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ABSTRACT

A temperature-sensitive methionine auxotroph of Neu-
rospora crassawas found in a collection of conditional
mutants and shown to be deficient in DNA methylation
when grown under semipermissive conditions. The
defective gene was identified as met-3, which encodes
cystathionine-ysynthase. We explored the possibility
that the methylation defect results from deficiency of
S-adenosylmethionine (SAM), the presumptive methyl
group donor. Methionine starvation of mutants from
each of nine complementation groups in the methio-
nine (met pathway (met-i, met-2, met-3, met-5, met-6,
met-8, met-9, met-10 and fo,) resulted in decreased
DNA methylation while amino acid starvation, per se,
did not. In most of the strains, including wild-type,
intracellular SAM peaked during rapid growth (12-18 h
after inoculation), whereas DNA methylation con-
tinued to increase. In met mutants starved for methio-
nine, SAM levels were most reduced (3-11-fold) during
rapid growth while the greatest reduction in DNA
methylation levels occurred later. Addition of 3 mM
methionine to cultures of met or cysteine-requiring
(cys) mutants resulted in 5-28-fold increases in SAM,
compared with wild-type, at a time when DNA
methylation was reduced -40%, suggesting that the
decreased methylation during rapid growth in
Neurospora is not due to limiting SAM. DNA
methylation continued to increase in a cys-3 mutant
that had stopped growing due to methionine starvation,
suggesting that methylation is not obligatorily coupled
to DNA replication in Neurospora.

INTRODUCTION

Methylation at the 5 position of cytosine residues has been found
in DNA of many eukaryotes, including mammals, plants and
fungi. While many questions remain concerning the function of
DNA methylation in eukaryotes, numerous correlations between
the presence ofDNA methylation and a lack of gene activity have
been noted (see 1-3), and there is evidence that DNA methylation
can, directly or indirectly, interfere with transcription [see (4-6)].
It is known that DNA methylation is essential for embryogenesis
in mice, as reduction of DNA methylation by -70% is lethal (7).

Mutants of Arabidopsis with similar reductions in DNA methyla-
tion are viable, although they do exhibit altered growth character-
istics (8,9). In Neurospora crassa, a mutant has been isolated that
appears to lack detectable DNA methylation, implying that DNA
methylation is not essential in this organism (10).
About 1.5% of the cytosines are methylated in vegetative tissue

of wild-type N.crassa, except during early times after conidial
germination, when the 5-methylcytosine content drops -40%
(11; H. Foss, C. Roberts and E. Selker, unpublished data). DNA
methylation in Neurospora is concentrated in distinct chromoso-
mal patches where nearly all cytosines appear methylated
(12,13). Three sites ofheavy methylation have been reported: the
zeta-eta (4-1i) region of linkage group I (12-15), the psi63 (NV63)
region on linkage group IV (16; B. Margolin, E. Selker, J. Stevens,
P. Garrett-Engele, C. Garrett-Engele, D. Fritz and R. Metzenberg,
unpublished data), and the ribosomal DNA (rDNA) on linkage
group V (17,18).
We reported that two Neurospora mutants harboring mutations

in the biosynthetic pathway leading to S-adenosylmethionine
(SAM) displayed a conditional Dim (defective in methylation)
phenotype (10). The eth-J mutant, which harbors a temperature-
sensitive SAM synthetase (19), showed reduced DNA methyla-
tion at semi-permissive growth temperatures. Also, a met-7
mutant, which is defective in methionine biosynthesis due to a
lack of cystathionine y-synthase (20), showed decreased levels of
methylation when grown in medium supplemented with low
concentrations of methionine. Since methionine is the direct
precursor to SAM, and SAM is the methyl group donor for
5-cytosine DNA methylation in bacteria and mammals (1,21), we
proposed that eth-J and met-7 showed reduced DNA methylation
under restrictive conditions due to reductions of intracellular
SAM concentrations. Here we report the results of investigating
this possibility by testing other Neurospora mutants for reduction
of DNA methylation when starved for methionine, and by
examining the relationship between intracellularSAM concentration
and DNA methylation.

MATERIALS AND METHODS
Strains and reagents
The strains used in this study are listed in Table 1. Methods for
culturing N.crassa and performing genetic analyses were standard
(22). [a32P]dCTP, [3H]dopamine, catechol 0-methyltransferase
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and S-adenosylmethionine were from New England Nuclear
(Boston, MA). All other reagents were from Sigma Chemical Co.
(St Louis, MO) unless otherwise noted.

Southern analysis

Preparation and restriction of genomic DNA were carried out as
previously described (10). For the experiments described in
Figures 1, 3, 4 and 5, all cultures were inoculated with a small
amount of conidia and incubated without shaking for 3-5 days in
minimal liquid growth medium (with the indicated supplements).
Methods for Southern analysis, including transfer of DNA to
nylon membranes (Zetabind, Cuno Inc., Meriden, CT), hybrid-
ization with radioactive probes, and stripping of blots, were also
performed as before (23). Quantitation of Southern blots was
performed on a Radioanalytic Imaging System (AMBIS Inc., San
Diego, CA). To control for incomplete restriction digestion, all
southern blots described in this work were stripped and reprobed

with the unmethylated am gene of N.crassa. For analysis of
methylation at the rDNA spacer region, blots were probed with
a 3.4 kb EcoRI fragment spanning the spacer region between the
repeated rRNA coding regions.

HPLC analysis

5-methyldeoxycytidine levels in genomic DNA of a Neurospora
met-7 mutant were determined by HPLC analysis as described
previously (10). Strain N691 was inoculated to 5 x 106 conidia/ml
in 400 ml of minimal medium containing either 3.3 or 0.03 mM
methionine, and shaken at 33°C for 24 or 36 h respectively. After
harvesting the tissue, genomic DNA was prepared as noted
above, and then further purified on ethidium bromide-CsCl
gradients (24). The relative amounts of 5-methyldeoxycytidine in
met-7 grown in high or low levels of methionine were determined
by cutting out the peaks from five photocopies of each chromato-
gram, and weighing the peaks, and calculating the average values.

Table 1. Strains used in this study

Strain Relevant genotype

N150 (74A-OR23-IV) (wild-type)

N322

N608

N610

N558

N213

N190

N552

N554

N555

N557

N601

N600

N602

N691

N411

N692

N603

N553

N267

N693

N431

N535

N590

N694

N695

N696

met-3ts

met-3ts his-3 al-3

met-3 inv inl mei-2

eth-I

met-i

met-2

met-3

met-S

met-6

met-8

met-9

met-10

for

met-7

his-3

cys-S

hom

cys-10

cys-3

cys-lI

dim-i

dim-2

dim-3

dim #850

dim #924

dim #140

Source

FGSCa #2489

David R. Stadler

This study

Robert L.
Metzenberg

FGSC #1220

Edward G. Bany

FGSC #3 184

FGSC #502

FGSC #3862

FGSC #4249

FGSC #98

FGSC #552

FGSC #2937

FGSC #9

This study

FGSC #6524

FGSC #1274

FGSC #946

FGSC #4054

FGSC #4028

FGSC #1276

This study

ref. 10

ref. 10

This study

This study

This study

aFGSC = Fungal Genetic Stock Center.

Preparation of tissue extracts for SAM assays

100 ml (for wild-type or fully supplemented strains) or 400 ml
cultures (for strains grown on low levels of an essential supplement
or at semi-permissive growth temperatures) were inoculated with
5 x 106 conidia/ml and shaken (250 r.p.m.) at the appropriate
temperatures. Wet tissue samples were harvested by filtration,
rinsed with water, blotted with paper towels, and weighed. The
percentage of dry weight in the wet tissue was determined by
lyophilizing -0.4 g tissue samples and then weighing the dried
tissue. The dried tissue was then used as a source of genomic
DNA. The remaining wet tissue was ground using a mortar and
pestle in 10 ml of 2% perchloric acid with 3 g of Ottawa sand
(Fisher Scientific, Fair Lawn, NJ) for one min. The ground mixture
was transferred to a 30 ml Corex tube and centrifuged for 10 min
at 10 000 g, and the supernatant was frozen at -80°C in aliquots.

SAM assay

Intracellular SAM concentrations were measured using a radio-
enzymatic assay developed by Yu (25,26). Aliquots of the
extracts were thawed slowly on ice, and then adjusted to pH 7-9
(monitored by pH paper) by adding -0.4 ml of 0.5 M NaOH to

0.7 ml of extract. Samples (50-100 ,ul) of each extract were

assayed in reactions containing 250 mM Tris-HCl, pH 8.6, 15
mM DTT, 6.25 mM MgCl2, 0.63 mM (0.5 gCi) [3H]dopamine
and 0.5 U catechol 0-methyltransferase. The reactions were

incubated for 30 min at 370C, and stopped by adding 0.6 ml
0.5M borate, pH 10.0. The reaction product, 3-[3H]methoxytyra-
mine, was extracted with 0.75 ml 3:2 toluene:isoamyl alcohol.
Aliquots of the organic phase of each sample were transferred to

scintillation vials containing 5 ml Ecolum (ICN Biomedicals,
Inc., Irvine, CA), and radioactivity in each of the samples was

counted for 2 min using a Beckman LS6800 liquid scintillation
counter. For each experiment, a standard reaction curve was

generated using 0, 1, 3.3, 10,33, 100 and 330 pmol of pure SAM.
Typically, the number of 3H counts increased approximately
linearly up to 33 pmol of SAM. Each sample for the standard
curve was measured in duplicate, and the resulting values were

averaged. Likewise, each experimental sample was assayed in
duplicate. The SAM concentration in each extract was interpolated
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Figure 1. Reduced DNA methylation in dimts grown at elevated temperature.
(A) Restriction maps of the V163 and 4-11 loci of N.crassa. E = EcoRI; B =
BamHI; Bn = BanII; D = DraII. The asterisks denote sites that are blocked by
cytosine methylation. The BanII-DraIl fragment of N63 was used as a probe in
the experiment described in Figure 6B. (B) Southern analysis of the l63 locus
in a dimts strain. The growth conditions used for each culture are shown above
the lanes of the figure. Genomic DNA was prepared from dimts grown at 25,
33 or 42°C in the presence (+) or absence (-) of 3.3 mM methionine (met). The
DNAs were cleaved with BamHI and EcoRI and probed with the plasmid
pJS63, which contains the 6.4 kb EcoRI fragment including X163 (16). The sizes
of the fragments are indicated in kb. (C) Southern analysis of 4-il locus. The
blot from (B) was stripped and reprobed with the 0.8 kb BamHI fragment of the
4-fl region (12).

from the standard curve. Control experiments showed that one
round of freezing and thawing the extracts had a negligible effect
on SAM activity.

RESULTS

Identification and characterization of a temperature-
sensitive mutant deflcient in DNA methylation

As a first step to explore the possibility that essential genes might
be involved in DNA methylation in N.crassa, a collection of 100
temperature-sensitive strains (27; D. Stadler, unpublished data)
were screened by Southem analysis for decreased levels ofDNA
methylation at semi-permissive growth temperatures. DNA was
isolated from strains grown in minimal liquid medium at standard
and elevated growth temperatures. The DNA samples were
analyzed for the methylation status of a BamHI site in the
methylated region, l63 (Fig. 1 A). In dim+ cells, a majority of the
molecules are methylated at the BamHI site, and thus uncut by
BamHI, giving a 6.4 kb fragment when digested with EcoRI and
BamHI (10). DNA from tissue with reduced methylation shows

extracellular
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Figure 2. Biosynthetic pathways leading to and from SAM in N.crassa
(adapted from ref. 20). The mutations that block specific steps of the pathway
are indicated. Only the genes germane to this study are indicated. Included in
the 12 cis genes are cys-3, which is a transcriptional regulator of many cvs
genes; cvs-5, which is required for 3'-phosphoadenosine-5'-phosphosulfate
reductase activity; and cvs-10, which is required for sulfite reductase activity.
CH3-THF Glun denotes methyl-tetrahydrofolate-polyglutamate. The mutations
that block specific steps of the pathway are indicated. The met-9 and met-10
mutants have not been assigned to specific steps in the methionine biosynthetic
pathway.

greater cleavage, with a corresponding increase in the 2.7 and
3.7 kb fragments in a BamHI and EcoRI digest. A single mutant,
tentatively called dimts (strain N322), was identified that showed
substantial reduction in DNA methylation when grown at the
semi-permissive temperature of 330 C, and normal methylation at
25°C (Fig. lB, lanes 1 and 2).
The dimts mutant also showed reduced DNA methylation at

other normally methylated loci of Neurospora, as illustrated by
Southem analysis of the 4-rl region (Fig. I C, lanes 1 and 2). Less
methylation was seen at the two BamHI sites at 4-rl when the
strain was grown at 33°C as opposed to 25°C, as indicated by an
increased amount of the 0.8 kb BamHI fragment (Fig. 1C, lanes
1 and 2). As with the dim-3 mutant of Neurospora (10), the DNA
methylation defect of dimtS appeared more pronounced at j63
than at 4-1l

The methylation defect of dimts is alleviated by
methionine and dimts is an allele of met-3

We found that the dimts strain did not show a growth defect on
complete medium. Crosses to marked strains demonstrated that
dimts is linked to the al-3 and inl genes on linkage group V.
Because met-3 also maps to this region, we tested whether dimts
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Figure 3. DNA methylation at W63 in met andfor mutants. The indicated strains
(see Table I for strain information; met-3 = N552) were grown in a high level
of methionine (upward-pointing arrow; 3.3 mM methionine) or low level of
methionine (downward-pointing arrow; 0.03 mM methionine, except for met-i,
which was grown in 0.15 mM methionine). The temperature-sensitive met-JO
strain was grown in minimal medium without methionine at either 25 or 34°C.
Genomic DNA preparation and Southern analysis of N63 was performed as
described in the legend of Figure lB.

was defective for methionine biosynthesis at restrictive tempera-
tures. Both the growth and DNA methylation defects were
relieved by the addition of methionine to growth media (Fig. IB,
lanes 3-5; Fig. IC, lanes 3-5). Allelism of the dimts and met-3
mutations was demonstrated directly in two ways. First, a
heterokaryon forced between a dimts (N608) and a met-3 (N610)
strain was unable to grow at 37°C in the absence of methionine
(data not shown). Secondly, a cross between a dimts (N322) and
a met-3 (N552) strain yielded only seven progeny able to grow at
37°C without methionine out of 10 000 ascospores analyzed,
indicating very tight linkage. Thus, the dimts mutation is a
temperature-sensitive allele of met-3, and will henceforth be
referred to as met-3ts.

Conditional reduction of DNA methylation in other
mutants of Neurospora

We previously reported that the eth-J mutant of Neurospora,
which is temperature-sensitive for growth due to a mutation in
SAM synthetase (19; Fig. 2), is deficient in DNA methylation at
semi-permissive growth temperatures (10). Because SAM is the
methyl-group donor for cytosine methylation in bacteria and
animal cells, this suggested that reduced SAM levels in Neuros-
pora result in decreased DNA methylation. Since methionine is
the direct biosynthetic precursor to SAM, and met-3ts and met-7
(10) mutants are deficient in methylation when starved for
methionine, we wished to test if starvation of any met mutant
reduces DNA methylation. A survey of representative mutants
from all of the other met genes of N.crassa, including met-i,
met-2, met-3, met-S, met-6, met-8, met-9 and met-10 (20) showed
that our expectation was correct. Less DNA methylation was seen
at the BamHI site of N'63 when these mutants were grown in 0.03
mM methionine (met-2, met-3, met-S, met-6, met-8 and met-9) or
0.15 mM methionine (met-i) than when grown on 3.3 mM
methionine (Fig. 3, lanes 1-14). The temperature-sensitive
met-0 mutant, which has a methionine requirement at 340C, but
not at 25°C, showed reduced DNA methylation at 34°C when
grown without methionine (Fig. 3, lanes 15 and 16). We also
tested thefor mutant, which acts between met-6 and met-i in the
biosynthetic pathway of methyl-tetrahydrofolate (Fig. 2), and
whose defect is relieved by either formate or a mixture of

Figure 4. Assay for methylation at the rDNA spacer region of eth-J and met-I
mutants. Genomic DNA was isolated from eth-i grown at 30 and 37°C and
met-i grown in 3.3 or 0.03 mM methionine. The DNA was digested with
Sau3AI (S), which cuts GATC but not GATmC, or MboI (M), which cuts both
GATC and GATmC (52), and was probed with a 3.4 kb EcoRI fragment of the
rDNA that includes the spacer region. Methylation of the spacer region results
in the 2.9 and 2.3 kb fragments indicated (17).

methionine and adenine (20). DNA methylation was reduced
when this mutant was grown in low levels of methionine (Fig. 3,
lanes 17 and 18). Curiously, different met mutants reproducibly
displayed variable levels ofmethylation at N'63 when supplemented
with methionine (e.g. Fig. 3, lanes 11 and 13). We do not
understand the basis of this variability.

In addition, several met mutants were tested for reduction of
DNA methylation at other methylated loci. All the mutants tested
showed reduced methylation at the 4-rq locus (met-3, met-5,
met-8, met-9, for and eth-1; data not shown) and rDNA region
(e.g., eth-1, met-5; Fig. 4) when grown in methionine-poor
medium. For analysis of methylation at the rDNA, genomic
DNAs were digested with Sau3AI or MboI and probed with the
3.4 kb EcoRI fragment that includes the spacer region between
the rDNA repeats (see ref. 17). Methylation of Sau3AI sites
results in the appearance of the 2.3 and 2.9 kb fragments.
Southern analysis of the rDNA of the wild-type strain, N150,
gave results identical to the eth-J strain grown at 30°C and the
met-5 strain supplemented with methionine (data not shown).
Furthermore, supplementation of N150 with excess methionine
appeared to cause a very small increase in methylation at the 7-r1
region, but did not result in a noticeable increase in methylation
at N'63 (H. Foss and E. Selker, unpublished).

Southern analysis of DNA from the met mutants revealed
substantial reductions in DNA methylation at the three loci
examined, but did not provide information on overall DNA
methylation in the genome. To quantify the overall decrease in
DNA methylation induced by methionine starvation of a met
mutant, HPLC analysis was performed on deoxynucleosides
from genomic DNA ofmet-7cells grown either in 3.3 or 0.03 mM

eth-1
300 370
S M S M

met-S
3.3 0.03
SM S M
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Figure 5. Assay for methylation at the BamHI site of W63 in cys, hom, his-3 and
dim mutants. (A) cys-5, hom, cys-10 and cys-3 strains were grown in either 3.3
or 0.03 mM methionine. cys-5, cys-10 and cvs-3 mutants were also grown in
either 1 or 0.1 mM cysteine. The his-3 strain was grown in 3.2 or 0.1 mM
histidine. Upward-pointing and downward-pointing arrows refer to the high
and low concentrations of supplements in the growth media respectively. (B)
dim-i, dim-2, dim-3 and the less characterized dim mutants designated as #850,
#924 and #140 were grown in the presence or absence of 3.3 mM methionine.
Genomic DNA was isolated and analyzed as described in the Figure B legend.

methionine. Starvation for methionine decreased the fraction of
5-methyldeoxycytidine in the genomic DNA by 47% (data not
shown).

Amino acid starvation, per se, does not reduce DNA
methylation

Starvation of amino acid auxotrophs for their required amino
acid, per se, does not decrease DNA methylation levels. For
example, DNA methylation was not reduced by starving a his-3
mutant for histidine (Fig. 5A, lanes 15 and 16). Also, methionine
starvation, per se, does not cause reduction ofDNA methylation.
This was shown for the mutants cys-5, hom and cys-10, (Fig. 5A,
lanes 1, 2 and 5-8), whereas the cys-3 mutant showed a slight
reduction in methylation (Fig. SA, lanes 11 and 12). The cys

mutants are complemented by addition of either cysteine or

methionine to the growth medium, whereas the hom mutant
requires both methionine and threonine (20). Because cysteine,
like methionine, is a precursor to SAM, but is earlier in the
biosynthetic pathway (Fig. 2), we tested if starvation of these
mutants for cysteine would caused decreased DNA methylation.
Figure 5A shows that cys-5 (lanes 3 and 4) and cys-1O (lanes 9 and

20 40 60 0 20 40
time (hours) time (hours)

Figure 6. Time course study of DNA methylation levels and SAM concentra-
tions. Wild-type (filled squares), met-i grown in 3.0 mM (filled diamonds) or
0.03 mM methionine (open diamonds), and cvs-3 grown in 3 mM methionine
(filled triangles), 0.03 mM methionine (open triangles) or 0.3 mM cysteine
(inverted open triangles) were grown for 12, 18, 24, 36 or 60 h. They were then
assayed for growth (A), DNA methylation at the BamHI site of the Xj63 region
(B), and SAM concentration (C). The data presented in (B) were derived from
AMBIS quantification of the blots.

10) mutants exhibited normal DNA methylation when grown in
limiting cysteine, whereas cys-3 showed a significant decrease in
methylation at the BamHI site of 1463 when starved for cysteine
(lanes 13 and 14). As with cys-5 and cys-10, starvation of cys-l1
for either methionine or cysteine did not reduce DNA methylation
(data not shown). It is unclear why the different cys mutants
behave differently with respect to DNA methylation upon
starvation for cysteine.

Several mutants defective in DNA methylation (dim) have been
isolated in our laboratory. Three complementation groups, dim-I
(H. Foss, C. Roberts and E. Selker, unpublished), dim-2 and dim-3
(10) have been defined so far, and a number of other mutants
remain unclassified (H. Foss, K. Claeys and E. Selker, unpub-
lished). Although the screens used to isolate these mutants
involved growth of Neurospora on minimal medium, we decided
to examine the possibility that the mutants have defects in the
pathway leading to SAM. Thus, methylation in all of the dim
mutants was assayed following growth in medium containing a
high level of methionine (3.3 mM). The methylation defects of
dim-i, dim-2 and dim-3 were not relieved by the addition of
methionine (Fig. SB, lanes 1-6). Several other dim isolates from
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the screen that yielded dim-2 and dim-3 showed increased
methylation, however, when methionine was added to the growth
medium (e.g., #850, #924; Fig. 5B, lanes 7-10). Since the dim
strains #850 and #924 grow in the absence of methionine, albeit
more slowly (data not shown), these mutants may be partially
defective for methionine biosynthesis. We have not tested this
hypothesis directly. Several other unclassified dim isolates from
this screen were not relieved by the addition of methionine (e.g.
dim#140; Fig. 5B, lanes 11 and 12).

Reduction of intracellular SAM is associated with
starvation for methionine

To explore the possibility that the reductions in DNA methylation
seen in the various mutants tested reflected decreases in
intracellular SAM concentrations, we measured the SAM levels
using a radioenzymatic assay (25,26). The assay used cellular
extracts as theSAM source for a reaction catalyzed by the enzyme
catechol 0-methyltransferase, which transfers a methyl group
from SAM to dopamine. The results of assaying SAM levels in
a number of strains under different growth conditions are shown
in Table 2. Cultures were inoculated with 5 x 106 conidia/ml, and
tissue samples were harvested after 12-18 h ofincubation at 33°C
(except for eth-J). Under these conditions, fully supplemented
Neurospora strains are typically in mid to late logarithmic growth
after 12-18 h of growth (28). Auxotrophic strains starved for the
required nutrient typically stop growing by 12 h (for example, see
Fig. 6A). The concentration of SAM in a wild-type strain, N150,
was 19.4 nmol SAM/g of dry tissue (4.6 nmol SAM/g of wet
tissue). This level of SAM is much lower than that reported
previously for Neurospora mycelial tissues using different
methods for assaying SAM [62 nmol SAM/g wet tissue (29); 500
nmol SAM/g wet tissue (30)].
The SAM concentration measured in eth-J tissue grown at

30°C was equivalent to that found in the wild-type strain, whereas
in tissue grown at 37°C the level was -5-fold lower than that in
the wild-type (Table 2), consistent with the eth-J mutant
harboring a temperature-sensitive SAM synthetase (19). The
SAM pools measured in met mutants grown in 3.3 mM
methionine were 5-28-fold higher than that in the wild-type strain
grown in the absence of added methionine (Table 2). Growth of
met mutants in low methionine (0.03 mM) resulted in 3-11-fold
reductions oftheSAM pools relative to wild-type. Thus, the SAM
pools of met mutants starved for methionine are significantly
smaller than in a wild-type strain.

Starvation ofthe cys-3 or cys-JO mutants for methionine, which
caused little or no reduction of DNA methylation, did not
dramatically reduce the SAM concentration in cultures harvested
after 12-18 h of growth (e.g. cys-3 showed 14.3 nmol SAM/g,
compared with 19.4 nmol/g for wild-type). Starvation of a cys-3
mutant for cysteine, which did result in some reduction in DNA
methylation, resulted in an -70% reduction in SAM (6.1 nmol/g,
compared with 19.4 nmol/g for wild-type). Starvation of the his-3
strain for histidine did not affect intracellular SAM levels.
The results of Southern analyses presented above were from

cultures grown to for 3-4 days. To gain a clearer understanding
of the relationship of DNA methylation to growth phase and
intracellular SAM concentration in Neurospora, we examined
wild-type, met-i, and cys-3 strains grown in high or low
methionine or cysteine for 12, 18, 24, 36 and 60 h (Fig. 6).
Figure 6A shows the growth of wild-type, met-i (grown in 3 or

0.03 mM methionine), and cys-3 (grown in 3 mM methionine,
0.03 mM methionine or 0.3 mM cysteine) over the course of the
experiment. The wild-type and fully supplemented met-i and
cys-3 cultures were growing rapidly at 12 and 18 h of growth,
whereas the cultures containing low levels of methionine or
cysteine showed essentially no growth through the 36 h time
point. Each of the starved strains showed significant growth
between 36 and 60 h of growth, however. This may have been due
to the growth of met+ or cys+ revertants, considering that the
cultures were heavily inoculated (2 x 109 conidia/400 ml culture),
and in an independent test the met-I and cys-3 strains used in this
study reverted at frequencies of 8.7 x 106 and 2.6 x 104 per
conidium respectively, when plated on growth medium lacking
methionine (data not shown). Note that the cultures grown for the
experiments described in Figures 1,3,4 and 5 did not accumulate
revertants, probably because these cultures were inoculated with
a small number of conidia (see Materials and Methods).

Table 2. Intracellular SAM concentrations of wild-type and mutant N.crassa

Strain Supplement SAM

N150

eth-1, 30°

eth-1, 370

met-i
met-i

met-2

met-2

met-3

met-3

met-7

met-7

met-8

met-8

cys-3

cys-3

cys-3

cys-10

cys-10

his-3

his-3

none

none

none

3.3 mM metc

0.03 mM met

3.3 mM met

0.03 mM met

3.3 mM met

0.03 mM met

3.3 mM met

0.03 mM met

3.3 mM met

0.03 mM met

3.3 mM met

0.03 mM met

0.3 mM cyse

3.3 mM met

0.03 mM met

3.2 mMhis

0.03 mM his

(nmollg)
19.4 ± 2.8a

19.4 ± 2.0b
3.6 ± 0.6a

137.9, 137.7d
3.6, 3.6d
212.0, 217.Od

5.2, 5.2d
407.0, 399.6d
4-9, 5.1d

94.8, 108.4d
2.3, 2.5d
526.2, 550.8d
1.5, 2.1d
106.6, 112.6d
14.3 ± 2.4b
5.8, 6.4d
397.5, 370.3d
21.7 ± 0.8b
17.8 ± 0.6b
20.1 ± 1.8b

Each strain was grown in the indicated concentration of supplement (at 33°C
unless noted otherwise noted), and the tissues were harvested after 12-18 h and
assayed for intracellular SAM concentration. SAM concentration is expressed
per dry weight tissue.
aDuplicate tissue samples were harvested from two different cultures, and all
four samples were assayed in duplicate. The eight values were averaged and the
standard deviation is indicated.
bTwo tissue samples were harvested from the same culture and assayed in dupli-
cate. The four values were averaged and the standard deviation is indicated.
CMethionine.
dThe two values represent duplicate assays of the same sample.
eCysteine.
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Genomic DNA prepared from all samples was examined for
methylation at the BamHI site of the XV63 region (Fig. 6B). All of
the strains initially showed 40-50% methylation at the BamHI
site, whether grown in high or low levels of supplement. Over the
course of the experiment, met-i and cys-3 grown in 3 mM
methionine, and wild-type showed increasing methylation to give
-70-80% ofthe sites methylated at 60 h. Figure 6C shows that the
SAM concentration of wild-type peaked at 18 h, and then
gradually decreased. Addition of 3 mM methionine to met-I and
cys-3 strains resulted in a dramatic increase in intracellular SAM
levels early in the growth phase, peaking at -165 and 120 nmol/g,
respectively, at 18 h. By 60 h the SAM concentrations in these
strains fell to approximately the level of wild-type. In spite of the
2-3-fold increase in the SAM pool of met-i and cys-3 over
wild-type at 12 h of growth (Fig. 6C), DNA methylation was not
markedly increased in these strains. This suggests that SAM is not
limiting for DNA methylation during the rapid growth phase.
The methylation levels of met-I grown in 0.03 mM methionine,

and cys-3 grown in 0.3 mM cysteine, were reduced at the 60 h
time point compared with wild-type, consistent with our previous
observations (Fig. 3, lanes 3 and 4, and Fig. 5A, lanes 13 and 14,
respectively). Both of these strains also displayed lower intra-
cellular SAM concentrations through the 36 h time point,
consistent with decreased SAM levels resulting in lower DNA
methylation. The starved met-i and cys-3 cultures showed
increased SAM levels at 60 h, possibly due to the growth of met+
and cys+ revertants.
The cys-3 strain grown in 0.03 mM methionine showed nearly

normal levels of methylation at 36 and 60 h of growth, consistent
with the previous findings (Fig. 5, lanes 11 and 12). DNA
methylation increased from -45 to -80% at 24 h, and then fell
slightly to -70% (Fig. 6B). The intracellular SAM concentration
was comparable with that of wild-type at 12 h, and fell slightly at
18 h before dropping precipitously at 24 h. Even though the mass
ofthe culture had not increased from 12 to 24 h (Fig. 6A), the level
of DNA methylation increased to -80% by 24 h.

DISCUSSION

All known DNA (5-cytosine) methyltransferases use SAM as the
methyl-group donor (1,21). While the methyltransferase from
N.crassa has not been identified, the results reported here are
consistent with SAM being the methyl-group donor in Neurospora
as well. Auxotrophic strains with defects in the SAM biochemical
pathway (i.e., the met and for mutants) showed reduced DNA
methylation under starvation conditions, whereas starvation of a
his-3 mutant did not affect methylation. Curiously, we found that
the intracellular SAM concentration at early growth stages seemed
to predict the levels ofDNA methylation at stationary phase (e.g.
see cys-3 and met-i cultures starved for methionine or cysteine;
see Fig. 6). A possible partial explanation for the lack of a direct
temporal relationship between DNA methylation and SAM levels
is that a shortage of SAM should not affect methylation until after
DNA replication creates its substrate, unmodified cytosines.
The concentration of SAM in wild-type Neurospora changed

during growth, increasing to -20 nmol/g dry tissue (4.6 nmol/g
wet tissue) during rapid growth of cultures, then decreasing to
-7 nmol/g dry tissue. These values are much lower than the SAM
concentrations, measured in rapidly growing tissue, reported
previously [62 (29) and 500 (30) nmol/g wet tissue]. We cannot
readily account for the discrepancy between these measurements

of SAM in Neurospora, except to state that different methods
were employed. SAM concentrations have also been determined
for E.coli (-50 nmol/g wet cells) (31), rat brain (16-27 nmol/g
wet tissue) (25) and various rat tissues (1). Since SAM is
inherently unstable, all ofthese measurements should be regarded
as lower limits of the actual values. Given the similarity among
the SAM levels measured for wild-type, eth-i grown at 30°C,
cys-10 grown in high or low methionine, or the his-3 mutant
(Table 2), it seems safe to make comparisons between the
different mutant strains examined in this study.

It is difficult to relate the value of 20 nmol SAM/g dry tissue to
a cytosolic or nuclear concentration of SAM, because the
fractions of Neurospora mycelial tissue made up of intracellular
and extracellular water is not known. A further potential
complication is that, at least in yeast, a sizable fraction of the
intracellular SAM is stored in vacuoles (32). It is unknown how
much SAM is stored in the vacuoles of Neurospora. Values for the
content of intracellular water in various cell types range from 60
to 85% (e.g., see 33-35). Typically, water comprised -75% of the
wet tissue samples harvested in the experiments presented here.
Assuming that the intracellular water content of Neurospora is
between 60 and 75%, and that all of the intracellular SAM is
available to the methyltransferase for DNA methylation, then the
intracellular SAM concentration peaked between 6-13 jM
during rapid growth, and decreased to 2-4FM at stationary phase.
Our finding that 3-11-fold reductions of the SAM pool were
correlated with decreased DNA methylation suggests that the
intracellular SAM concentration is not vastly different from the
Km of the DNA methyltransferase. While the Km of the
Neurospora enzyme for SAM is unknown, other euk-aryotic DNA
methyltransferases have values between 1 and 10 jM (36-38).
Our results suggest that the Neurospora enzyme has a similar Km.
Critical testing of this hypothesis will await biochemical charac-
terization of the Neurospora DNA methyltransferase.

Russell et al. (11) showed that -1.5% of the cytosine residues
are methylated in germinating conidia at 0, 3 and 24 h. The
5-methylcytosine content was 40% lower at 6 and 12 h, however.
Considering that the doubling time of Neurospora is -3 h under
these conditions, very little, if any, DNA methylation could have
occurred between the 3 and 6 h time points. Our results from
examining methylation at specific sites are consistent with those
observations. All of the strains studied in our time course
experiment (Fig. 6) showed 40-50% methylation at the NV63
BamHI site after 12 h of growth, with the methylation increasing
to 70-80% at 36 h in wild-type and fully supplemented cultures
(Fig. 6). Starvation of met-I for methionine and cys-3 for cysteine
resulted in decreased levels ofSAM at the 12 and 18 h time points,
and decreased levels of DNA methylation at 36 h of incubation.
Interestingly, while 12 h cultures of methionine-starved met-I and
cysteine-starved cys-3 displayed -3-fold less SAM than did
wild-type cultures, their methylation levels appeared comparable
with wild-type at this time. Also, addition of 3 mM methionine
to the growth media of met-i and cys-3 mutants resulted in
dramatic increases in SAM after 12 h of growth, but like
wild-type, these strains still showed reduced DNA methylation at
this time point. Although the SAM levels at times earlier than
12 h were not examined, these results suggest that the reduction
of DNA methylation seen in rapidly growing Neurospora is not
due to limiting SAM. Presumably, some other factor essential for
DNA methylation such as the methyltransferase, or an unknown
associated factor, is limiting during the period of rapid growth.
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In animal cells, at least 50% of all DNA methylation occurs
within 5 min after the synthesis of the nascent DNA chain (39).
The timing ofDNA methylation during the Neurospora cell cycle
is unknown. It is noteworthy, however, that while starvation ofthe
cys-3 mutant for methionine resulted in the cessation of growth
by 12 h (Fig. 6A), the level ofDNA methylation at the AV63 BamHI
site increased from 45 to 80% between the 12 and 24 h time points
(Fig. 6B). Thus, Neurospora DNA can become methylated in the
absence of growth, suggesting that there is no obligatory coupling
between DNA methylation and DNA replication in Neurospora.
This is consistent with the situation in the slime mold Physarum
polycephalum, in which a substantial fraction ofDNA methylation
occurs outside of S phase (40,41).

In the specialized dikaryotic cells of the premeiotic phase of
Neurospora, a process called RIP (repeat-induced point mutation)
riddles sequence duplications with CG to AT transition mutations
(23,42,43). Based on the enzymatic mechanism of DNA
(5-cytosine) methyltransferases, it was proposed that the methyl-
transferase ofNeurospora might catalyze deamination ofcytosine
or methylcytosine under special conditions, e.g., low SAM
concentration (42). Support for this idea has recently come from
observations that bacterial DNA methyltransferases can catalyze
cytosine deamination when SAM is limited (44,45). Enzymatic
deamination was not detected when the SAM concentration was
above -300 nM (HpaII methylase) (44) or 250 nM (EcoRII
methylase) (45). Since the Km values for SAM of bacterial DNA
methyltransferases are considerably lower than the eukaryotic
enzymes (46-48), eukaryotic MTases may catalyze cytosine
deamination at higher concentrations ofSAM. While it is unlikely
that the Neurospora DNA methyltransferase catalyzes cytosine
deamination to any significant extent in vegetative tissue under
normal conditions, our findings raise the possibility that it may do
so under conditions of starvation for SAM (e.g., in met mutants
growing on limiting methionine). It would be interesting to know
the SAM concentration in the tissue in which RIP occurs, but due
to difficulty in getting sufficient quantities of the pure tissue, we
did not attempt to determine this.

It is likely that reduction of the intracellular SAM pool in
animal cells causes decreased DNA methylation. Culp and Black
(49) found that starvation of mouse 3T3 cells for methionine
resulted in a 30-40% decrease in total 5-methylcytosine in newly
synthesized DNA. It is interesting in this regard that feeding
animals a diet low in the precursors of SAM, i.e., folate and
methionine, results in increased malignancies and, in some cases,
hypomethylated DNA (50,51). The methyltransferase in these
cells may be catalyzing deamination deoxycytosine residues under
these conditions.
This work grew from a small survey of temperature-sensitive

mutants of Neurospora to identify possible essential genes involved
in DNA methylation. With the characterization of the dim-2 mutant,
which is devoid of detectable methylation in vegetative tissue
(10), it became virtually certain that methylation is not essential
for viability. It remains possible, however, that essential gene
products are involved in DNA methylation in Neurospora. A better
understanding ofkey components in this process, such as the DNA
methyltransferase, and the relationship of DNA methylation to
essential cellular processes, such as DNA replication and
transcription, should clarify this issue.
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