egl-1. Because loss-of-functionmutations in the ced-
9 gene enhance the cell-death defect caused by weak
alleles of ced-3 (Hengartner and Horvitz 1994a), we
anticipated thatmutations in ced-9would also be isolated.
We isolated 6 strains that likely carry mutations in ced-3, 2
in ced-4, and 3 in ced-9 (Figure 1C). Because mutations in
engulfment genes can enhance the cell-death defect
caused by ced-3(n2427), we also expected to isolate alleles
of engulfment genes. At least 10 of the strains we isolated
have defects in the engulfment of dying cells. We de-
termined, using complementation tests, that 2 of these
strains carry amutation in ced-1, 7 carry one in ced-7, and 1
carries one in ced-2 (Figure 1C). Many alleles of ced-7

might have been isolated because loss of ced-7 function
strongly enhances weak cell-death defects (Reddien
et al. 2001). Two mutations, n3376 and n3380, define
new cell-death genes, as described below.

The mutations n3376 and n3380 define two new cell-
death genes: Animals carrying the mutations n3376 and
n3380 had defects in cell death (Figure 1, D and E).
Genetic mapping established that n3376 and n3380
reside at different locations on LGII (Figure 1F). Be-
cause no previously characterized C. elegans cell-death
gene is located on LGII, these mutations define new
cell-death genes. The gene defined by n3380 is a pre-
viously known gene, dpl-1 (Figure 1G, see below for
details). We named the gene defined by n3376, mcd-1
(mcd, modifier of cell death). More than 60% of double-
mutant animals carrying mcd-1(n3376) or dpl-1(n3380)
with ced-3(n2427) had all five extra VC-like cells in their
ventral cords, whereas only 4% of ced-3(n2427) single-
mutant animals had all five extra VC-like cells present
(Figure 1D). mcd-1(n3376) and dpl-1(n3380) also en-
hanced cell-death defects conferred by ced-3(n2427) in
the anterior pharynx (Table 1), indicating that these
mutations affect programmed cell death broadly rather
than specifically in the ventral cord. Furthermore, mcd-
1(n3376) and dpl-1(n3380) enhanced the cell-death defect
associated not only with the CED-3 G474R substitution
caused by the n2427 allele but also with the S446L
substitution caused by the n2447 allele (supplemental
Figure S2A at http://www.genetics.org/supplemental/).
Therefore, mcd-1(n3376) and dpl-1(n3380) are not allele-
specific enhancers of ced-3 and likely generally affect
the ability of cells to die if programmed cell death is
slightly impaired. We generated animals homozygous
for mcd-1(n3376) and dpl-1(n3380) in a wild-type ced-3
background. These animals were viable with no obvi-
ousmorphological abnormalities.mcd-1(n3376) and dpl-
1(n3380) each conferred a weak block in programmed
cell death in the presence of an intact core cell-death
execution pathway, indicating that mcd-1 and dpl-1 have
normal roles in promoting cell death (Figure 1E).

n3380 is an allele of dpl-1 DP: We mapped n3380
betweenunc-4 and dpy-10onLGII (Figure 1F,materials
and methods). We found that existing mutations in a
gene in this region, dpl-1, enhanced the cell-deathdefect
conferred by ced-3(n2427) (Table 1). dpl-1 encodes the
C. elegans ortholog of the mammalian E2F-heterodime-
rization partner DP (Ceol and Horvitz 2001). We
performed complementation tests and determined that
the dpl-1(n3316) mutation (Ceol and Horvitz 2001)
failed to complement n3380 for the enhancement of

(see text for details). The 59 end carries an SL1 trans-spliced leader sequence (see text), and the 39-UTR is !750 bp. We isolated a
deletion allele, n4005, that removes part of intron two and part of exon three of Y51H1A.6 (see materials and methods). The
red line labeled ‘‘Zn’’ depicts the zinc-finger-encoding region of mcd-1. The MCD-1 zinc-finger region amino acid sequence is
shown below the gene structure diagram. Red stars indicate the residues that define the C2H2 domain, and blue stars indicate
other residues conserved with the canonical C2H2 zinc finger. n3376 is a C-to-T mutation resulting in an H277Y substitution in the
MCD-1 protein and is indicated by a red arrowhead.
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ced-3(n2427) (Table 1 and data not shown). dpl-1 is a
class B synthetic multivulva (synMuv) gene (Ceol and
Horvitz 2001). The synMuv genes fall into three classes,
A, B, and C. Animals carrying mutations in any two genes
from different classes undergo ectopic vulval develop-
ment, the result of normally nonvulval cells adopting a
vulval fate; the resulting phenotype is termed multivulva
(Muv) (Horvitz and Sulston 1980; Ferguson and
Horvitz 1989; Ceol andHorvitz 2004).We found that
dpl-1(n3380); lin-15A(n767) animals were Muv [n767 is a
class A synMuv mutation (Ferguson and Horvitz
1989)], indicating that dpl-1(n3380) acts as a class B
synMuv mutation, like other mutations in dpl-1. We de-
termined the sequence of the dpl-1 open reading frame
in dpl-1(n3380) animals and found a C-to-T mutation
predicted to result in aQ486stop (TAA) alteration in the
595-amino-acid DPL-1 protein (Figure 1G). Together
these results indicate that n3380 is an allele of the gene
dpl-1. Because dpl-1 null alleles confer a sterile pheno-
type (Ceol and Horvitz 2001), dpl-1(n3380) is not a
null allele of dpl-1. dpl-1(n3380) conferred cell-death
defects similar to those of the dpl-1 allele n2994 and the
dpl-1 null allele n3316 (Table 1).

n3376 is an allele of a gene predicted to encode a
novel zinc-finger protein: We mapped the mutation

n3376 to a region of !75 kbp containing 13 predicted
genes (Figure 1F, see materials and methods). We in-
hibited the function of candidate genes in this region by
RNA-mediated genetic interference (RNAi) (Fire et al.
1998) and found that inhibition of Y51H1A.6, but not of
F08G2.7, Y51H1A.1, Y51H1A.2, Y51H1A.4, or Y51H1A.5,
caused enhancement of the cell-death defect of ced-
3(n2427) animals (Table 1). We defined the structure of
the Y51H1A.6 genomic locus by determining the se-
quence of a cDNA clone, yk464e11 (kindly provided by Y.
Kohara) (Figure 1H). We determined the 59 end of the
Y51H1A.6 transcript using 59RACE and found Y51H1A.6
transcripts to carry the SL1 trans-spliced leader sequence,
which is commonly found on C. elegansmRNAs (Krause
and Hirsh 1987). We identified a C-to-T mutation pre-
dicted to cause an H277Y substitution in the Y51H1A.6
protein inmcd-1(n3376) animals (Figure 1H).We isolated
a deletion allele of Y51H1A.6, n4005 (Figure 1H, mate-
rials andmethods), and found that n4005 resulted in a
phenotype similar to that of mcd-1(n3376) and failed to
complementmcd-1(n3376) for the enhancement of ced-3
(Table 1). n4005 appears to be a strong loss-of-function
allele of mcd-1. Together these findings indicate that
Y51H1A.6 is the gene defined by n3376.
The mcd-1 gene is predicted to encode a highly acidic

novel protein containing one candidate C2H2 zinc
finger and has no other significant homology to known
genes (Figure 1H, supplemental Figure S1 at http://
www.genetics.org/supplemental/). This C2H2 zinc fin-
ger (FKCAECGDGFPVMDRLCDHMIKQH) is an exact
match to canonical zinc-finger domains [Y/F-X-C-X2-4-
C-X3-F-X5-L-X2-H-X3-5-H (Wolfe et al. 2000)]. The mcd-
1(n3376) missense mutation changes the first C2H2
histidine to a tyrosine (Figure 1H), indicating that the
MCD-1 zinc finger is important for the MCD-1 cell-death
function. Zinc-finger domains can interact with DNA
(Wolfe et al. 2000) and mediate protein–protein inter-
actions (Mackay and Crossley 1998).
efl-1 E2F and lin-35 Rb promote cell death: Given that

dpl-1 acts inC. elegansdevelopment with the E2F-like gene
efl-1 and the Rb-like gene lin-35 (Lu and Horvitz 1998;
Ceol and Horvitz 2001; Page et al. 2001), we asked
whether these and other dpl-1-interacting genes also
affect programmed cell death. DP-1 from mammals can
bind to and promote DNA-binding by E2F-1 (Girling
et al. 1993;Helin et al. 1993). E2Fproteins can affectDNA
replication, cell-cycle progression, and development in
mammals (Helin 1998; Bracken et al. 2004) and can
interact with the tumor-suppressor protein pRb (Dyson
1998). E2Fproteins canpromote programmedcell death
(HarbourandDean2000b).We found that, likedpl-1DP,
efl-1 E2F and lin-35 Rb promoted programmed cell death
(Table 2A; supplemental Figure S2, B and C, at http://
www.genetics.org/supplemental/). Because mutations
in efl-1 confer sterility, we studied the role of efl-1 E2F in
programmed cell death using RNAi. RNAi of efl-1
enhanced the weak cell-death defects conferred by

TABLE 1

n3376 and n3380 affect many programmed cell deaths and
are mutations in Y51H1A.6 and dpl-1, respectively

Genotype
No. of extra cells

(anterior pharynx)a

Wild type 0.1 6 0.1 (n ¼ 20)
ced-3(n2452) 11.0 6 0.4 (n ¼ 20)
ced-3(n2427)b 1.8 6 0.2 (n ¼ 40)
dpl-1(n3380); ced-3(n2427)b 6.1 6 0.4 (n ¼ 20)
mcd-1(n3376); ced-3(n2427)b 5.9 6 0.4 (n ¼ 20)
dpl-1(n3380)b 0.2 6 0.1 (n ¼ 20)
mcd-1(n3376)b 0.6 6 0.2 (n ¼ 30)
dpl-1(n2994); ced-3(n2427)b 6.1 6 0.4 (n ¼ 20)
dpl-1(n3316 (M1));

ced-3(n2427)b,c,d
3.7 6 0.7 (n ¼ 9)

dpl-1(n3316 (Mn3316/n3380));
ced-3(n2427)b,c,e

7.3 6 0.7 (n ¼ 10)

Y51H1A.6(RNAi); ced-3(n2427)b 6.3 6 0.5 (n ¼ 15)
mcd-1(n4005)b 1.0 6 0.2 (n ¼ 20)
mcd-1(n4005); ced-3(n2427) 5.9 6 0.3 (n ¼ 40)
mcd-1(n3376/n4005); ced-3(n2427)b 6.5 6 0.7 (n ¼ 6)

a The number of extra cells in the anterior pharynx of L3
larvae was determined using Nomarski optics (Hengartner
et al. 1992; Shaham et al. 1999). In the wild type, 16 cells un-
dergo programmed cell death in this region. Data are means
6 standard errors of the means.

b This strain was also homozygous for nIs106.
c This strain was also homozygous for dpy-10(e128).
d (M1) indicates that the parental genotype of these ani-

mals was heterozygous for the mutation.
e (Mn3316/n3380) indicates that the parental genotype of

these n3316/n3316 animals was n3316/n3380.
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ced-3(n2427). Perturbation of a second C. elegans E2F-like
gene, efl-2, caused no observed cell-death defects (data
not shown). We studied the role of lin-35 Rb in pro-
grammed cell death using the putative null allele n745.
Enhancement of a weak cell-death defect was caused by
lin-35(n745) (Table 2A), as well as by RNAi of lin-35 and
byother putative lin-35null alleles (supplemental Figure
S2C anddata not shown).Our data suggest that dpl-1, lin-
35, and efl-1 act together in programmed cell death as
they do in vulval development. The cell-death defects of
dpl-1 mutants were stronger than those of efl-1(RNAi)
animals or of animals carrying a putative lin-35 null
allele, n745 (Lu and Horvitz 1998), for unknown
reasons. Disruption of the class B synMuv genes lin-37
and lin-52 also enhanced ced-3(n2427) (Table 2A, sup-
plemental Figure S2D). lin-52(n771) more strongly en-
hanced the cell-death defect conferred by ced-3(n2427)
in the anterior pharynx than in the ventral cord (Table
2A, supplemental Figure S2D). lin-37 encodes a protein
similar to theMyb-interactingMip40 protein (Korenjak

et al. 2004) and can physically interact with LIN-53
RbAP48, an Rb-interacting protein (Walhout et al.
2000). lin-52 encodes a novel protein with similarity to
proteins of unknown function in humans and Drosoph-
ila (Thomas et al. 2003).

Disruption of class B synMuv genes—lin-9, lin-15B, lin-
36, or lin-53—orany of the class A synMuv genes lin-8, lin-
15A, lin-38, or lin-56didnot enhance ced-3(n2427) (Table
2B). Therefore, the synMuv genes likely do not control
a single process that affects both vulval cell fate and cell
death. Rb-associated proteins have been found in mul-
tiple complexes, including a nucleosome-remodeling
and histone-deacetylase complex (NuRD) (Xue et al.
1998) and two complexes from Drosophila containing
the transcription factor Myb and multiple class B
synMuv-like proteins (Myb–MuvB and dREAM) (Lewis
et al. 2004). We failed to detect a cell-death role for
candidate C. elegans components of a NuRD complex
(Table 2B): hda-1 (Lu and Horvitz 1998), let-418 (von
Zelewsky et al. 2000), chd-3 (von Zelewsky et al. 2000),
lin-40 (egr-1) (Solari et al. 1999; Chen and Han 2001b),
and egl-27 (Solari et al. 1999). We also failed to detect a
cell-death role for lin-9, which encodes a protein similar
to a component of the Myb–MuvB and dREAM com-
plexes (Table 2B). Together, our results suggest that
DPL-1 DP, EFL-1 E2F, LIN-35 Rb, LIN-52, and LIN-37
Mip40 define a novel association of class B synMuv pro-
teins that act to promote programmed cell death. Be-
cause of lethality associated with strong loss-of-function
alleles of multiple C. elegans genes encoding candidate
NuRD, Myb–MuvB, and dREAM complex components,
we examined animals with incomplete loss of function
for some genes (Table 2B). Roles for essential candidate
NuRD, Myb–MuvB, and dREAM complex components
in programmed cell death therefore remain possible.

Because the synMuv genes act antagonistically to let-60
Ras in vulval development (Ferguson et al. 1987; Beitel
et al. 1990; Han and Sternberg 1990; Sternberg and
Han 1998), we asked whether the dpl-1 gene acts
antagonistically to let-60 Ras in cell death. Null alleles
of let-60 confer maternally rescued larval lethality and
zygotically suppress the synMuv phenotype conferred by
dpl-1mutants (Ceol and Horvitz 2001). We examined
homozygous let-60(n1876) animals from heterozygous
mothers. let-60(n1876) did not significantly affect the
cell-death phenotype of ced-3(n2427) animals and did
not suppress the enhanced cell-death defect of dpl-
1(n3380); ced-3(n2427) animals (supplemental Figure
S2E at http://www.genetics.org/supplemental/). These
observations indicate that dpl-1 does not promote cell
death by antagonizing Ras signaling.

dpl-1 and mcd-1 might act together and with lin-35 Rb
and efl-1 E2F to promote cell death: Toaskwhetherdpl-1
and mcd-1 act together or separately with one another
and with lin-35 and efl-1 to promote cell death, we assayed
the number of extra cells conferred by ced-3(n2427)
in the anterior pharynges of appropriate double- and

TABLE 2

efl-1 E2F and lin-35 Rb promote cell death

Genotype
No. of extra cells

(anterior pharynx)a

A. Loss of function of efl-1, lin-35, lin-37, and lin-52 decreases
cell death

ced-3(n2427)b 1.8 6 0.2 (n ¼ 40)
ced-3(n2427); efl-1(RNAi)b 4.8 6 0.3 (n ¼ 30)
lin-35(n745); ced-3(n2427)b,c 5.1 6 0.4 (n ¼ 20)
lin-37(n758); ced-3(n2427)b 5.5 6 0.5 (n ¼ 15)
lin-52(n771); ced-3(n2427)b,d 4.5 6 0.3 (n ¼ 35)

B. Loss of function of many synMuv genes and putative NuRD
complex-encoding genes does not perturb cell death

ced-3(n2427)b 1.8 6 0.2 (n ¼ 40)
lin-8(n111); lin-9(n112); ced-3(n2427)b 1.3 6 0.3 (n ¼ 20)
ced-3(n2427); lin-15(n767)e 1.6 6 0.3 (n ¼ 20)
lin-38(n751); lin-9(n112); ced-3(n2427)b,f 2.3 6 0.3 (n ¼ 14)
lin-56(2728); ced-3(n2427); lin-15(n744) 1.8 6 0.2 (n ¼ 20)
lin-8(n111); lin-36(n766); ced-3(n2427)b,d 1.1 6 0.3 (n ¼ 20)
lin-53(n833); ced-3(n2427)g,h 2.7 6 0.4 (n ¼ 20)
hda-1(e1795 M1); ced-3(n2427)b,i 2.0 6 0.4 (n ¼ 20)
ced-3(n2427); let-418(s1617 M1)b,i,j 1.5 6 0.3 (n ¼ 29)
ced-3(n2427); chd-3(eh4) 2.3 6 0.4 (n ¼ 20)
ced-3(n2427); lin-40(s1593 M1)b,i,j 0.7 6 0.2 (n ¼ 15)
egl-27(n170); ced-3(n2427)b,k 1.0 6 0.2 (n ¼ 20)

a The number of extra cells was determined as described in
Table 1.

b This strain was also homozygous for nIs106.
c This strain was also homozygous for unc-13(e1091).
d This strain was also homozygous for unc-32(e189).
e This strain was also homozygous for lin-61(n3446).
f This strain was also homozygous for unc-52(e444).
g This strain was also homozygous for dpy-5(e61).
h This strain was also heterozygous for nIs106.
i (M1) is described in Table 1.
j This strain was also homozygous for unc-46(e177).
k This strain was also homozygous for unc-4(e120).
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triple-mutant animals. dpl-1, mcd-1, lin-35, and efl-1 did not
appear to act additively (Table 3B, supplemental Table
S2B at www.genetics.org/supplemental/). dpl-1(n3380)
mcd-1(n3376) animals had slightly more extra cells in
their ventral cords than did dpl-1(n3380) ormcd-1(n3376)
single-mutant animals (supplemental Figure S2F at
www.genetics.org/supplemental/) but not in their ante-
rior pharynges (supplemental Table S2B). Furthermore,
dpl-1(n3380) mcd-1(n3376); ced-3(n2427) and dpl-1(n3380)
mcd-1(n4005); ced-3(n2427) animals did not have more
extra cells in their anterior pharynges than did dpl-
1(n3380); ced-3(n2427) and mcd-1(n3376); ced-3(n2427)
or mcd-1(n4005); ced-3(n2427) animals (Table 3B). That
dpl-1(n3380) and mcd-1(n3376) or mcd-1(n4005) can con-

fer additive defects with other mutations that caused
similar levels of cell-death defects (ced-1, ced-8, and ced-9,
see below, Table 3C) indicates that changes in cell-killing
efficiency are within the detectable range of this assay.
Thus, dpl-1, mcd-1, lin-35, and efl-1 might act together to
promote cell death.
dpl-1 and mcd-1 promote cell death in a manner

independent of ced-1 and ced-8: We asked whether dpl-1
and mcd-1 act together with other subtle cell-death
regulators. Mutations in engulfment genes (e.g., ced-1)
can decrease cell killing (Reddien et al. 2001). Mutations
in ced-8 cause adelay in cell death, enhanceweak alleles of
ced-3, and cause very weak defects in cell killing on their
own (Stanfield and Horvitz 2000). We observed that
mutations inmcd-1 and dpl-1 enhanced cell-killing defects
conferred by ced-1(e1735) or ced-8(n1891) (Table 3C).
Because ced-1(e1735) and ced-8(n1891) are both null or
strong loss-of-function alleles (Stanfield and Horvitz
2000; Zhou et al. 2001), our data indicate that mcd-1 and
dpl-1 act independently from ced-8 and ced-1. Further-
more, we examined doubly mutant strains carrying a
wild-type ced-3 locus and observed enhanced cell-death
defects: ced-1(e1735); dpl-1(n3380) animals, ced-1(e1735);
mcd-1(n3376) animals, dpl-1(n3380); ced-8(n1891) animals,
and mcd-1(n3376); ced-8(n1891) animals had defects in
cell killing greater than those seen in the single mutants
(supplemental Table S2C and supplemental Figure S2F
at www.genetics.org/supplemental/). In addition, n3376
and n3380 did not cause defects in engulfment. These
results indicate that dpl-1 and mcd-1 control one of mul-
tiple parallel processes that redundantly and signifi-
cantly contribute to cell death.
dpl-1 and mcd-1 do not promote cell death through

regulation of ced-9: The egl-1 gene is required for
essentially all programmed cell death in C. elegans and
can be transcriptionally upregulated to promote pro-
grammed cell death (Conradt and Horvitz 1998,
1999). BecauseDP, Rb, andE2F can act in transcriptional
regulation andmcd-1 has a zinc-finger domain, we sought
to determine whether these genes might affect egl-1
expression. egl-1 acts upstream of ced-9 (Conradt and
Horvitz 1998). To determine whether dpl-1 and mcd-1
act downstream or upstream of the death-inhibiting role
of ced-9, we asked whether mutations in these genes
could enhance ced-3(n2427) in the absence of ced-9
function using the ced-9 null allele n2812 (Table 3C).
ced-9 has both a death-inhibiting and a death-promoting
role (Hengartner andHorvitz 1994a). We found that
ced-3(n2427) animals had on average 1.8 extra cells in
their anterior pharynges, while ced-9(n2812); ced-3(n2427)
animals had 6.3 extra cells (Table 3A). Triple-mutant
animals with ced-9(n2812); ced-3(n2427) in addition to
mcd-1(n3376) or dpl-1(n3380) had an enhanced number
of extra cells (9.4 and 10.6, respectively, Table 3C). By
contrast, null alleles of egl-1 do not enhance the cell-
killing defects of ced-9(n2812); ced-3(n2427) double
mutants (Conradt and Horvitz 1998). These results

TABLE 3

dpl-1 DP, mcd-1, efl-1 E2F, and lin-35 Rb define a new class of
cell-death-promoting genes that act together and that do not

inhibit ced-9 or act together with ced-1 or ced-8

Genotype
No. of extra cells

(anterior pharynx)a

A. Mutations that enhance cell death defects caused by ced-
3(n2427)

ced-3(n2427)b 1.8 6 0.2 (n ¼ 40)
dpl-1(n3380); ced-3(n2427)b 6.1 6 0.4 (n ¼ 20)
mcd-1(n3376); ced-3(n2427)b 5.9 6 0.4 (n ¼ 20)
mcd-1(n4005); ced-3(n2427)b 5.9 6 0.3 (n ¼ 40)
efl-1(RNAi); ced-3(n2427)b,c 4.9 6 0.5 (n ¼ 20)
lin-35(n745); ced-3(n2427)b,d 5.1 6 0.4 (n ¼ 20)
ced-1(e1735); ced-3(n2427)b 5.9 6 0.4 (n ¼ 30)
ced-3(n2427); ced-8(n1891) 5.7 6 0.3 (n ¼ 45)
ced-9(n2812); ced-3(n2427)e 6.3 6 0.5 (n ¼ 30)

B. Combinations of mutations that do not cause additive
defects

dpl-1(n3380) mcd-1(n3376); ced-3(n2427)b,f,g 5.9 6 0.2 (n ¼ 67)
dpl-1(n3380) mcd-1(n4005); ced-3(n2427)b,f 5.4 6 0.3 (n ¼ 25)
dpl-1(n3380); efl-1(RNAi); ced-3(n2427)b,c 6.6 6 0.4 (n ¼ 20)
mcd-1(n3376); efl-1(RNAi); ced-3(n2427)b,c 6.2 6 0.4 (n ¼ 20)
lin-35(n745); dpl-1(n3380); ced-3(n2427)b,d 6.5 6 0.4 (n ¼ 20)
lin-35(n745); mcd-1(n3376); ced-3(n2427)b 6.4 6 0.4 (n ¼ 20)

C. Combinations of mutations that cause additive defects
ced-1(e1735); dpl-1(n3380); ced-3(n2427)b,f 9.6 6 0.3 (n ¼ 20)
ced-1(e1735); mcd-1(n3376); ced-3(n2427)b 8.8 6 0.3 (n ¼ 40)
dpl-1(n3380); ced-3(n2427); ced-8(n1891) 8.5 6 0.4 (n ¼ 25)
mcd-1(n3376); ced-3(n2427); ced-8(n1891) 9.0 6 0.5 (n ¼ 20)
dpl-1(n3380); ced-9(n2812); ced-3(n2427)b 10.6 6 0.3 (n ¼ 45)
mcd-1(n3376); ced-9(n2812); ced-3(n2427)b,e 9.4 6 0.4 (n ¼ 45)

a The number of extra cells was determined as described in
Table 1.

b This strain was also homozygous for nIs106.
c The gene efl-2 was also inhibited by RNAi in this strain. Be-

cause two E2F-like genes have been identified in C. elegans
(Ceol and Horvitz 2001) it is possible that efl-1 and efl-2 act
partially redundantly for some processes; we therefore in-
hibited both genes.

d This strain was also homozygous for unc-13(e1091).
e This strain was also homozygous for unc-30(e191).
f This strain was also homozygous for unc-4(e120).
g This strain was also homozygous for rol-1(e91).
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indicate that dpl-1 and mcd-1 have cell-death-promoting
activity downstream of or independent of the cell-death
protective activity of ced-9. In addition, the data indicate
that dpl-1 and mcd-1 act independently from the cell-
death-promoting activity of ced-9. Because egl-1 acts to
inhibit ced-9, dpl-1 andmcd-1 likely do not promote death
by regulating egl-1 transcription.

dpl-1 and mcd-1 can affect cells fated to live: Embryos
lackingmaternal and zygotic ced-9undergo excessive pro-
grammed cell death and die; i.e., in such embryos cells
that are normally fated to live instead die (Hengartner
et al. 1992). This lethality can be suppressed by muta-
tions in the killer genes ced-3 and ced-4 (Hengartner
et al. 1992). To determine if perturbation of dpl-1 and
mcd-1 can affect the ectopic programmed cell death of
cells that normally live, we utilized the observation that
animals carrying both the ced-9(n1653) temperature-
sensitive allele and the ced-4(n2273) mutation confer
a synthetic maternal-effect lethality caused by excessive
programmed cell death (Shaham and Horvitz 1996a).
The ced-4(n2273) mutation affects ced-4 splicing and
affects production of the minor cell-death inhibitory
CED-4L product; therefore, ced-9(n1653) ced-4(n2273)
animals might confer synthetic lethality as a result of a
reduction of both ced-9 death-inhibitory function and
ced-4L death-inhibitory function (Shaham andHorvitz
1996a). ced-9(n1653) ced-4(n2273) synthetic maternal-
effect lethality can be suppressed by mutations that oth-
erwise cause a very weak cell-death defect (E. Speliotes
and H. R. Horvitz, unpublished results), suggesting
that cells that normally live are poised between life and
death in these animals.We found that either dpl-1(n3380)
or mcd-1(n3376) partially suppressed the synthetic lethal-
ity conferred by ced-9(n1653) ced-4(n2273) (Table 4). dpl-
1(n3380) or mcd-1(4005) also partially suppressed the
maternal-effect lethality conferred by the ced-9 partial

loss-of-function mutant ced-9(n1950 n2161) (Table 4).
Therefore, dpl-1 and mcd-1 likely are active in cells
that normally live and can promote the ability of such
cells to die when cell-death inhibitory activity is reduced.
Cell deaths in C. elegans are normally invariant among
individuals (Sulston and Horvitz 1977). Our obser-
vations indicate that dpl-1 and mcd-1 likely do not act to
mediate the effects of lineage-regulated factors that
specify cell death, because these genes can affect the
ability of any cell to die. This hypothesis is supported by
our direct observation of the cell-death process in mcd-1
and dpl-1 mutants using Nomarski optics (see below).

Cells can initiate the death process and recover in
dpl-1(n3380) and mcd-1(n4005) animals: We directly
observed cell death within the P9, P10, and P11 neuro-
blast lineages in dpl-1(n3380) andmcd-1(n4005) animals.
Animals also carried the Plin-11 gfp reporter, allowing us
to determine whether any Pn.aap cell ultimately sur-
vived and differentiated. We observed no defect in cell
division patterns [dpl-1(n3380), n¼ 8 and mcd-1(n4005),
n ¼ 6]. We observed that the cell-death process could
initiate and be followed by episodic changes in the
morphology of the dying cells (Figure 2, A and B). Some
cells ultimately survived following these episodic mor-
phological changes. Specifically, 4 of 24 Pn.aap cells
failed to die in the time period observed in dpl-1(n3380);
Plin-11 gfp animals, and all 4 of these cells expressed GFP.
Four of 18 Pn.aap cells failed to die in the time period
observed in mcd-1(n4005); Plin-11 gfp animals, and 3 of
these cells expressed GFP. The initiation of cell con-
densation during cell death requires the CED-3 caspase
(Reddien et al. 2001). Therefore, we suggest that cells
lacking normal dpl-1 or mcd-1 function can occasionally
recover following the activation of CED-3 and the ini-
tiation of morphological changes associated with the
cell-death process (Figure 2C).

TABLE 4

mcd-1(n3376) and dpl-1(n3380) suppress ced-4(n2273) ced-9(n1653) and ced-9(n1950 n2161) maternal-effect lethality

Maternal genotype Genotypea No. of viable progeny (n)b

ced-4(n2273) ced-9(n1653)/qC1 ced-4(n2273) ced-9(n1653) 0 (many)
mcd-1(n3376); ced-4(n2273) ced-9(n1653)/qC1 mcd-1(n3376); ced-4(n2273) ced-9(n1653) 4.9 6 3.1 (n ¼ 20)
dpl-1(n3380); ced-4(n2273) ced-9(n1653)/qC1 dpl-1(n3380); ced-4(n2273) ced-9(n1653) 18.5 6 12.1 (n ¼ 15)

Maternal genotype Genotypea No. of hatched progeny (n)c

unc-69(e587) ced-9(n1950 n2161)/qC1 unc-69(e587) ced-9(n1950 n2161) 0.0 6 0.0 (n ¼ 6)
dpl-1(3380); unc-69(e587) ced-9(n1950 n2161)/qC1 dpl-1(3380); unc-69(e587) ced-9(n1950 n2161) 29.4 6 14.0 (n ¼ 12)
mcd-1(n4005); unc-69(e587) ced-9(n1950 n2161)/qC1 mcd-1(n4005); unc-69(e587) ced-9(n1950 n2161) 18.1 6 11.0 (n ¼ 12)

All animals were homozygous for nIs106.
a ced-4(n2273) ced-9(n1653)/ced-4(n2273) ced-9(n1653) animals were recognized by the fact that they had extra VC-like cells in the

ventral cord (data not shown). Animals with four or five extra VC-like cells were picked as ced-4(n2273) ced-9(n1653)/ced-4(n2273)
ced-9(n1653) animals. unc-69(e587) ced-9(n1950 n2161) homozygous animals were recognized by their Unc-69 phenotype. The dpl-
1(n3380); unc-69(e587) ced-9(n1950 n2161)/qC1 strain was also homozygous for unc-30(e191).

b The number of progeny was determined by counting larval stage 3 (L3) or older animals on plates 4 days after young adults
were placed onto petri plates. Data are means 6 standard deviations.

c dpl-1(3380); unc-69(e587) ced-9(n1950 n2161) and mcd-1(n4005); unc-69(e587) ced-9(n1950 n2161) animals arrested as larvae ap-
proximately the size of L1 larvae. We therefore quantified the number of larvae present. Data are means 6 standard deviations.
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dpl-1 and mcd-1 do not affect CED-3 caspase-
independent death: Strong loss-of-function alleles of
ced-3, including a deletion allele that completely lacks
the CED-3 protease-encoding region, ced-3(n2452), do
not completely block programmed cell death (Shaham
et al. 1999). For example, ced-1(e1735); ced-3(n2452) ani-
mals generated a few apparent cell corpses: 7 of 50 ani-
mals had two or more corpses in the heads of L1 larvae,
suggesting that a low level of cell death can occur inde-
pendently of the ced-3 caspase. mcd-1 and dpl-1 had no
effect on these ced-3-independentdeaths: 8of 50L1 larvae
had two or more corpses, and 6 of 50 animals had two or
more corpses in ced-1(e1735); mcd-1(n3376); ced-3(n2452)
and ced-1(e1735); dpl-1(n3380); ced-3(n2452) animals, re-
spectively. We therefore suggest that dpl-1 and mcd-1 pro-
mote cell death by affecting a process controlled by the
CED-3 caspase rather than by acting independently from
and parallel to CED-3 activity.

Loss of mcd-1 function confers synthetic lethality
with mutations in lin-35 Rb and other class B synMuv
genes: Reduction of mcd-1 function by deletion or RNAi
did not cause notable growth defects as compared to the
wild type. However, perturbation of mcd-1 function in
combination with mutations in some class B synMuv
genes conferred synthetic lethality (larval arrest) or slow
growth (Table 5A). Specifically, RNAi of mcd-1 and mcd-
1(n4005) synthetically caused 100%arrest during the first
larval stage of lin-9(n112), lin-15B(n744), lin-35(n745), lin-
37(n758), and lin-54(n2231) animals, slow larval growthof
lin-53(n833) animals, and slow growth and some larval
arrest of animals carrying mutations in dpl-1 and lin-13.
mcd-1(n4005) also synthetically caused slow larval growth
in animals carrying amutation in the class C synMuv gene
mys-1 (Table 5A). Additionally, an L1-arrest phenotype
was observed in mcd-1(n4005) animals when the class B
synMuv genes lin-54, dpl-1, lin-9, or lin-37were inactivated
by RNAi. mcd-1(n4005) and RNAi of mcd-1 did not cause

synthetic lethality with the class B synMuv mutations tam-
1(cc567), lin-36(n766), or lin-52(n771) (Table 5B) or with
the class A synMuvmutations lin-8(n2731), lin-15A(n767),
lin-38(n751), or lin-56(n2728) (Table 5C). lin-36(n766)
and lin-52(n771) are nonnull alleles (Thomaset al. 2003).
RNAi of mcd-1 did not cause a synMuv phenotype in
combination with the class B mutations lin-36(n766) and
lin-52(n771). These results indicate that mcd-1 acts re-
dundantly with most but not all class B synMuv genes for
growth and viability.

DISCUSSION

From a screen for mutations that enhanced the cell-
death defect caused by a weak ced-3 allele we identified
two new positive regulators of programmed cell death in
C. elegans, mcd-1 and dpl-1. mcd-1 encodes a novel zinc-
finger protein that acts together with the dpl-1 DP gene.
Because DP is the dimerization partner for the E2F
transcription factor in mammals (Girling et al. 1993;
Helin et al. 1993), these genes likely affect C. elegans cell
death via transcription. DP and E2F can act together
with Rb and a number of chromatin regulators in tran-
scriptional repression (Harbour and Dean 2000a). A
large number of genes encoding proteins implicated in
chromatin remodeling have been identified inC. elegans
that act together with dpl-1 DP in regulating vulval de-
velopment. These genes, called ‘‘synMuv’’ for their syn-
thetic multivulva loss-of-function phenotype (Ferguson
and Horvitz 1989), number at least 27. We found that a
few of these genes promote cell death; these genes
encode an E2F-like protein (EFL-1), an Rb-like protein
(LIN-35), a Mip40-like protein (LIN-37), and one novel
protein with similarity to proteins in humans and
Drosophila (LIN-52). Therefore, a DP/E2F-like hetero-
dimeric transcription factor probably acts together with
an Rb-like protein, the MCD-1 zinc-finger protein, a

Figure 2.—Abnormalities in the cell-death process in dpl-1(n3380) and mcd-1(n4005) animals. (A) P9.aap in a dpl-1(n3380);
nIs106 animal was condensed 2 hr 10 min after its generation. By 4 hr 10 min after its generation, P9.aap had recovered and
appeared morphologically normal; 36 hr later, P9.aap expressed Plin-11gfp. P9.aap is indicated by an arrow. Anterior, left. Posterior,
right. Dorsal, top. Ventral, bottom. In the 4-hr 10-min image anterior is right and posterior is left. (B) P11.aap in an mcd-1(n4005);
nIs106 animal condensed 3 hr 22 min after its generation. This cell had first displayed attributes of a dying cell 1 hr 35 min after its
generation. Three hours 27 min after generation P11.aap recovered, and P11.aaap had normal nuclear morphology. Three hours
42 min after generation, P11.aap condensed, and P11.aaap was condensed as well. Three hours 47 min after generation, P11.aap
recovered. P11.aap was observed until 5 hr 25 min after generation without any further obvious attempts at death. Thirty-six hours
later, no GFP fluorescence was detected in the P11 region, indicating that this cell either failed to express lin-11 or ultimately died.
P11.aap is indicated by a black arrow and P11.aaap is indicated by a red arrow. Anterior, left. Posterior, right. Dorsal, bottom.
Ventral, top. (C) Model for the effects of dpl-1 and mcd-1 on cell killing. Top, in a cell specified to die in wild-type animals,
the CED-3 caspase is activated and the MCD-1 Zn finger, DPL-1 DP, LIN-35 Rb, EFL-1 E2F, LIN-37 Mip40, and LIN-52 dLin52
proteins mediate transcriptional regulation of unknown targets to allow cell death to occur. Middle, in the absence of the
CED-3 caspase, cells fail to display the morphological alterations characteristic of cell death. Bottom, in the absence of mcd-1
or dpl-1, CED-3 is still activated and initiates the cell-death process. The execution of cell death occasionally fails, and cells
can survive and differentiate. (D) Multiple activities function independently and additively to promote cell death. The MCD-1
Zn finger, DPL-1 DP, LIN-35 Rb, EFL-1 E2F, LIN-37 Mip40, and LIN-52 dLin52 proteins define a transcriptional regulatory activity
that promotes cell death. This activity functions in an additive manner with the cell-killing activity of the CED-9 Bcl-2 and CED-8
XK proteins, as well as with the genes that control the process of engulfment to promote cell death. Multiple other activities could
exist and act in a similar additive manner to control cell-death execution.
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Mip40-like protein, and the LIN-52 protein to promote
cell death in C. elegans via transcriptional regulation.

E2F and Rb proteins have roles in cancer and effects
on cell death in mammals (Harbour and Dean 2000b;
Sherr and McCormick 2002). Similar to the case in
C. elegans, loss of function of E2F-1 in mice leads to re-
duced cell death (Field et al. 1996; Yamasaki et al. 1996).
However, in contrast to C. elegans, in the mouse loss of Rb
function leads to increased cell death (Morgenbesser
et al. 1994;Macleod et al. 1996). It is possible that Rb-like
genes promote cell death inmammals but that this defect
is obscured by cell-cycle abnormalities; cell-cycle abnor-

malities are known to trigger cell death in mammals
(Evan and Littlewood 1998). In C. elegans, an E2F-like
and an Rb-like protein act together, rather than antago-
nistically, to regulate vulval development (Ceol and
Horvitz 2001), the cell cycle (Boxem and van den
Heuvel 2002), and cell death (this work). Because
E2F-4 and E2F-5 are known to act together with Rb to
mediate transcriptional repression inmammals (Frolov
and Dyson 2004), some of the mammalian Rb and E2F
genes might act together to promote cell death, as
observed in C. elegans.
How might dpl-1, mcd-1, lin-35, efl-1, lin-37, and lin-52

affect C. elegans cell death? RbandE2F/DParecell-cycle
regulators, and a misregulated cell cycle can trigger
cell death in mammals (Evan and Littlewood 1998).
However, our data are inconsistent with the hypothesis
that cell-cycle abnormalities account for the enhanced
cell-death defects we observed. For example, the P9–11
neuroblast lineages in dpl-1 andmcd-1mutants were gross-
ly normal (i.e., no cell-cycle arrest or aberrant division
patterns were observed; dpl-1(n3380); nIs106, n ¼ 8; mcd-
1(n4005); nIs106, n ¼ 6). Furthermore, cell-cycle roles
have been identified in C. elegans for a subset of synMuv
genes, including lin-35 Rb, dpl-1 DP, efl-1 E2F, lin-9 ALY,
lin-15B, and lin-36 (Boxem and van den Heuvel 2001,
2002), but this subset does not match the subset of
synMuv genes that affects cell death. Specifically, not all
synMuv genes that affect the cell cycle affect cell death
(lin-9, lin-15, lin-36), and a synMuv gene that does not
affect the cell cycle can affect cell death (lin-37). Many
class B synMuv genes probably have multiple functions
in development, such as regulation of the cell cycle and
regulation of cell fate. For example, many synMuv genes
havenoobserved effect on the cell cycle and act together
with synMuv genes like dpl-1, lin-35, and efl-1 to regulate
vulval cell fates. We propose that dpl-1,mcd-1, efl-1, lin-35,
lin-37, and lin-52 act together to regulate cell death via
transcriptional regulation of specific targets that affect
the cell-death process rather than act nonspecifically to
affect cell death as a consequence of effects on the cell
cycle. Mammalian Rb and E2F-like proteins probably
also have non-cell-cycle roles (Landsberg et al. 2003;
Frolov and Dyson 2004).
There are multiple mammalian candidate E2F/DP

transcriptional targets that could interface with the cell-
death pathway. For example, E2F can trigger cell death
via transcriptional activation of the p53 tumor-suppressor
gene (Harbour and Dean 2000b). However, we ob-
served that a putative null allele of the C. elegans P53-like
gene cep-1 (Derry et al. 2001; Schumacher et al. 2001)
failed to cause enhancement of the cell-death defects in
ced-3(n2427) animals (data not shown). E2F genes can
also regulate transcriptionof caspase (Muller et al.2001)
and the Apaf-1 (Moroni et al. 2001) genes. No clear
candidateEFL-1binding sites are readily apparent in ced-3
or ced-4 regulatory regions that are evolutionarily con-
servedwith the related speciesC. briggsae. The initiationof

TABLE 5

mcd-1 loss of function causes synthetic lethality with some
class B synMuv mutations

Genotype Growth phenotypea

A. Some class B and C synMuv mutations cause synthetic
growth and viability defects with mcd-1(n4005)

mcd-1(n4005) Viableb

lin-53(n833); mcd-1(n4005)c Slow growthd

mcd-1(n4005); lin-13(n770) Slow growthd

mcd-1(n4005); lin-54(n2231) Slow growthd

dpl-1(n3380) mcd-1(n4005)e Slow growthd,f

mcd-1(n4005); lin-9(n112) L1 arrestg

lin-35(n745); mcd-1(n4005) L1 arrestg

mcd-1(n4005); lin-37(n758) L1 arresth

mcd-1(n4005); mys-1(n3681) Slow growthd

B. Some class B synMuv mutations do not cause synthetic
lethality with mcd-1(n4005)

mcd-1(n4005); lin-36(n766) Viable
mcd-1(n4005); lin-52(n771) Viable
mcd-1(n4005); tam-1(cc567)i Viable

C. Class A synMuv mutations do not cause synthetic lethality
with mcd-1(n4005)

lin-8(n2731) mcd-1(n4005) Viable
mcd-1(n4005); lin-15A(n767) Viable
lin-38(n751) mcd-1(n4005) Viable
lin-56(n2728) mcd-1(n4005) Viable

a The growth phenotype was assayed at 20" and 25" by pick-
ing L4 larvae and quantifying the time until.50% of the next
generation reached the L4 larval stage.

b Viable strains can be maintained and have a growth phe-
notype of between 3 and 3.5 days.

c Strain also contained dpy-5(e61).
d The development of this strain was delayed 2 days as com-

pared to the mcd-1 single-mutant strain or the respective class
B synMuv mutant strain at 20".

e Strain also contains unc-4(e120).
f dpl-1(n3380) unc-4 mcd-1(n4005) animals were homozygous

viable and slow growing at 20". At 25" the strain could not be
maintained after 24 days with infertile adults, sick slow-growing
larvae, and some arrested larvae.

g One hundred percent of the animals arrested as larvae in
size similar to that of L1 larvae, whereas the mcd-1 single-mutant
and the respective class B synMuv mutant strains do not.

h At 20" animals were small, infertile Muv adults, sick slow-
growing larvae, or arrested larvae. At 22.5" and 25", 100% of
the animals arrested as larvae in size similar to that of L1 larvae.

i Strain also contained unc-46(e177).
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cell death in C. elegans is known to involve transcription
(Metzstein et al. 1996; Metzstein and Horvitz 1998;
Conradt and Horvitz 1999; Thellmann et al. 2003),
raising the possibility that dpl-1, mcd-1, and interacting
genes regulate the transcription of egl-1 to promote cell-
death initiation. However, multiple lines of evidence are
inconsistent with this hypothesis. First, egl-1 acts up-
stream of the cell-death inhibitory ced-9 gene (Conradt
andHorvitz 1998), and dpl-1 andmcd-1 donot. Second,
dpl-1 andmcd-1donot act only in cells fated to die. Third,
cells that fail to die in dpl-1 and mcd-1 mutants display
morphological changes reflecting attempts at cell death
rather than a complete failure to initiate cell death. dpl-1
and mcd-1 therefore likely control the death process
rather than the life vs. death decision-making process.
We do not know whether dpl-1 and mcd-1 act to control
the activity of the core cell-death-execution pathway
(CED-9, CED-4, CED-3) or act independently. Our data
indicate dpl-1 and mcd-1 do not mediate the effects of
engulfment on cell death and do not act together with
ced-8; engulfment and ced-8 are other known cell-death
contributing factors. Because loss of function of mcd-1
and dpl-1 did not perturb the low level of cell death that
occurs independently of the CED-3 caspase, these genes
likely function in a pathway with CED-3.

MCD-1 is a novel regulator of cell death and is
synthetically required for viability with the LIN-35 Rb
tumor suppressor: MCD-1 has a single C2H2 zinc finger
and no obvious homology to other domains or proteins
in existing databases. Because caspases execute the
death process, modulators of cell death are candidate
caspase targets for proteolysis.However,MCD-1does not
contain candidate CED-3 cleavage sites conserved in the
related species C. briggsae. Many uncharacterized zinc-
finger proteins exist in mammals, one or more of which
could share functional similarities with MCD-1. Given
known functions for C2H2 zinc fingers, MCD-1 could be
a DNA-binding protein or be involved in protein–
protein interactions.mcd-1 acts with a number of synMuv
genes to regulate cell death. Because mcd-1 is syntheti-
cally required for viability with lin-35 Rb and many other
class B synMuv genes, mcd-1 must act redundantly with
these genes in some developmental processes. This
mightbebecausedifferent assemblagesof transcriptional
regulatory factors control distinct developmental events
(see below). Because Rb is a known tumor-suppressor
gene,mcd-1 andpotential interacting genes could define
an uncharacterized complex that acts redundantly with
Rb as a tumor suppressor in mammals.

Subsets of synMuv genes control diverse aspects of
biology: Ourfinding that a subset of synMuvgenes affects
cell death and that a different subset of synMuv genes is
synthetically required for animal viability adds to an
increasing number of functional categorizations of syn-
Muv genes. Subsets of synMuv genes control at least 14
diverse biological processes in C. elegans (Ferguson and
Horvitz 1989; Boxem and van denHeuvel 2001, 2002;

Chen and Han 2001a; Page et al. 2001; Dufourcq et al.
2002; Fay et al. 2002, 2003, 2004; Unhavaithaya et al.
2002; Bender et al. 2004; Ceol and Horvitz 2004; Cui
et al. 2004; Garbe et al. 2004; Reddy and Villeneuve
2004; Wang et al. 2005). The set of synMuv genes that
affects one process is often distinct from the set affecting
others. Therefore, thediverse functions ofLIN-35Rband
associated synMuv proteins could be mediated by differ-
ent assemblages of coregulators of transcription.Many of
the class B synMuv genes encode proteins similar to those
found in several chromatin-remodeling complexes in
other organisms, including the NuRD, Myb-MuvB, and
dREAM transcriptional repression complexes (Xue et al.
1998; Korenjak et al. 2004; Lewis et al. 2004).Our studies
define a new candidate assemblage of synMuv proteins,
containing DPL-1, EFL-1, LIN-35, MCD-1, LIN-37, and
LIN-52 and regulating programmed cell death.

Our results with mcd-1 highlight the complex manner
in which synMuv genes are utilized. For example,
mutations in some of the class B synMuv genes that
cause synthetic lethality with loss of mcd-1 cause no
detectable defect in cell death (e.g., lin-9 and lin-15B),
whereas others do cause defects in cell death (e.g., lin-
35). By contrast, one class B synMuvmutation that causes
a defect in cell death, lin-52(n771), is homozygous viable
with mcd-1(n4005). The process that is affected by mcd-1
and synthetically required for viability with some class B
synMuv genes is likely distinct from the process affected
by mcd-1 during cell death, because different gene sets
associate with these aspects of the mcd-1 loss-of-function
phenotype. The hypothesis thatmcd-1 acts in at least two
processes might explain the observation that mcd-1
appears to act redundantly with lin-35 Rb, dpl-1 DP, and
other class B synMuv genes for growth and viability but
not for cell death.Continued genetic studies inC. elegans
should allow for the systematic dissection of the func-
tional associations among the synMuv genes. Given that
some synMuv genes are similar to human tumor-sup-
pressor proteins (e.g., lin-35 Rb), an understanding of
these associations could have important implications for
our understanding of genes regulating human cancer.

A candidate transcriptional regulatory complex
controls one of multiple redundant activities that
promote programmed cell death in C. elegans: We have
identified six new C. elegans cell-death genes:mcd-1, dpl-1,
efl-1, lin-35, lin-37, and lin-52. These genes are not needed
for most cell death; rather, they have contributing roles.
The primary cell-death pathway components remain egl-
1, ced-9, ced-4, and ced-3. When animals containmutations
in multiple genes that control independent, cell-death-
contributing activities, robust cell-death defects are
observed. For example, every animal we observed with
mutations in dpl-1 and the cell-corpse engulfment gene
ced-1 had abnormal cell death in the ventral cord. There-
fore, together, cell-death modifiers have very significant
roles in the cell-death process. Other independent cell-
death-promoting activities might exist and be identified
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using the strategy presented in this article. An under-
standing of cell death, a process important for disease
and development, must account for the many partially
redundant and largely unexplained activities that have
been identified (Figure 2D). The genes described in this
article are candidates to define components of a tran-
scriptional regulatory complex that contains DP, E2F, Rb,
MCD-1, LIN-52, and LIN-37 proteins and that promotes
programmed cell death. Given the involvement of mis-
regulated programmed cell death in cancer and neuro-
degenerative disorders, wehave identified a new category
of genes as potential therapeutic targets for the manip-
ulation of cell death to treat human disease.
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Glücksmann, A., 1951 Cell deaths in normal vertebrate ontogeny.
Biol. Rev. 26: 59–86.

Han,M., andP.W.Sternberg, 1990 let-60, agene that specifies cell fates
duringC. elegans vulval induction,encodesa rasprotein.Cell63:921–
931.

Harbour, J. W., and D. C. Dean, 2000a Chromatin remodeling and
Rb activity. Curr. Opin. Cell Biol. 12: 685–689.

Harbour, J.W., andD.C.Dean, 2000b TheRb/E2Fpathway: expand-
ing roles and emerging paradigms. Genes Dev. 14: 2393–2409.

Hedgecock, E. M., J. E. Sulston and J. N. Thomson, 1983 Mutations
affecting programmed cell deaths in the nematode Caenorhabditis
elegans. Science 220: 1277–1279.

Helin, K., 1998 Regulation of cell proliferation by the E2F tran-
scription factors. Curr. Opin. Genet. Dev. 8: 28–35.

Helin, K., C. L. Wu, A. R. Fattaey, J. A. Lees, B. D. Dynlacht et al.,
1993 Heterodimerization of the transcription factors E2F–1 and
DP-1 leads to cooperative trans-activation. Genes Dev. 7: 1850–
1861.

Hengartner, M. O., and H. R. Horvitz, 1994a Activation of C. el-
egans cell death protein CED-9 by an amino-acid substitution in a
domain conserved in Bcl-2. Nature 369: 318–320.

Regulators of C. elegans Cell Death 1731



Hengartner, M. O., and H. R. Horvitz, 1994b C. elegans cell sur-
vival gene ced-9 encodes a functional homolog of the mammalian
proto-oncogene bcl-2. Cell 76: 665–676.

Hengartner,M.O.,R.E.EllisandH.R.Horvitz, 1992 Caenorhabditis
elegans gene ced-9protects cells fromprogrammed cell death.Nature
356: 494–499.

Hoeppner, D. J., M. O. Hengartner and R. Schnabel,
2001 Engulfment genes cooperate with ced-3 to promote cell
death in Caenorhabditis elegans. Nature 412: 202–206.

Horvitz, H. R., and J. E. Sulston, 1980 Isolation and genetic char-
acterization of cell-lineage mutants of the nematode Caenorhabdi-
tis elegans. Genetics 96: 435–454.

Hsieh, J., J. Liu, S. A. Kostas, C. Chang, P. W. Sternberg et al.,
1999 The RING finger/B-box factor TAM-1 and a retinoblas-
toma-like protein LIN-35 modulate context-dependent gene si-
lencing in Caenorhabditis elegans. Genes Dev. 13: 2958–2970.

Jacobson, M. D., M. Weil and M. C. Raff, 1997 Programmed cell
death in animal development. Cell 88: 347–354.

Jansen, G., E. Hazendonk, K. L. Thijssen and R. H. Plasterk,
1997 Reverse genetics by chemicalmutagenesis inCaenorhabditis
elegans. Nat. Genet. 17: 119–121.

Korenjak, M., B. Taylor-Harding, U. K. Binne, J. S. Satterlee, O.
Stevaux et al., 2004 Native E2F/RBF complexes contain Myb-
interacting proteins and repress transcription of developmen-
tally controlled E2F target genes. Cell 119: 181–193.

Krause, M., and D. Hirsh, 1987 A trans-spliced leader sequence on
actin mRNA in C. elegans. Cell 49: 753–761.

Landsberg, R. L., J. E. Sero, P. S. Danielian, T. L. Yuan, E. Y. Lee
et al., 2003 The role of E2F4 in adipogenesis is independent
of its cell cycle regulatory activity. Proc. Natl. Acad. Sci. USA
100: 2456–2461.

Lewis, P.W., E.L.Beall, T. C. Fleischer, D.Georlette, A. J. Link et al.,
2004 Identification of aDrosophilaMyb-E2F2/RBF transcriptional
repressor complex. Genes Dev. 18: 2929–2940.

Lu, X., and H. R. Horvitz, 1998 lin-35 and lin-53, two genes that
antagonize a C. elegans Ras pathway, encode proteins similar to
Rb and its binding protein RbAp48. Cell 95: 981–991.

Mackay, J. P., and M. Crossley, 1998 Zinc fingers are sticking to-
gether. Trends Biochem. Sci. 23: 1–4.

Macleod, K. F., Y. Hu and T. Jacks, 1996 Loss of Rb activates both
p53-dependent and independent cell death pathways in the de-
veloping mouse nervous system. EMBO J. 15: 6178–6188.

Mathies, L. D., S. T. Henderson and J. Kimble, 2003 The C. elegans
Hand gene controls embryogenesis and early gonadogenesis. De-
velopment 130: 2881–2892.

Metzstein, M. M., and H. R. Horvitz, 1998 The C. elegans cell-
death specification gene ces-1 encodes a Snail-family zinc-finger
protein. Mol. Cell 4: 309–319.

Metzstein, M. M., M. O. Hengartner, N. Tsung, R. E. Ellis and H. R.
Horvitz, 1996 Transcriptional regulator of programmed cell
death encoded by Caenorhabditis elegans gene ces-2.Nature 382: 545–
547.

Metzstein,M.M.,G.M.StanfieldandH.R.Horvitz, 1998 Genetics
of programmed cell death in C. elegans: past, present and future.
Trends Genet. 14: 410–416.

Morgenbesser, S. D., B. O. Williams, T. Jacks and R. A. DePinho,
1994 p53-dependent apoptosis produced by Rb-deficiency in
the developing mouse lens. Nature 371: 72–74.

Moroni, M. C., E. S. Hickman, E. L. Denchi, G. Caprara, E. Colli
et al., 2001 Apaf-1 is a transcriptional target for E2F and p53.
Nat. Cell. Biol. 3: 552–558.

Muller, H., A. P. Bracken, R. Vernell, M. C. Moroni, F. Christians
et al., 2001 E2Fs regulate the expression of genes involved in
differentiation, development, proliferation, and apoptosis.
Genes Dev. 15: 267–285.

Page, B. D., S. Guedes, D. Waring and J. R. Priess, 2001 The C. el-
egans E2F- and DP-related proteins are required for embryonic
asymmetry and negatively regulate Ras/MAPK signaling. Mol.
Cell 7: 451–460.

Parrish, J., L. Li, K. Klotz, D. Ledwich, X. Wang et al.,
2001 Mitochondrial endonuclease G is important for apoptosis
in C. elegans. Nature 412: 90–94.

Reddien, P. W., S. Cameron and H. R. Horvitz, 2001 Phagocytosis
promotes programmed cell death in C. elegans. Nature 412:
198–202.

Reddy, K. C., and A. M. Villeneuve, 2004 C. elegans HIM-17 links
chromatin modification and competence for initiation of mei-
otic recombination. Cell 118: 439–452.

Riddle, D. L., T. Blumenthal, B. J. Meyer and J. R. Priess (Editors),
1997 C. elegans II. Cold Spring Harbor Laboratory Press, Cold
Spring Harbor, NY.

Saunders, J., 1966 Death in embryonic systems. Science 154: 604–
612.

Schumacher, B., K. Hofmann, S. Boulton and A. Gartner,
2001 The C. elegans homolog of the p53 tumor suppressor is
required for DNA damage-induced apoptosis. Curr. Biol. 11:
1722–1727.

Shaham, S., and H. R. Horvitz, 1996a An alternatively spliced C.
elegans ced-4 RNA encodes a novel cell death inhibitor. Cell 86:
201–208.

Shaham, S., and H. R. Horvitz, 1996b Developing Caenorhabditis
elegans neurons may contain both cell-death protective and killer
activities. Genes Dev. 10: 578–591.

Shaham, S., P. W. Reddien, B. Davies and H. R. Horvitz,
1999 Mutational analysis of the Caenorhabditis elegans cell-death
gene ced-3. Genetics 153: 1655–1671.

Sherr, C. J., and F. McCormick, 2002 The RB and p53 pathways in
cancer. Cancer Cell 2: 103–112.

Solari, F., A. Bateman and J. Ahringer, 1999 The Caenorhabditis
elegans genes egl-27 and egr-1 are similar to MTA1, a member of
a chromatin regulatory complex, and are redundantly required
for embryonic patterning. Development 126: 2483–2494.

Spector, M. S., S. Desnoyers, D. J. Hoeppner andM.O.Hengartner,
1997 Interaction between the C. elegans cell-death regulators
CED-9 and CED- 4. Nature 385: 653–656.

Stanfield, G. M., and H. R. Horvitz, 2000 The ced-8 gene controls
the timing of programmed cell deaths in C. elegans. Mol. Cell 5:
423–433.

Sternberg, P. W., and M. Han, 1998 Genetics of RAS signaling in
C. elegans. Trends Genet. 14: 466–472.

Sulston, J. E., and H. R. Horvitz, 1977 Post-embryonic cell line-
ages of the nematode, Caenorhabditis elegans. Dev. Biol. 56:
110–156.

Thellmann, M., J. Hatzold and B. Conradt, 2003 The Snail-like
CES-1 protein of C. elegans can block the expression of the BH3-
only cell-death activator gene egl-1 by antagonizing the function
of bHLH proteins. Development 130: 4057–4071.

Thomas, J. H., C. J. Ceol, H. T. Schwartz and H. R. Horvitz,
2003 New genes that interact with lin-35 Rb to negatively regu-
late the let-60 ras pathway in Caenorhabditis elegans. Genetics 164:
135–151.

Timmons, L., D. L. Court and A. Fire, 2001 Ingestion of bacterially
expressed dsRNAs can produce specific and potent genetic inter-
ference in Caenorhabditis elegans. Gene 263: 103–112.

Unhavaithaya, Y., T. H. Shin, N. Miliaras, J. Lee, T. Oyama et al.,
2002 MEP-1 and a homolog of the NURD complex component
Mi-2act together tomaintaingermline-somadistinctions inC.elegans.
Cell 111: 991–1002.

vonZelewsky, T., F. Palladino, K. Brunschwig, H. Tobler, A. Hajnal
et al., 2000 The C. elegans Mi-2 chromatin-remodelling proteins
function in vulval cell fate determination. Development 127: 5277–
5284.

Walhout, A. J., R. Sordella, X. Lu, J. L. Hartley, G. F. Temple
et al., 2000 Protein interaction mapping in C. elegans using
proteins involved in vulval development. Science 287:
116–122.

Wang, D., S. Kennedy, D. Conte, Jr., J. K. Kim, H. W. Gabel et al.,
2005 Somatic misexpression of germline P granules and en-
hanced RNA interference in retinoblastoma pathway mutants.
Nature 436: 593–597.

Wolfe, S. A., L.Nekludova andC.O.Pabo, 2000 DNA recognition by
Cys2His2 zinc finger proteins. Annu. Rev. Biophys. Biomol. Struct.
29: 183–212.

Wu, D., H. D. Wallen, N. Inohara and G. Nunez, 1997 Interaction
of the Caenorhabditis elegans death protease CED-3 by CED-4 and
CED-9. J. Biol. Chem. 272: 21449–21454.

Xue, Y., J. Wong, G. T. Moreno, M. K. Young, J. Cote et al.,
1998 NURD, a novel complex with both ATP-dependent chro-
matin-remodeling and histone deacetylase activities. Mol. Cell 2:
851–861.

1732 P. W. Reddien et al.



Yamasaki, L., T. Jacks, R. Bronson, E. Goillot, E. Harlow et al.,
1996 Tumor induction and tissue atrophy in mice lacking
E2F–1. Cell 85: 537–548.

Yan, N., J. Chai, E. S. Lee, L. Gu, Q. Liu et al., 2005 Structure of the
CED-4-CED-9 complex provides insights into programmed cell
death in Caenorhabditis elegans. Nature 437: 831–837.

Yang, X., H. Y. Chang and D. Baltimore, 1998 Essential role of
CED-4 oligomerization in CED-3 activation and apoptosis. Sci-
ence 281: 1355–1357.

Yuan, J., and H. R. Horvitz, 1992 The Caenorhabditis elegans cell
death gene ced-4 encodes a novel protein and is expressed during
the period of extensive programmed cell death. Development
116: 309–320.

Yuan, J., S. Shaham, S. Ledoux, H. M. Ellis and H. R. Horvitz,
1993 The C. elegans cell death gene ced-3 encodes a protein sim-
ilar to mammalian interleukin-1 beta-converting enzyme. Cell 75:
641–652.

Zhou, Z.,E.HartwiegandH.R.Horvitz, 2001 CED-1 is a transmem-
brane receptor that mediates cell corpse engulfment in C. elegans.
Cell 104: 43–56.

Zou,H.,W. J.Henzel,X.Liu,A.LutschgandX.Wang, 1997 Apaf-1, a
human protein homologous to C. elegans CED-4, participates
in cytochrome c-dependent activation of caspase-3. Cell 90:
405–413.

Communicating editor: B. J. Meyer

Regulators of C. elegans Cell Death 1733


