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Basic helix-loop-helix (bHLH) proteins mediate terminal differentiation in many lineages. By using the
bHLH protein MyoD, which can dominantly activate the myogenic differentiation program in numerous cell
types, we demonstrated that recessive defects in bHLH protein function are present in human tumor lines. In
contrast to prior work with primary cell cultures, MyoD did not activate the myogenic program in six of the
eight tumor lines we tested. Cell fusions between the MyoD-defective lines and fibroblasts restored MyoD
activity, indicating that the deficiency of a gene or factor prevents bHLH protein function in the tumor lines.
Fusions between certain pairings of the MyoD-defective lines also restored MyoD activity, allowing the tumor
lines to be assigned to complementation groups on the basis of their ability to execute the myogenic program and
indicating that multiple mechanisms exist for abrogation of bHLH protein activity. These groups provide a
basis for identifying genes critical for bHLH-mediated differentiation and tumor progression by using genetic
complementation.

Cancer cells have abnormalities in terminal differentiation
and cell cycle control. The severity of these two abnormalities
is correlated with tumor stage and aggressiveness (9). High-
grade tumors have a higher mitotic index, exhibit fewer fea-
tures of terminal differentiation, and have a poorer prognosis
than do their low-grade counterparts (for a review, see refer-
ence 49). Tumor progression must therefore select for alter-
ations in genes involved in cell cycle control and terminal
differentiation.
A combination of biochemical and genetic approaches has

led to the identification of numerous cell cycle regulatory genes
(for reviews, see references 20 and 54), and many have been
implicated as critical regulators of tumor cell progression. Re-
cently, for example, mutations in p16, a regulator of cyclin-cdk
complex activity, have been identified in tumors of many dif-
ferent lineages (33, 44, 69). However, there are many mecha-
nisms that abrogate p16 cell cycle function, such as amplifica-
tion of CDK4 or cyclin D1 or loss of Rb (26, 39). A recent
study demonstrated that each of these mechanisms was asso-
ciated with glioblastomas in a nonoverlapping fashion that
accounted for over 80% of the tumors studied (53).
Less progress has been made in understanding abnormalities

in tumor cell differentiation. Loss-of-function mutations anal-
ogous to those characterized in the general cell cycle machin-
ery have not been widely identified, although a limited number
of cell fusion experiments suggest that some tumor-derived cell
lines contain loss-of-function alterations preventing terminal
differentiation (4). An example of this is provided by cell lines
derived from rhabdomyosarcomas, which express members of
the MyoD family of basic helix-loop-helix (bHLH) proteins
(13). The MyoD family orchestrates skeletal myogenesis (for
reviews, see references 45 and 65), and a subset of rhabdomy-
osarcomas fails to differentiate into skeletal muscle because of
the loss of a factor required for MyoD family activity (62).

Since bHLH proteins mediate differentiation in many different
lineages (6, 14, 23), tumors of nonmuscle lineage may also
avoid differentiation by inactivating bHLH function, analogous
to mechanisms for evasion of cell cycle control that occur
across a wide spectrum of tumors.
We have examined this possibility in tumors of the neural

lineage, since bHLH proteins such as the achaete scute, atonal,
and neuroD family members are involved in neuronal differ-
entiation (18, 22, 31, 36). We tested the activity of MyoD, as a
surrogate bHLH protein, in a variety of neural tumors, rea-
soning that factors necessary for bHLH activity may be used in
both neuronal differentiation and muscle differentiation. This
notion was supported by observations that some tumors display
aspects of both neuronal differentiation and myogenic differ-
entiation (28, 52, 58). MyoD, rather than a neuronal bHLH
protein, was used for this analysis since the target genes for
MyoD have been identified. In contrast to many nontrans-
formed cell types, where MyoD expression is sufficient to ac-
tivate skeletal myogenesis (12, 50), forced expression of MyoD
failed to convert a majority of tested neural tumor lines to
muscle. In all cases, myogenesis was restored in heterokaryons
between the tumor cells and fibroblasts, indicating that the
inactivity of MyoD in the tumor cells reflected the deficiency of
a factor necessary for myogenesis and allowing us to establish
complementation groups among different tumors on the basis
of the ability to execute a myogenic differentiation program.
These tumor complementation groups provide evidence that
multiple mechanisms exist for abrogation of bHLH protein
activity and may have utility in identifying genes critical for
bHLH-mediated differentiation.

MATERIALS AND METHODS

Cell culture. The RD and DAOY cell lines were obtained from the American
Type Culture Collection. NLF, NSH, NGP, and NMB (3) were obtained from G.
M. Brodeur (Washington University). UW18, UW228, SNB19, and HTB16 (29,
55, 56, 59) were obtained from M. Berger (University of Washington). All cell
lines were maintained in Dulbecco’s modified Eagle’s medium (DMEM) sup-
plemented with 15% calf serum (Hyclone), penicillin, and streptomycin. For
differentiation, we used DMEM supplemented with 10 mg of insulin per ml, 10
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mg of transferrin per ml, and 1% heat-inactivated horse serum (Gibco). Trans-
fections were performed with Ca-PO4 precipitation. Following transfection, cells
were washed once with DMEM and allowed to recover for 24 h in growth
medium prior to placement in differentiation medium or trypsinization.
Retroviral infection. Retroviruses containing resistance genes (27) for histidi-

nol, neomycin, or hygromycin were used to establish resistant lines for hybrid
analysis. A retrovirus containing the MyoD cDNA (50) was used to generate cell
lines stably expressing MyoD. Retroviral stocks were prepared by harvesting
medium from confluent retroviral packaging cell lines (40). Infections were
performed by exposing cells to 1/10 dilutions of viral supernatant plus Polybrene
(1 ng/ml) for 12 to 16 h. Following infection, cells were placed in appropriate
selective medium for greater than 2 weeks. Infections generally resulted in
polyclones with greater than 100 contributing subclones.
RNA analysis. Cells were grown in differentiation medium for 48 h, washed

once with ice-cold Tris, and harvested for RNA extraction as previously de-
scribed (2). Fifteen micrograms of total RNA was used for Northern (RNA) blot
analysis on 1.5% agarose gels containing 6.7% formaldehyde. Gels were capillary
transferred to Hybond-N and UV cross-linked. Blots were hybridized with
probes for myosin light chain (MLC) (hA5-13 [American Type Culture Collec-
tion]), muscle creatine kinase (MCK) (pJN2CK-M [American Type Culture
Collection]), myogenin (Myf-4 [American Type Culture Collection]), mouse
MyoD (EMC11S), and 28s. Hybridizations were performed at 658C in 7% so-
dium dodecyl sulfate–0.25 M Na2PO4–10 mg of bovine serum albumin per ml–1
mM EDTA for 12 to 16 h. Blots were washed at 608C in 0.13 SSC (13 SSC is
0.15 M NaCl plus 0.015 M sodium citrate)–0.13 sodium dodecyl sulfate twice for
10 to 15 min each time. Blots were stripped in 958C water for 5 min.
Immunohistochemistry test and 5-bromo-4-chloro-3-indolyl-b-D-galactopyr-

anoside (X-Gal) staining. Cells were washed once in phosphate-buffered saline
(PBS), fixed in 2% paraformaldehyde for 7 min, washed twice in PBS, and
permeabilized in 0.25% Triton for 10 min. Cells were incubated with a primary
antibody for 90 min, washed three times in PBS, and incubated for 90 min with
a secondary antibody conjugated to fluorescein isothiocyanate or rhodamine
(Jackson IRL). Cells were washed three times in PBS, and the final wash con-
tained 1 ng of 49,6-diamidino-2-phenylindole (DAPI) per ml. The primary anti-
bodies used were MF20 (monoclonal anti-myosin heavy chain [MHC]) and a
polyclonal antiserum to MyoD. Cells to be stained with X-Gal were fixed in 0.5%
glutaraldehyde for 5 min, washed three times in PBS, and incubated at 378C for
2 h in PBS containing 1 mg of X-Gal per ml, 5 mM K4Fe(CN6), 5 mM
K3Fe(CN6), and 2 mM MgCl2.
Cell fusions. Cell lines were coplated at confluence in 3.5- or 6-cm-diameter

dishes. After 24 h, cells were washed with DMEM and fused by using polyeth-
ylene glycol 8000 (Gibco) for 1.25 min. Cells were immediately washed three
times with DMEM and allowed to recover for 24 h in DMEM plus bovine calf
serum. Fusions to be analyzed transiently as heterokaryons were placed in dif-
ferentiation medium for 48 h and prepared for immunohistochemistry testing or
X-Gal staining. Cells to be grown as hybrids were split between two 10-cm-
diameter dishes and grown in appropriate double-antibiotic selection medium.
After 2 to 3 weeks in selection medium, hybrid colonies were cloned and am-
plified for further analysis.

RESULTS

MyoD fails to convert a majority of neural tumor lines to
muscle. To assess the effects of MyoD expression in different
tumor cells, eight independent tumor lines from three different
classes of neural tumors—neuroblastoma, glioblastoma, and
medulloblastoma—were infected with a retrovirus containing
the MyoD cDNA (50) or a retroviral vector lacking the MyoD
cDNA as a control. Primary human fibroblasts were similarly
analyzed as a baseline for MyoD-induced muscle gene expres-
sion. After infection, cells were selected in G418 for 2 weeks
and RNA from each polyclone was prepared after culture in
differentiation medium for 48 h. The RNAs were Northern
blotted and probed with the muscle markers MLC, MCK, and
myogenin.
In contrast to previous work with primary cell lines (12),

MyoD did not strongly induce skeletal muscle gene expression
in six of eight tumor lines (Fig. 1). Only DAOY, a medullo-
blastoma, and UW18, a glioblastoma, showed up-regulation of
muscle-specific markers comparable to that observed in pri-
mary fibroblasts (Fig. 1, lanes 1 and 2, 11 and 12, and 17 and
18). In contrast, two other glioblastoma lines, HTB16 and
SNB19, showed only weak induction of muscle markers despite
high levels of MyoD expression (lanes 13 to 16). The medul-
loblastoma UW228 (lanes 9 and 10) and three neuroblastoma
lines, NLF, NSH, and NGP (lanes 3 to 8), failed to show

MyoD-dependent transcription of skeletal muscle genes.
While NLF and NGP have lower amounts of MyoD mRNA,
additional data (see Fig. 3 and 5 and Table 1) show that high
levels of MyoD in these cells does not induce myogenesis.
Immunofluorescent staining (see, for example, Fig. 2d) dem-
onstrated that MyoD protein was present in the nuclei of these
tumor cells, indicating that the mRNA levels reflected expres-
sion and nuclear accumulation of MyoD protein in all of the
tumor cell lines.
The MyoD-expressing tumor lines were also analyzed for

conversion to muscle on the basis of myotube formation and
MHC staining. After growth in differentiation medium for 48
to 72 h, the DAOY-MyoD line (Fig. 2b), the UW18-MyoD line
(not shown), and primary fibroblasts with MyoD (Fig. 2a),
exhibited fusion and elongation, characteristic features of mus-
cle differentiation. In addition, both lines showed intense and
extensive staining for MHC with indirect immunofluorescence.
This correlates with the high levels of muscle marker RNA
detected in these cell lines. In contrast, the HTB16-MyoD line
had an unusual disassociation of the muscle phenotype and
terminal marker expression. Under phase contrast, HTB16-
MyoD exhibited extensive cell fusion (Fig. 2f); however, only a
small percentage of fused cells were MHC positive (Fig. 2c)
and Northern analysis (Fig. 1) showed only low levels of other
muscle structural genes. Cell fusion was a consequence of
MyoD expression, since HTB16 cells without MyoD did not
exhibit this phenotype (Fig. 2e). Disassociation of cell fusion
and muscle structural gene activation in this glioblastoma line
may reflect separable MyoD-mediated pathways modulating
myotube formation and gene activation. The third glioblas-

FIG. 1. Muscle marker expression in tumor lines infected with MyoD or
control retrovirus. Lanes were loaded with ;15 mg of total RNA from each cell
line. The blot was sequentially probed with MLC, MCK, and myogenin. A probe
for mouse MyoD was used to show expression from the retrovirus. The three
MyoD messages are alternate transcripts from the MyoD retrovirus, all of which
can be translated and made into functional protein. A probe for 28s was used to
control for loading.
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toma line, SNB19, exhibited more modest phenotypic changes
with MyoD expression. Less than 1% of cells showed morpho-
logic conversion to muscle on the basis of both fusion and
MHC staining (data not shown). This is similar to the fre-
quency of spontaneous differentiation observed in rhabodmyo-
sarcomas (48). The phenotype of NLF (Fig. 2g,h), NSH, NGP,
and UW228 was unaffected by MyoD expression, with no ap-
parent myotube formation or MHC-positive cells.
Since MyoD can activate muscle reporter constructs in many

cell lines (68), we tested whether the inability of MyoD to
activate the endogenous myogenic program in the tumor lines
was mirrored by inactivity on a transfected MCK template. A
MyoD expression vector, pCS2-MyoD, or a control vector,
pCS2, was cotransfected with pMCK-lacZ, a reporter contain-
ing 3.3 kb of the MCK regulatory region driving lacZ (67). The
relative trans activation of MCK-lacZ by MyoD was calculated
as the ratio of lacZ-positive cells on dishes cotransfected with
pCS2-MyoD to lacZ-positive cells on dishes of cells cotrans-
fected with the pCS2 control vector (Fig. 3). MyoD increased
the number of cells expressing the MCK-lacZ construct more
than 20-fold in both 10T1/2 mouse fibroblasts and myogenic
DAOY cells, although the absolute level of activation was
higher in the fibroblast cell line. In contrast, UW228, SNB19,

and the three neuroblastoma lines did not show MyoD-medi-
ated induction of MCK-lacZ expression. This correlates with
data obtained for activation of the endogenous MCK locus and
indicates that myogenic failure in the tumor lines is not caused
by a cis-acting modification (e.g., methylation) of the target
gene that prevents activation.
Myogenic defects in tumor lines are complemented in het-

erokaryons. Two remaining explanations for the relative inac-
tivity of MyoD in the tumor cell lines are that (i) the tumor
cells express factors that repress MyoD protein function in
trans, as described for activated oncogenes such as ras, jun, and
myc (5, 41, 63), and (ii) the tumor cells are deficient in factors
required for myogenesis, perhaps reflecting genetic or epige-
netic silencing of loci necessary for cell differentiation. One
way to distinguish between these possibilities is to establish
heterokaryons between the nonconverting tumor lines and a
MyoD-responsive cell line such as 10T1/2 cells. In the first case,
if a tumor line expresses factors which repress MyoD activity in
trans, heterokaryons with 10T1/2 cells should be nonmyogenic,
since these factors should also repress MyoD activity in 10T1/2
nuclei. In the second case, however, if a tumor line has silenced
a locus necessary for myogenesis, heterokaryons with 10T1/2
cells should be myogenic, since 10T1/2 cells should supply the
genes and gene products necessary for MyoD activity in the
heterokaryon. We therefore prepared heterokaryons between
the nonconverting tumor lines stably expressing MyoD from
the retrovirus and 10T1/2 cells by using polyethylene glycol-
mediated cell fusion. Less than 5% of the cells in these fusions
were heterokaryons, as identified by differential DAPI staining
of mouse and human nuclei. However, more than 50% of the
MHC-positive cells were heterokaryons (Table 1). Thus, MHC
staining was induced with heterokaryon formation (for exam-
ple, see Fig. 4a and b). The somatic cell complementation of
the myogenesis-defective phenotype argues that the tumor
lines are deficient in factors required for MyoD-mediated dif-
ferentiation. This conclusion was strengthened by the finding
that MHC-positive heterokaryons often had more human than
mouse nuclei (data not shown), making it unlikely that 10T1/2
cells were simply titrating out myogenic repressors.
To confirm that MyoD is a more potent activator of muscle

genes in the tumor cell nucleus following heterokaryon forma-

FIG. 2. Varying effects of MyoD expression on cell phenotype. (a and b)
MHC-positive myotubes in human fibroblasts and DAOY cells infected with a
retrovirus containing the MyoD cDNA. Cells were double stained for MHC
(green) and MyoD (red) and visualized with indirect immunofluorescence. (c
and d) HTB16-MyoD. (c) Double exposure for MHC (green) and DAPI staining
(blue). (d) MyoD (red) staining. The grouping of cells in the center is an example
of cell fusion without MHC expression. (e to h) Phase-contrast microscopy of
HTB16 (e), HTB16-MyoD (f), NLF (g), and NLF-MyoD (h). Extensive fusion is
evident in HTB16-MyoD cells (f), with arrows indicating several nuclei within a
syncytium with more than 50 nuclei; in contrast, no fusion is evident in NLF-
MyoD cells, which have a phenotype similar to that of the parent NLF line.

FIG. 3. MyoD fails to induce an MCK-lacZ reporter in tumor lines. Bar
graph of the ratio of the number of lacZ-positive cells per plate cotransfected
with pCS2-MyoD and pMCK-lacZ compared with plates of cells cotransfected
with a control pCS2 vector and pMCK-lacZ. Results are averages of three
separate experiments.
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tion with 10T1/2 cells, nonconverting lines were transfected
with pCS2-MyoD and pMCK-lacZ. The transfected cells were
fused either to 10T1/2 cells or to themselves. In all of the cell
lines tested, there was a marked increase (greater than 20-fold)
in the number of lacZ-positive cells in 10T1/2 fusions com-
pared with control self-fusions (Table 1). An example of this
assay is shown in Fig. 4c and d. This example also highlights the
characteristic morphology of the differentiated myotube fre-
quently exhibited by lacZ-positive cells. The results of both sets
of fusion experiments indicate that 10T1/2 cells are able to
complement the inactivity of MyoD in the six nonmyogenic
tumor lines. This is consistent with a model in which genes
required for MyoD-mediated myogenesis are silenced, either
genetically or epigenetically, in the nonconverting tumor lines.
By this criterion, the tumor lines have “recessive” defects pre-
venting MyoD activity.

Distinct recessive defects prevent myogenesis in tumor
lines. The recessive, nonconverting phenotype of these tumor
lines is similar to the previously characterized recessive phe-
notype of several rhabdomyosarcoma cell lines, which express
MyoD and myogenin endogenously yet are not fully myogenic
(30, 62). To determine whether the nonmyogenic phenotypes
of the rhabdomyosarcomas and the neural tumors are due to a
deficiency of the same factor or factors, we analyzed hybrids
and heterokaryons among the tumors for complementation of
myogenesis. One would predict that whole-cell hybrids formed
between two lines lacking a common factor would be nonmyo-
genic, while two lines with functionally distinct defects would
yield myogenic hybrids. Northern analysis of RD 3 NLF,
RD 3 NSH, RD 3 UW228, and RD 3 SNB19 hybrids exem-
plified both possibilities (Fig. 5). RD 3 NLF hybrids (Fig. 5,
lanes 6 to 8) showed high levels of MLC and MCK expression
in comparison with the NLF-MyoD (lane 3) and RD (lane 5)
lines, as did RD 3 UW228 (lanes 9 and 10) and RD 3 NSH
(lanes 13 and 14) hybrids in comparison with control RD 3
RD hybrids (lanes 15 and 16). In contrast, RD 3 SNB19
hybrids (lanes 11 and 12) did not exhibit muscle marker up-
regulation, although myogenin expression, inherited from the
parent RD line, was detectable.
The hybrids were also analyzed for muscle morphology. Af-

ter 48 h under differentiation conditions, RD 3 NLF (Fig. 6a),
RD 3 UW228 (Fig. 6b), and RD 3 NSH (not shown) hybrids
adopted a dramatic fusion phenotype, in contrast to the RD 3
RD controls (Fig. 6d). Therefore, hybrids between RD and
either NLF, UW228, or NSH were myogenic both morpholog-
ically and with regard to gene expression. This is strong evi-
dence that these three neural tumor lines have myogenic dif-
ferentiation defects which are distinct from that of the
rhabdomyosarcoma. Interestingly, despite low levels of muscle
marker expression (Fig. 5), RD 3 SNB19 hybrids exhibited
some fusion and myotube formation (Fig. 6c). This is similar to
the phenotype of HTB16 with MyoD expression (Fig. 1 and 2)
and supports the notion that separable pathways may govern
fusion to form myotubes versus activation of downstream mus-
cle genes such as MCK. SNB19 and RD may share defects in
loci important for muscle gene activation but not for myotube
formation.
To further investigate the complexity of defects represented

by the nonconverting lines, whole-cell hybrids were established
between DAOY and NSH-MyoD and between NGP and NSH-
MyoD. As one would predict (since DAOY cells convert to
muscle), DAOY3 NSH-MyoD hybrids were myogenic (Fig. 7,
lanes 3 and 4), with marked myotube formation and muscle
marker expression. In contrast, NGP 3 NSH-MyoD hybrids
showed no evidence of myogenesis (Fig. 7, lanes 1 and 2). This
suggests that neuroblastomas NGP and NSH share a recessive
defect, although firm conclusions regarding shared defects are
compromised by the possibility that complementing chromo-
somes may segregate during hybrid formation, a process which
only demands retention of the parental chromosomes harbor-
ing the selectable resistance markers in the hybrid.
This caveat, coupled with difficulties in obtaining vigorously

growing hybrid lines between a number of neural line combi-
nations, prompted us to utilize activation of the pMCK-lacZ
reporter in heterokaryons between tumor lines as an assay
system for complementation of differentiation defects.
Complementation of pMCK-lacZ activation by pCS2-MyoD in
neuroblastoma lines NLF and NSH via heterokaryon forma-
tion with other tumor lines was tested. The NLF and NSH lines
were cotransfected with pCS2-MyoD and pMCK-lacZ and

FIG. 4. Two assays for complementation of myogenesis with heterokaryon
formation. (a and b) Fusions between UW228-MyoD and 10T1/2. (a) Staining
for MHC (cytoplasmic) and with DAPI (nuclear). (b) Staining for MyoD. Mouse
nuclei exhibit punctate staining with DAPI (arrows), while human nuclei have a
homogeneous appearance with DAPI staining. The MHC-positive cell is there-
fore a heterokaryon. Note the lack of MHC staining in the other cells, which are
not heterokaryons, despite detectable MyoD staining. (c and d) SNB19 cells
cotransfected with pCS2-MyoD and pMCK-lacZ and fused with untransfected
SNB19 (c) or 10T1/2 (d) cells. Cells were X-Gal stained after 48 h in differen-
tiation medium.

TABLE 1. Complementation of myogenesis in tumor lines via
heterokaryon formation with fibroblasts

Tumor
line

No. of
MHC-positive
heterokaryonsa

Total no.
MHC-positive

cells

No. of MCK-lacZ-positive
cells in:

Fusions with
10T1/2 cellsb Self-fusions

UW228 22 22 NDc ND
HTB16 28 35 .200 17
SNB19 17 30 .200 12
NLF 5 5 123 0
NSH 5 6 21 0
NGP 40 40 91 0

a Tumor lines expressing retroviral MyoD were fused with 10T1/2 mouse
fibroblasts and stained for MHC after 48 h in differentiation medium. Hetero-
karyons were identified on the basis of intense centromeric DAPI staining in
mouse nuclei.
b Tumor cells were cotransfected with pCS2-MyoD and pMCK-lacZ and fused

with 10T1/2 cells or the untransfected parent line (next column). Cells were
stained with X-Gal after 48 h in differentiation medium.
c ND, not determined.
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fused pairwise to themselves, NGP, RD, and SNB19. All three
neuroblastoma lines failed to complement each other for
pMCK-lacZ activity (Table 2), while RD and SNB19 cells
displayed a low but reproducible level of complementing ac-
tivity in fusions with both NLF and NSH (Table 2). This is
concordant with the whole-cell hybrid data, and taken to-
gether, these results indicate that different tumor cell lines
have functionally distinct defects in factors necessary for myo-
genesis. One class of defect is represented by the rhabdomyo-
sarcoma RD and likely contains the glioblastoma SNB19, as
well as several other independent rhabdomyosarcoma lines
(62). A second category is represented by the three neuroblas-
toma cell lines. These results demonstrate that cell hybrid and
heterokaryon formation can be used to establish somatic cell

complementation groups (47, 70) among tumor cell lines with
respect to myogenic differentiation.
MyoD binds its cognate site as a heterodimer with an E

protein, and the inactivity of MyoD in the complementation
groups could be due to E protein deficiency or overexpression
of one of the Id proteins, bHLH proteins that compete with
MyoD for E protein dimerization. To determine if a relative E
protein deficiency was the cause of MyoD inactivity in the
tumor groups, we cotransfected RD and NLF cells with
pMCK-lacZ and expression vectors for MyoD and the E12
protein or with pMCK-lacZ and a chimeric protein that fuses
MyoD and E47 into a single protein resulting in a “forced
dimer” that is relatively insensitive to inhibition by the Id
proteins (43). Neither the forced dimer nor E12 increased
MyoD activity (Table 3), suggesting that limiting amounts of
an E protein were not responsible for the relative inactivity of
MyoD in either the RD or NLF complementation group.
Several other genes have been identified that regulate the

activity of MyoD. MEF2C, the muscle isoform of the MADS
family of transcription factors, interacts with MyoD to activate
transcription (42). Also, MyoD activity is diminished in cells
that lack retinoblastoma protein Rb (21). To determine if

FIG. 5. Muscle marker expression in hybrids of NLF, NSH, UW228, and SNB19 with RD. Each lane in the Northern blot was loaded with;15 mg of RNA. Hybrids
[e.g., RD 3 NLF(a)] are independent clones obtained from fusions following greater than 2 weeks of selection.

FIG. 6. Myotube formation in tumor hybrids. Phase-contrast micrographs of
tumor hybrids following 48 h in differentiation medium. a, RD 3 NLF; b, RD 3
UW228; c, RD 3 SNB19; d, RD 3 RD.

FIG. 7. MLC expression in DAOY 3 NSH-MyoD and NGP 3 NSH-MyoD
hybrids. A Northern blot with RNA from the independent hybrid clones indi-
cated was hybridized to probes for MLC and MyoD. NGP3NSH-MyoD hybrids
do not express MLC despite MyoD expression.
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deficiency of either MEF2C or Rb was responsible for the
relative inactivity of MyoD in the tumor cell lines, we cotrans-
fected RD and NLF cells, as representative members of dis-
tinct complementation groups, with expression vectors for
MyoD and either Rb or MEF2C. MyoD activity was assessed
by the activation of a cotransfected pMCK-lacZ reporter con-
struct (Table 3) and by phenotypic conversion to muscle based
on fusion and MHC staining (data not shown). Neither
MEF2C nor Rb increased the activity of MyoD measured by
these assays, indicating that other factors are responsible for
the inactivity of MyoD in these cells. Interestingly, both
MEF2C and Rb modestly activated the pMCK-lacZ reporter
in NLF cells but failed to synergize with MyoD, suggesting that
the myogenic defect in NLF cells may be due to an inability of
MyoD to cooperate with these cofactors.

DISCUSSION

Forced expression of MyoD from a retroviral vector was not
sufficient to convert a majority of neural tumor lines to muscle.
Since previous work has demonstrated that MyoD can convert
many primary cells and cell lines to muscle (12, 50), the inac-
tivity of MyoD in the tumor cell lines is unusual and indicates
that during tumor progression there may be a selection for
alterations that prevent bHLH activity. Alternatively, the tu-
mors may have arisen from a lineage position where the activ-
ity of MyoD, and perhaps other bHLH proteins, is precluded.
To further characterize the basis for MyoD inactivity in the
tumor cell lines, we analyzed heterokaryons established be-
tween the nonconverting tumor lines and 10T1/2 mouse fibro-
blasts. Heterokaryon formation restored MyoD activity in all
six nonconverting lines, arguing that the tumor cells are defi-
cient for factors necessary for MyoD-mediated myogenesis and
that 10T1/2 cells can complement this deficiency. All six lines
can therefore be considered to have a “recessive” defect which
prevents myogenic differentiation, similar to the deficiency of a
factor necessary for MyoD activity that we demonstrated for a
group of rhabdomyosarcomas (62). Deletion, epigenetic silenc-
ing, and loss of heterozygosity coupled with an inactivating

mutation are possible causes of the recessive defects observed
in these tumor lines. Loss-of-function events are a major mech-
anism for disrupting cell cycle regulation in tumor cells (19, 46,
60); the high proportion of tumor lines with recessive inhibi-
tion of differentiation suggests that this may be a major mech-
anism for disruption of differentiation during tumorigenesis as
well.
Since the myogenic defects in the tumor lines are recessive,

we were able to group the tumor lines on the basis of pheno-
typic complementation in somatic cell hybrids and transient
heterokaryons. A combination of stable hybrids and transient
heterokaryons was used since chromosome segregation can
occur during hybrid formation. Hybrids formed by neuroblas-
toma cell lines NSH and NLF with the RD rhabdomyosarcoma
line were myogenic, whereas all three neuroblastomas (NSH,
NLF, and NGP) failed to complement each other for MyoD-
mediated trans activation, establishing that these three neural
tumors represent a distinct complementation group from the
rhabdomyosarcoma.
These somatic cell complementation groups for tumor cells

based on differentiation in response to MyoD are similar to
complementation groups which have been previously estab-
lished for disorders such as xeroderma pigmentosum, ataxia
telangiectasia, and Fanconi’s anemia (32, 70). For example,
cell fusions with lines derived from xeroderma pigmentosum
patients were used to form groupings based on DNA repair in
response to UV irradiation (35). Several of the xeroderma
pigmentosum complementation groups have been subse-
quently demonstrated to have distinct underlying genetic ab-
normalities (24, 51, 64), and the groupings have proved useful
in identifying loci responsible for xeroderma pigmentosum by
using cloning strategies based on complementation (8, 34). The
myogenic complementation groups for tumor cells may have
similar utility. Molecular identification of the defects respon-
sible for each group will also definitively determine if the
observed complementation is intergenic or intragenic.
While the tumor cell lines have complex genetic and epige-

netic alterations, forced MyoD expression in tumor cells can be
a useful approach for dissecting differentiation pathways. For
example, the glioblastoma HTB16 exhibited extensive fusion
after 48 h in differentiation medium, yet almost all of the
myotubes, some with more than 10 nuclei, failed to stain pos-
itively with MHC. A similar disassociation between fusion and
muscle structural gene activation was evident in hybrids be-
tween SNB19 and RD cells, indicating that different genes in
the pathway between MyoD expression and fusion were defi-
cient in each tumor. Myotube formation in the absence of
structural gene activation has not been demonstrated previ-
ously, although the converse, muscle gene expression without
myotube formation, has been observed (1, 16, 17). The disas-
sociation of MyoD-mediated fusion and MyoD-mediated acti-
vation of muscle structural genes suggests that distinct regula-
tory pathways may control subsets of MyoD-activated genes,
thereby establishing a hierarchy governing the temporal and
spatial patterns of gene expression during myogenesis.

TABLE 2. Effect of cell fusion on MCK-lacZ activity in NLF and
NSH cellsa

Cotransfected
cell line

No. of blue cells after fusion with:

10T1/2* RD* SNB19* NLF NSH NGP

NLF 398 17 21 1 0 0
NSH 130 17 20 1 0 0

a NLF and NSH cells were cotransfected with pCS2-MyoD and pMCK-lacZ.
Transfected cells were fused with 10T1/2, RD, SNB19, NLF, NSH, or NGP. Cells
were stained with X-Gal after 48 h in differentiation medium. The values shown
are the total numbers of blue cells from five independent experiments. Values in
columns with asterisks are statistically significantly different (P , 0.05) from
those in columns without asterisks as determined by nonparametric analysis of
the raw data.

TABLE 3. E proteins, MEF2C, and RB fail to increase MyoD activity in RD or NLF cellsa

Cotransfected
cell line

No. of blue cells after cotransfection with:

MyoD MyoD-E47 dimer MyoD 1 E12 MEF2C MEF2C 1 MyoD Rb Rb 1 MyoD CMV-lacZ

RD 1 0 0 0 0 0 0 .103

NLF 2 0 1 62 30 53 13 .103

a Values represent the total number of blue cells on a dish. Cells were cotransfected with the indicated cDNAs and pMCK-lacZ and stained with X-Gal after 48 h
in differentiation medium.
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A number of possibilities exist for the genes which are in-
activated in each complementation group. In the most simple
models, the recessive inability of MyoD to induce myogenesis
in the tumor cell lines could reflect either (i) deficiency of a
factor that positively interacts with MyoD or (ii) loss of an
inhibitor of a factor or signalling system that inhibits MyoD-
mediated myogenesis. An example of the first case might be
the loss of a recognition factor, or coactivator, that has been
postulated as necessary for MyoD activity and may partly ac-
count for the specificity of bHLH-mediated gene activation
(15, 66). An example of the second case, the deficiency of an
inhibitor of an inhibitor, might be genes that inhibit signal
transduction pathways mediated by transforming growth factor
beta or fibroblast growth factor that suppress MyoD activity (7,
38). Similarly, myc, jun, fos, and ras can inhibit MyoD activity
and the loss of factors that suppress the activation of these
proto-oncogenes could inhibit myogenesis (37, 41, 61, 63). We
have not been able to complement MyoD activity with
MEF2C, Rb, or E proteins; therefore, the tumor differentia-
tion groupings may be useful in identifying novel members of
pathways critical for bHLH-mediated differentiation and tu-
mor formation.
The interaction of cell cycle regulatory proteins with pro-

teins that regulate the expression of terminal differentiation
genes is only beginning to be understood. MyoD activates p21
expression (25), suggesting a mechanism through which MyoD
might mediate cell cycle withdrawal. While MyoD influences
the cell cycle, the cell cycle regulators can also influence MyoD
activity, since cyclin D1 overexpression can prevent MyoD-
mediated gene transcription, associated with increased phos-
phorylation of the MyoD protein (57). Therefore, the ability of
MyoD to activate transcription of muscle genes in different
tumors may depend on the underlying mechanisms that have
abrogated cell cycle controls. Conversely, efficient evasion of
cell cycle control in some tumors may be accomplished by
inactivation of genes, such as myoD, that induce cell cycle
withdrawal during terminal differentiation.
The use of MyoD as a surrogate bHLH protein to assess the

differentiation potential of tumor lines is a new approach for
identifying genes that normally mediate differentiation which
are inactivated in tumor cells. Proteins of the bHLH family
mediate differentiation in many cell lineages, and perturba-
tions in their function, perhaps reflected here by MyoD inac-
tivity, may be frequent events during the generation of poorly
differentiating tumors. Chromosome transfer and genomic or
cDNA transfections are established techniques which can be
used to identify the inactive loci responsible for each MyoD-
based grouping (10, 11). Identification of the loci responsible
for each MyoD-based complementation group will aid in un-
derstanding the regulation of normal differentiation and, po-
tentially, how cells avoid terminal differentiation during tumor
formation, particularly in lineages in which differentiation is
mediated by bHLH proteins.

ACKNOWLEDGMENTS

We thank M. Berger, G. Brodeur, and Dusty Miller for cell lines and
E. Olson for the MEF2C plasmid. We also thank Mark Groudine,
Keith Fournier, and members of the Tapscott laboratory for helpful
comments.
A.G. was supported by a Merck fellowship, and S.T. was supported

by the American Cancer Society and a Shannon Award from the
National Cancer Institute.

REFERENCES
1. Airey, J. A., M. D. Baring, and J. L. Sutko. 1991. Ryanodine receptor protein
is expressed during differentiation in the muscle cell lines BC3H1 and
C2C12. Dev. Biol. 148:365–374.

2. Auffray, C., and F. Rougeon. 1980. Purification of mouse immunoglobulin
heavy-chain messenger RNAs from total myeloma tumor RNA. Eur. J. Bio-
chem. 107:303–314.

3. Azar, C. G., N. J. Scavarda, C. P. Reynolds, and G. M. Brodeur. 1990.
Multiple defects of the nerve growth factor receptor in human neuroblasto-
mas. Cell Growth Differ. 1:421–428.

4. Bader, S. A., C. Fasching, G. M. Brodeur, and E. J. Stanbridge. 1991.
Dissociation of suppression of tumorigenicity and differentiation in vitro
effected by transfer of single human chromosomes into human neuroblas-
toma cells. Cell Growth Differ. 2:245–255.

5. Bengal, E., L. Ransone, R. Scharfmann, V. J. Dwarki, S. J. Tapscott, H.
Weintraub, and I. M. Verma. 1992. Functional antagonism between c-Jun
and MyoD proteins: a direct physical association. Cell 68:507–519.

6. Blanar, M. A., P. H. Crossley, K. G. Peters, E. Steingrimsson, N. G. Copel-
and, N. A. Jenkins, G. R. Martin, and W. J. Rutter. 1995. Meso1, a basic-
helix-loop-helix protein involved in mammalian presomitic mesoderm devel-
opment. Proc. Natl. Acad. Sci. USA 92:5870–5874.

7. Brennan, T. J., D. G. Edmondson, L. Li, and E. N. Olson. 1991. Transform-
ing growth factor beta represses the actions of myogenin through a mecha-
nism independent of DNA binding. Proc. Natl. Acad. Sci. USA 88:3822–
3826.

8. Carreau, M., E. Eveno, X. Quilliet, O. Chevalier-Lagente, A. Benoit, B.
Tanganelli, M. Stefanini, W. Vermeulen, J. H. Hoeijmakers, A. Sarasin, et
al. 1995. Development of a new easy complementation assay for DNA repair
deficient human syndromes using cloned repair genes. Carcinogenesis 16:
1003–1009.

9. Carriaga, M. T., and D. E. Henson. 1995. The histologic grading of cancer.
Cancer 75:406–421.

10. Cerosaletti, K. M., M. H. Shapero, and R. E. Fournier. 1995. Cloning
mammary cell cDNAs from 17q12-q23 using interspecific somatic cell hy-
brids and subtractive hybridization. Genomics 25:226–237.

11. Chen, P., N. Ellmore, and B. E. Weissman. 1994. Functional evidence for a
second tumor suppressor gene on human chromosome 17. Mol. Cell. Biol.
14:534–542.

12. Choi, J., M. L. Costa, C. S. Mermelstein, C. Chagas, S. Holtzer, and H.
Holtzer. 1990. MyoD converts primary dermal fibroblasts, chondroblasts,
smooth muscle and retinal pigment epithelial cells into striated, monoucle-
ated myoblasts and multinucleated myotubes. Proc. Natl. Acad. Sci. USA
87:7988–7992.

13. Clark, J., P. J. Rocques, T. Braun, E. Bober, H. H. Arnold, C. Fisher, C.
Fletcher, K. Brown, B. A. Gusterson, R. L. Carter, et al. 1991. Expression of
members of the myf gene family in human rhabdomyosarcomas. Br. J.
Cancer 64:1039–1042.

14. Cserjesi, P., D. Brown, K. L. Ligon, G. E. Lyons, N. G. Copeland, D. J.
Gilbert, N. A. Jenkins, and E. N. Olson. 1995. Scleraxis: a basic helix-loop-
helix protein that prefigures skeletal formation during mouse embryogenesis.
Development 121:1099–1110.

15. Davis, R. L., and H. Weintraub. 1992. Acquisition of myogenic specificity by
replacement of three amino acid residues from MyoD into E12. Science
256:1027–1030.

16. Dienstman, S. R., and H. Holtzer. 1977. Skeletal myogenesis. Control of
proliferation in a normal cell lineage. Exp. Cell Res. 107:355–364.

17. Felsenfeld, A. L., M. Curry, and C. B. Kimmel. 1991. The fub-1 mutation
blocks initial myofibril formation in zebrafish muscle pioneer cells. Dev. Biol.
148:23–30.

18. Giangrande, A. 1995. Proneural genes influence gliogenesis in Drosophila.
Development 121:429–438.

19. Goyette, M. C., K. Cho, C. L. Fasching, D. B. Levy, K. W. Kinzler, C.
Paraskeva, B. Vogelstein, and E. J. Stanbridge. 1992. Progression of colo-
rectal cancer is associated with multiple tumor suppressor gene defects but
inhibition of tumorigenicity is accomplished by correction of any single
defect via chromosome transfer. Mol. Cell. Biol. 12:1387–1395.

20. Grana, X., and E. P. Reddy. 1995. Cell cycle control in mammalian cells: role
of cyclins, cyclin dependent kinases (CDKs), growth suppressor genes and
cyclin-dependent kinase inhibitors (CKIs). Oncogene 11:211–219.

21. Gu, W., J. W. Schneider, G. Condorelli, S. Kaushal, V. Mahdavi, and B.
Nadal-Ginard. 1993. Interaction of myogenic factors and the retinoblastoma
protein mediates muscle cell commitment and differentiation. Cell 72:309–
324.

22. Guillemot, F., L. C. Lo, J. E. Johnson, A. Auerbach, D. J. Anderson, and A. L.
Joyner. 1993. Mammalian achaete-scute homolog 1 is required for the early
development of olfactory and autonomic neurons. Cell 75:463–476.

23. Guillemot, F., A. Nagy, A. Auerbach, J. Rossant, and A. L. Joyner. 1994.
Essential role of Mash-2 in extraembryonic development. Nature (London)
371:333–336.

24. Habraken, Y., P. Sung, L. Prakash, and S. Prakash. 1994. Human xero-
derma pigmentosum group G gene encodes a DNA endonuclease. Nucleic
Acids Res. 22:3312–3316.

25. Halevy, O., B. G. Novitch, D. B. Spicer, S. X. Skapek, J. Rhee, G. J. Hannon,
D. Beach, and A. B. Lassar. 1995. Correlation of terminal cell cycle arrest of
skeletal muscle with induction of p21 by MyoD. Science 267:1018–1021.

26. He, J., J. R. Allen, V. P. Collins, M. J. Allalunis-Turner, R. Godbout, R. S.

VOL. 16, 1996 MYOGENIC POTENTIAL OF TUMOR CELLS 3907



Day, and C. D. James. 1994. CDK4 amplification is an alternative mecha-
nism to p16 gene homozygous deletion in glioma cell lines. Cancer Res.
54:5804–5807.

27. Hock, R. A., and A. D. Miller. 1986. Retrovirus-mediated transfer and ex-
pression of drug resistance genes in human haematopoietic progenitor cells.
Nature (London) 320:275–277.

28. Holl, T., P. Kleihues, M. G. Yasargil, and O. D. Wiestler. 1991. Cerebellar
medullomyoblastoma with advanced neuronal differentiation and hamar-
tomatous component. Acta Neuropathol. 82:408–413.

29. Hong, L. L., L. Johannsen, and J. M. Krueger. 1991. Modulation of human
leukocyte antigen DR expression in glioblastoma cells by interferon gamma
and other cytokines. J. Neuroimmunol. 35:139–152.

30. Hosoi, H., T. Sugimoto, Y. Hayashi, T. Inaba, Y. Horii, H. Morioka, S.
Fushiki, M. Hamazaki, and T. Sawada. 1992. Differential expression of
myogenic regulatory genes, MyoD1 and myogenin, in human rhabdomyo-
sarcoma sublines. Int. J. Cancer 50:977–983.

31. Jarman, A. P., Y. Sun, L. Y. Jan, and Y. N. Jan. 1995. Role of the proneural
gene, atonal, in formation of Drosophila chordotonal organs and photore-
ceptors. Development 121:2019–2030.

32. Jaspers, N. G., and D. Bootsma. 1982. Genetic heterogeneity in ataxia-
telangiectasia studied by cell fusion. Proc. Natl. Acad. Sci. USA 79:2641–
2644.

33. Kamb, A., N. A. Gruis, J. Weaver-Feldhaus, Q. Liu, K. Harshman, S. V.
Tavtigian, E. Stockert, R. S. Day, B. E. Johnson, and M. H. Skolnick. 1994.
A cell cycle regulator potentially involved in genesis of many tumor types.
Science 264:436–440.

34. Kaur, G. P., and R. S. Athwal. 1993. Complementation of DNA repair defect
in xeroderma pigmentosum cells of group C by the transfer of human
chromosome 5. Soma. Cell Mol. Genet. 19:83–93.

35. Kraemer, K. H., H. G. Coon, R. A. Petinga, S. F. Barrett, A. E. Rahe, and
J. H. Robbins. 1975. Genetic heterogeneity in xeroderma pigmentosum:
complementation groups and their relationship to DNA repair rates. Proc.
Natl. Acad. Sci. USA 72:59–63.

36. Lee, J. E., S. M. Hollenberg, L. Snider, D. L. Turner, N. Lipnick, and H.
Weintraub. 1995. Conversion of Xenopus ectoderm into neurons by Neu-
roD, a basic helix-loop-helix protein. Science 268:836–844.

37. Li, L., J. C. Chambard, M. Karin, and E. N. Olson. 1992. Fos and Jun repress
transcriptional activation by myogenin and MyoD: the amino terminus of
Jun can mediate repression. Genes Dev. 6:676–689.

38. Li, L., J. Zhou, G. James, R. Heller-Harrison, M. P. Czech, and E. N. Olson.
1992. FGF inactivates myogenic helix-loop-helix proteins through phosphor-
ylation of a conserved protein kinase C site in their DNA-binding domains.
Cell 71:1181–1194.

39. Lukas, J., D. Parry, L. Aagaard, D. J. Mann, J. Bartkova, M. Strauss, G.
Peters, and J. Bartek. 1995. Retinoblastoma-protein-dependent cell-cycle
inhibition by the tumour suppressor p16. Nature (London) 375:503–506.

40. Miller, A. D., and G. J. Rosman. 1989. Improved retroviral vectors for gene
transfer and expression. BioTechniques 7:980–982, 984–986, 989–990.

41. Miner, J. H., and B. J. Wold. 1991. c-myc inhibition of MyoD and myogenin-
initiated myogenic differentiation. Mol. Cell. Biol. 11:2842–2851.

42. Molkentin, J. D., B. L. Black, J. F. Martin, and E. N. Olson. 1995. Cooper-
ative activation of muscle specific gene expression by MEF2 and myogenic
bHLH proteins. Cell 83:1125–1136.

43. Neuhold, L. A., and B. Wold. 1993. HLH forced dimers: tethering MyoD to
E47 generates a dominant positive myogenic factor insulated from negative
regulation by Id. Cell 74:1033–1042.

44. Ogawa, S., A. Hangaishi, S. Miyawaki, S. Hirosawa, Y. Miura, K. Takeyama,
N. Kamada, S. Ohtake, N. Uike, C. Shimazaki, et al. 1995. Loss of the
cyclin-dependent kinase 4-inhibitor (p16; MTS1) gene is frequent in and
highly specific to lymphoid tumors in primary human hematopoietic malig-
nancies. Blood 86:1548–1556.

45. Olson, E. N., and W. H. Klein. 1994. bHLH factors in muscle development:
dead lines and commitments, what to leave in and what to leave out. Genes
Dev. 8:1–8.

46. Peng, H. Q., D. Bailey, D. Bronson, P. E. Goss, and D. Hogg. 1995. Loss of
heterozygosity of tumor suppressor genes in testis cancer. Cancer Res. 55:
2871–2875.

47. Pereira-Smith, O. M., and J. R. Smith. 1995. Genetic analysis of indefinite
division in human cells: identification of four complementation groups. Proc.
Natl. Acad. Sci. USA 85:6042–6046.

48. Prados, J., C. Melguizo, J. E. Fernandez, A. E. Aranega, and A. Aranega.
1993. Actin, tropomyosin and alpha-actinin as markers of differentiation in
human rhabdomyosarcoma cell lines induced with dimethyl sulfoxide. Cell.
Mol. Biol. 39:525–536.

49. Raza, A., N. Yousuf, S. A. Bokhari, A. Mehdi, M. Masterson, B. Lampkin, G.
Yanik, C. Mazewski, S. Khan, and H. Preisler. 1992. Contribution of in vivo
proliferation/differentiation studies toward the development of a combined
functional and morphologic system of classification of neoplastic diseases.
Cancer 69:1557–1566.

50. Sancho, S., T. Mongini, K. Tanji, S. J. Tapscott, W. F. Walker, H. Weintraub,
A. D. Miller, and A. F. Miranda. 1993. Analysis of dystrophin expression
after activation of myogenesis in amniocytes, chorionic-villus cells, and fi-
broblasts. A new method for diagnosing Duchenne’s muscular dystrophy.
N. Engl. J. Med. 329:915–920.

51. Scherly, D., T. Nouspikel, J. Corlet, C. Ucla, A. Bairoch, and S. G. Clarkson.
1993. Complementation of the DNA repair defect in xeroderma pigmento-
sum group G cells by a human cDNA related to yeast RAD2. Nature
(London) 363:182–185.

52. Schiffer, D., M. T. Giordana, S. Pezzotta, T. Pezzulo, and M. C. Vigliani.
1992. Medullomyoblastoma: report of two cases. Child’s Nerv. Syst. 8:268–
272.

53. Schmidt, E. E., K. Ichimura, G. Reifenberger, and V. P. Collins. 1994.
CDKN2 (p16/MTS1) gene deletion or CDK4 amplification occurs in the
majority of glioblastomas. Cancer Res. 54:6321–6324.

54. Sherr, C. J., and J. M. Roberts. 1995. Inhibitors of mammalian G1 cyclin-
dependent kinases. Genes Dev. 9:1149–1163.

55. Silber, J. R., M. S. Bobola, T. G. Ewers, M. Muramoto, and M. S. Berger.
1992. O6-alkylguanine DNA-alkyltransferase is not a major determinant of
sensitivity to 1,3-bis(2-chloroethyl)-1-nitrosourea in four medulloblastoma
cell lines. Oncol. Res. 4:241–248.

56. Silbergeld, D. L., F. Ali-Osman, and H. R. Winn. 1991. Induction of trans-
formational changes in normal endothelial cells by cultured human astrocy-
toma cells. J. Neurosurg. 75:604–612.

57. Skapek, S. X., J. Rhee, D. B. Spicer, and A. B. Lassar. 1995. Inhibition of
myogenic differentiation in proliferating myoblasts by cyclin D1-dependent
kinase. Science 267:1022–1024.

58. Sorensen, P. H., H. Shimada, X. F. Liu, J. F. Lim, G. Thomas, and T. J.
Triche. 1995. Biphenotypic sarcomas with myogenic and neural differentia-
tion express the Ewing’s sarcoma EWS/FLI1 fusion gene. Cancer Res. 55:
1385–1392.

59. Sperduto, P. W., C. W. Song, and S. H. Levitt. 1993. The in vitro radiosen-
sitization of human glioblastoma with pentoxifylline. Am. J. Clin. Oncol.
16:407–411.

60. Stegmaier, K., S. Pendse, G. F. Barker, P. Bray-Ward, D. C. Ward, K. T.
Montgomery, K. S. Krauter, C. Reynolds, J. Sklar, M. Donnelly, et al. 1995.
Frequent loss of heterozygosity at the TEL gene locus in acute lymphoblastic
leukemia of childhood. Blood 86:38–44.

61. Su, H. Y., T. J. Bos, F. S. Monteclaro, and P. K. Vogt. 1991. Jun inhibits
myogenic differentiation. Oncogene 6:1759–1766.

62. Tapscott, S. J., M. J. Thayer, and H. Weintraub. 1993. Deficiency in rhab-
domyosarcomas of a factor required for MyoD activity and myogenesis.
Science 259:1450–1453.

63. Vaidya, T. B., C. M. Weyman, D. Teegarden, C. L. Ashendel, and E. J.
Taparowsky. 1991. Inhibition of myogenesis by the H-ras oncogene: impli-
cation of a role for protein kinase C. J. Cell Biol. 114:809–820.

64. Weeda, G., J. Wiegant, M. van der Ploeg, A. H. Geurts van Kessel, A. J. van
der Eb, and J. H. Hoeijmakers. 1991. Localization of the xeroderma pig-
mentosum group B-correcting gene ERCC3 to human chromosome 2q21.
Genomics 10:1035–1040.

65. Weintraub, H. 1993. The MyoD family and myogenesis: redundancy, net-
works, and thresholds. Cell 75:1241–1244.

66. Weintraub, H., V. J. Dwarki, I. Verma, R. Davis, S. Hollenberg, L. Snider, A.
Lassar, and S. J. Tapscott. 1991. Muscle-specific transcriptional activation
by MyoD. Genes Dev. 5:1377–1386.

67. Weintraub, H., S. Hauschka, and S. J. Tapscott. 1991. The MCK enhancer
contains a p53 responsive element. Proc. Natl. Acad. Sci. USA 88:4570–4571.

68. Weintraub, H., S. J. Tapscott, R. L. Davis, M. Thayer, M. Adam, A. Lassar,
and A. D. Miller. 1989. Activation of muscle-specific genes in pigment, nerve,
fat, liver, and fibroblast cell lines by forced expression of MyoD. Proc. Natl.
Acad. Sci. USA 86:5434–5438.

69. Xiao, S., D. Li, J. M. Corson, J. Vijg, and J. A. Fletcher. 1995. Codeletion of
p15 and p16 genes in primary non-small cell lung carcinoma. Cancer Res.
55:2968–2971.

70. Zakrzewski, S., and K. Sperling. 1980. Genetic heterogeneity of Fanconi’s
anemia demonstrated by somatic cell hybrids. Hum. Genet 56:81–84.

3908 GERBER AND TAPSCOTT MOL. CELL. BIOL.


