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Background: Human small nuclear RNA genes exhibit powerful transcription potential.
Results: The DNMT1 and DNMT3a DNA methyltransferases down-regulate snRNA transcription by RNA polymerase III. The

RB tumor suppressor facilitates DNMT promoter recruitment.

Conclusion: Human RNA polymerase III transcription is regulated by epigenetic modification.
Significance: This study uncovers a novel relationship between DNA methyltransferases and RB for epigenetic regulation.

The human small nuclear RNA (snRNA) and small cytoplas-
mic RNA (scRNA) gene families encode diverse non-coding
RNAs that influence cellular growth and division. Many snRNA
and scRNA genes are related via their compact and yet powerful
promoters that support RNA polymerase III transcription. We
have utilized the human U6 snRNA gene family to examine the
mechanism for regulated transcription of these potent tran-
scription units. Analysis of nine U6 family members showed
enriched CpG density within the promoters of actively tran-
scribed loci relative to inert genes, implying a relationship
between gene potency and DNA methylation. Indeed, both
pharmacological inhibition of DNA methyltransferase (DNMT)
activity and the forced diminution of DNMT-1, DNMT-3a, and
DNMT-3b by siRNA targeting resulted in increased U6 levels in
asynchronously growing MCF7 adenocarcinoma cells. In vitro
transcription assays further showed that template methylation
impedes U6 transcription by RNA polymerase III. Both
DNMT-1 and DNMT-3a were detected at the U6-1 locus by
chromatin immunoprecipitation directly linking these factors
to RNA polymerase III regulation. Despite this association, the
endogenous U6-1 locus was not substantially methylated in
actively growing cells. However, both DNMT occupancy and
low frequency methylation were correlated with increased Ret-
inoblastoma tumor suppressor (RB) expression, suggesting that
the RB status can influence specific epigenetic marks.

The human snRNA and scRNA? gene families encode func-
tionally diverse non-coding RNAs that control multiple aspects
of the central dogma, including DNA replication (1), global
transcription (2-5), mRNA splicing (6), and translation (7).
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Consistent with their integral role in cellular information flow,
many members of these gene families are regulated by key mod-
ulators of cell proliferation. Notable examples include the
proto-oncoprotein c-Myc, which activates transcriptional out-
put (8, 9), and the p53 (10-12) and RB (13—17) tumor suppres-
sor proteins, which repress snRNA transcription. Members of
this family are further responsive to environmental nutrient
conditions via the mTOR pathway and its downstream effector
MAF1 (18 -21). Because the function of c-Myc, p53, and RB is
deregulated in most human cancers (22), their convergent reg-
ulation of snRNA gene transcription suggests a previously
unappreciated role for snRNA and scRNA families in modulat-
ing tumor progression.

The familial relationship of snRNA and scRNA genes is
defined in part by the conservation of critical promoter ele-
ments required for their expression. In these genes, a distal
sequence element serves as an enhancer that binds the Oct-1
and Staf activator proteins, whereas the proximal sequence ele-
ment (PSE) located within the core promoter serves to recruit
the general transcriptional complex called SNAP./PTF
(reviewed in Refs. 23 and 24). Some genes contain a TATA box
located adjacently to the PSE for TFIIIB-Brf2 recruitment (25—
27). The combination of the PSE and TATA elements dictates
RNA polymerase III utilization, whereas the absence of the
TATA box results in transcription by RNA polymerase II (28).
Conservation of these critical promoter elements lends a com-
mon control point for regulation of these non-coding RNA
genes, although some are transcribed by RNA polymerase II
and others by RNA polymerase III.

The current understanding of regulated transcription for this
gene family has been developed from extensive studies of the
7SK (29) and U6 genes (30). In particular, the human U6 snRNA
gene set consists of at least five actively transcribed members
that harbor identical U6 coding sequences but contain diver-
gent flanking sequences (31). These five active genes contain
the diagnostic promoter elements that are essential for their
transcription by RNA polymerase III (reviewed in Refs. 23 and
24). An additional four loci encoding identical U6 coding
sequences are devoid of identifiable snRNA promoter elements
and are inactive in transcription assays.
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We observed that those U6 genes that contain legitimate
snRNA promoter elements also exhibit enrichment of CpG
dinucleotide sequences when compared with inactive loci lack-
ing appropriate promoter elements. Thus, active U6 genes con-
stitute CpG islands. Interestingly, all active U6 genes contain a
conserved CpG dinucleotide that spans the start site of tran-
scription, whereas the inert U6 genes lack this sequence, a pat-
tern that is also present in other members of this gene family.
Because CpG sequences are the primary site for DNA methyla-
tion in humans, the apparent retention of the start site CpG
dinucleotide and maintenance of CpG promoter density in
active U6 sequences raised the possibility that DNA methyla-
tion may contribute to their regulation. The data presented
herein provide a link between DNA methylation and U6 tran-
scription regulation, although the conserved start site CpG was
not essential for this process. Our findings further support a
direct role for the RB tumor suppressor in DNMT recruitment.
Interestingly, DNA methylation does not appear to be a critical
component of the RB repression mechanism, suggesting alter-
native roles for this epigenetic mark.

MATERIALS AND METHODS

Cell Culture—HeLa and MCEF?7 cells were grown in DMEM
containing 5% fetal bovine serum (Invitrogen) and penicillin-
streptomycin. Saos2 and U20S cells were grown in DMEM
containing 10% fetal bovine serum and penicillin-streptomycin.
The Saos2-Tet-Rb cells (32) containing a stably integrated full-
length RB1 gene were cultured in 15-cm diameter cell culture
plates in DMEM containing 10% FBS and penicillin-streptomy-
cin plus 1 ug/ml tetracycline (or doxycycline), as indicated in
the figure legend (Figs. 7 and 8). RB expression was induced by
removing medium containing tetracycline, washing the plates
twice with 10 ml of PBS followed by the addition of tetracycline-
free medium. Cells were then harvested at various times after
induction to monitor RB levels and for chromatin immunopre-
cipitation studies. RT-PCR analysis of endogenous U6 levels
was performed as described previously (12).

DNMT Inhibition—U20S cells were plated at 1 X 10* cells/
well in 6-well plates. After 24 h, cells were treated with 10 or 20
uM 5-aza-2'-deoxycytidine (dAzaC) (Sigma) (A3656) for 2 or 5
days. Medium was changed daily with fresh medium containing
dAzaC. For each time point, total RNA was collected with TRI-
zol and reverse transcribed (25 ng per 20 ul of reaction volume)
with the ABI high capacity cDNA reverse transcription kit (cat-
alog no. 4368814) using random primers. Synthesized cDNA
was amplified by quantitative PCR (2 ul of cDNA in a 20-ul
PCR volume) using ABI Sybr Green PCR Master Mix (catalog
no. 4309155) and primers specific to the coding region of U6-1,
Y1, Y3, MRP, and 5S RNA genes.

DNMT siRNA Studies—MCEF?7 cells were plated at a density
of 2 X 10° cells per well in 6-well plates. Transient transfections
of siRNA targeting DNMT1, DNMT3A, and DNMT3B (200 nm
final concentration) or an equivalent amount of control scram-
bled siRNA were carried out with serum and antibiotic-free
DMEM along with the pU6/Hae/RA.2 plasmid DNA in 250 ul
of DMEM. Twenty-four hours following transfection, total cel-
lular RNA was isolated using TRIzol for assessment of U6 out-
put by RNase protection and for total RNA levels by agarose gel
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electrophoresis and ethidium bromide staining. The effective-
ness and specificity for each siRNA-treated sample was deter-
mined by RT-PCR analysis of DNMT-1, DNMT-3a, and
DNMT-3b and by Western blot analysis for DNMT-1 and
DNMT-3a (NB100-264 and NB100-265, Novus Biologicals).
The siRNAs were purchased from Invitrogen and are as follows:
DNMT1-siRNA 1, HSS102859; DNMT1-siRNA 2, HS5102861;
DNMT3A-siRNA 1, HSS141868; DNMT3A-siRNA 2,
HSS141870; DNMT3B-siRNA 1, HSS102865; DNMT3B-siRNA
2, HSS102867; negative control siRNA, 12935-300. Quantifica-
tion of each targeted knockdown was performed by RT-PCR as
described previously using 0.2 pg of total RNA (12), except that
first strand DNA synthesis was performed using 0.5 ug of
oligo(dT),, 5 (Invitrogen) and 200 units of Superscript II reverse
transcriptase (Invitrogen) in a total volume of 20 ul. 1 ul of cDNA
was then used for PCR amplification with 10 pmol of primers spe-
cific for DNMT-1, DNMT-3a, DNMT-3Db, or B-actin. The relative
levels of amplification for siRNA-treated samples were compared
with parallel reactions performed under similar conditions but
containing an approximately 3-fold serial dilution of total RNA
(0.6,0.2,0.06, and 0.02 ug).

In Vitro Methylation and U6 Repression Assays—Unless oth-
erwise indicated, in vitro U6 transcription reactions were per-
formed as described previously (33) using 250 ng of pU6/Hae/
RA.2 reporter plasmid DNA with HeLa nuclear extract and
appropriate recombinant proteins, as indicated in the figure
legends. Y1 transcription activity was determined using the
plasmid pBS-Y1-8 (250 ng) containing the Y1 promoter (from
—997 to +38) driving expression of an inverted B-globin
sequence similar to that contained in the U6 plasmid. The cor-
rectly initiated transcripts from the U6 and Y1 reporters were
simultaneously detected by RNase protection assays. GST-
RB(379-928) was expressed and purified, as described previ-
ously (17).

To determine the effect of DNA methylation on U6 tran-
scription, pU6/Hae/RA.2 was premethylated by incubating
with 4 units of M.SssI methylase (New England Biolabs) per ug
of plasmid along with methylase buffer and S-adenosylmethio-
nine (final concentration 160 uM) in a total volume of 20 ul at
37 °C overnight. DNA was then recovered by phenol extraction
and ethanol precipitation, and the DNA pellet was dissolved in
water. The final DNA concentration was quantified by nano-
drop spectrometry and by agarose gel electrophoresis. The
indicated amounts of this methylated DNA were used in in vitro
transcription reactions.

Chromatin Immunoprecipitation—ChIP assays were done as
described previously (16), with chromatin harvested from those
cells that were grown to ~75% confluence indicated in each
figure (Figs. 4 and 7). Immunoprecipitation reactions were per-
formed with chromatin from the equivalent of 10 cells using 1
pg of antibody in a total reaction volume of 1 ml. After proc-
essing, the recovery of specific genomic DNA loci was deter-
mined by PCR using primers for the U6-1 (RNU6-1), Ul
(RNU1), U2 (RNU2), and GAPDH loci, as described previously
(16). Amplification of 5S rRNA (RNSS) locus was performed
using the primers 5'-GGC CAT ACC ACC CTG AAC GC-3’
and 5'-CAG CAC CCG GTA TTC CCA GG-3'. PCR products
were then separated on a 2% 0.5X TBE-agarose gel and stained
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with ethidium bromide, and images were recorded with East-
man Kodak Co. imaging software.

Antibodies—The SNAP43 (CS48) and TATA box-binding
protein (TBP) (SL2) antibodies were described previously (34,
35). RB Western blots were performed using G3-245 (BD Bio-
sciences), and ChIP was performed using rabbit polyclonal
serum, described previously (16). Other antibodies used
include IgG (Invitrogen), DNMT-1 (Imgenex IMG-261; Novus
Biologicals NB100-264), DNMT3A (Imgenex IMG-268A;
Novus Biologicals NB100-265), and DNMT3B (Abcam
ab2851).

Transient Transfections—HeLa cells were plated at 3 X 10°
cells/plate onto 15-cm diameter tissue culture plates in DMEM
containing 5% FBS and antibiotics (penicillin and streptomy-
cin). Transfection was done 24 h after plating using Lipo-
fectamine 2000 (Invitrogen) according to the manufacturer’s
instructions in DMEM lacking serum and antibiotics along
with the indicated amounts of plasmid DNA (pCMV-RB or
empty vector pCMV-EV). After 24 h, transfected cells were
harvested by scraping and analyzed for RB expression by West-
ern blotting.

Genomic Methylation Analysis—The methylation status of
the CpG start site at the endogenous U6-1 gene was analyzed
using ~100 ng of genomic DNA harvested from HeLa or MCF7
cells. Genomic DNA was incubated with Taal (Fermentas),
HpyCHA4III, or Avall (New England Biolabs) or with no restric-
tion enzyme overnight at either 37 °C (HpyCH41II and Avall)
or 65 °C (Taal). Digested DNA was recovered by phenol extrac-
tion and ethanol precipitation followed by PCR analysis using
primers spanning the U6 start site (U6-FOR, 5'-AAG TAT
TTC GAT TTC TTG GC-3'; U6-REV, 5'-AAT ATG GAA
CGC TTC ACG-3’) and GAPDH exon 2 (GAPDH-FOR,
5'-AGG TCA TCC CTG AGC TGA AC-3'; GAPDH-REV,
5'-GCA ATG CCA GCC CCA GCG TC-3'). For methylation
analysis after transient RB expression, genomic DNA was har-
vested from HeLa cells transiently transfected with the
pCMV-RB expression plasmid, as described, and restriction
digestion was performed, as above. PCR analysis of the U6-1
locus was carried out with the same U6 primers as above, along
with primers for two regions in the GAPDH gene: GAPDH
region 1 (FOR (5" CAT CAA GAA GGT GGT GAA GCA GGC
3’) and the GAPDH-REV primer) and GAPDH region 2 (FOR
(5" CAT TGA CCT CAA CTA CAT GG 3') plus REV (5’ CCT
GGA AGA TGG TGA TGG G 3')). PCR products were ana-
lyzed by agarose gel electrophoresis and staining with ethidium
bromide.

Bisulfite Sequencing—HelLa cells (~1 X 10°) were co-trans-
fected with 2 ug of pPCMV-RB expression plasmid or empty
vector pCMV-EV DNA along with 250 ng of the expression
plasmid pEGFP, encoding the enhanced green fluorescent pro-
tein. 48 h after transfection, ~10> EGFP-expressing cells from
each condition were collected by fluorescence-activated cell
sorting (FACS) to enrich for transfected cells, and these cells
were then subjected to bisulfite conversion using the EZ DNA
Methylation-Direct kit (Zymo Research). The U6-1 promoter
region was amplified from the bisulfite-converted DNA using a
two-step nested PCR methodology (first round, —519 to +328
(18 cycles), followed by second round, —461 to +266 (template

MARCH 2, 2012+VOLUME 287+NUMBER 10

RNA Polymerase Ill Regulation by DNA Methylation

Position
-300 -200 -100 +1

DSE '
—_

' '
1 100 200 300 400 500

FIGURE 1. DNA methylation inhibits U6 transcription by RNA polymerase
lll. A, schematic representation of endogenous U6 loci that harbor identical
U6 coding regions. The positions of CpG dinucleotides are depicted by a red
dot, and the relative positions of key promoter elements are indicated. The
non-functional copies U6-3, U6-4, U6-5, and U6-6 lack the essential distal
sequence element (DSE), PSE, and TATA box promoter elements that are
found in the actively transcribed genes (U6-1, U6-2, U6-7, and U6-8), whereas
the U6-9 gene lacks a consensus PSE but nonetheless recruits SNAP. (31). The
transcriptional start site is indicated by the green line. The position of the
termination sequence is indicated as t.

strand) or —519 to +62 (non-template strand) (30 cycles)) with
strand-specific primer combinations that amplify only from
either the template strand or non-template strand that had
undergone cytosine conversion. Amplicons were gel-purified
and cloned into pUC119 for sequence analyses. The effect of RB
on the methylation of the U6-1 locus in Saos2-Tet-RB cells was
determined as above except that RB expression was induced for
24 h by removal of doxycycline. Sequenced clones were ana-
lyzed with BISMA software (36). The cut-off parameters for
analysis were set at a 95% minimum conversion rate, 90% min-
imum sequence identity, 20% maximum of N-sites at cytosine
positions, and 20% maximum for insertions/deletions. The ana-
lyzed sequences were compared, and the methylation at each
CpG site was calculated. The statistical significance of each
methylation event was analyzed using Student’s ¢ test.

RESULTS

DNA Methylation Inhibits U6 Transcription by RNA Polym-
erase III—An alignment of the nine experimentally character-
ized U6 genomic loci, as shown in Fig. 1, revealed that those U6
promoters capable of sustaining RNA polymerase III transcrip-
tion (31) also maintain strong conservation of a CpG at their
start sites and increased preponderance of CpG dinucleotide
sequences within their upstream promoter regions. The reten-
tion of CpG dinucleotides in the active U6 sequences suggested
that DNA methylation might contribute to U6 gene regulation.

To examine this possibility, the effect of the DNA methyl-
transferase inhibitor dAzaC on steady state levels of RNA
polymerase III transcripts was examined in U20S osteosar-
coma cells. U6 levels were compared with other RNA polymer-
ase III-transcribed RNAs whose genes exhibit similar extra-
genic promoter elements and CpG start site conservation (Y1,
Y3, and MRP) and with 5S rRNA, whose genes harbor intra-
genic promoter elements. As shown in Fig. 24, the steady state
levels of all RNA polymerase III-derived RNAs examined were
unaffected at 2 days after treatment. In contrast, expression of
the cyclin/cyclin-dependent kinase inhibitor p16 was robustly
induced at this time point (>100-fold; not shown), indicating
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FIGURE 2. Human U6 snRNA transcription is responsive to DNA methyla-
tion. A, steady state levels of RNA polymerase lll transcripts increase upon
inhibition of DNA methylation. U20S cells were treated with 10 or 20 um
dAzaCfor 2 or 5 days, and various RNA polymerase lll-transcribed species (U6,
Y1, Y3, MRP, and 5S) were measured by quantitative RT-PCR. Specific tran-
script levels were normalized to 18S rRNA for each condition, and the ratio
relative to that from untreated U20S cells is shown. B, DNA methylation inhib-
its RNA polymerase Il transcription. The U6 reporter plasmid was methylated
with M.Sssl CpG methylase, purified, and used for in vitro U6 transcription
assays (250 and 125 ng, lanes 7 and 8, respectively). Reactions were per-
formed in parallel, containing comparable amounts of untreated (lanes 3 and
4) or mock-treated (lanes 5 and 6) U6 reporter DNA. Untreated Y1-f3 reporter
plasmid (250 ng) was also included in the transcription reactions, as indicated,
to serve as an internal control for RNA polymerase lll transcription. Reactions
including either the Y1 reporter (250 ng) or U6 reporter (250 ng) alone are
shown in lanes 1 and 2, respectively. Bands corresponding to U6 and Y1 tran-
scription are marked as U6-5" and Y1-5', respectively. IC, internal control. C, in
vitro transcription assays were performed using the untreated or mock-
treated U6 reporter or the reporter subjected to methylation with M.Sssl and
Msp methylases. The variously treated U6 reporter plasmids were titrated
from 7.5 to 120 ng in 2-fold steps into reactions containing 250 ng of the
unmethylated Y1 reporter plasmid as a non-methylated control. Transcripts
from both reporters were detected by RNase protection, quantified, and the
calculated ratios of the U6/Y1 transcripts are graphically represented. Error
bars, S.D.

that dAzaC was effective. However, at 5 days after treatment,
U6, Y1, Y3, and MRP transcripts were elevated ~1.5-3-fold
relative to levels observed in untreated cells. Although modest,
this significant difference was reproducibly observed (n = 3,
p < 0.05). 5S rRNA levels were more dramatically affected,
increasing 15-20-fold. Whether this stimulation is due to
direct changes at these genes or to indirect effects is uncertain.
Nonetheless, these data indicate that the steady state levels of
endogenous RNA polymerase III transcripts are sensitive to
DNA methylation. The differences in magnitude further sug-
gest that the mechanism for this stimulation is likely to differ
between the different classes of genes.

U6 expression in human cells is regulated both at the tran-
scriptional (34, 37-40) and post-transcriptional levels (41).
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Thus, whether DNA methylation could directly influence U6
gene transcription was examined iz vitro using a U6 reporter
plasmid. This reporter was derived from the natural U6-1
upstream region and has been extensively described elsewhere
(28) (see also Fig. 6). In these experiments, the pU6/Hae/RA.2
reporter was premethylated in vitro using the bacterial methyl-
transferase M.Sssl, which modifies all CpG sequences within
both non-methylated and hemimethylated DNA. As shown in
Fig. 2B, CpG methylation inhibited RNA polymerase III tran-
scription from the U6 reporter DNA template (M.Sssl-treated)
on average between 2- and 3-fold as compared with the
untreated and mock-treated unmethylated reporter templates
(i.e. reactions containing S-adenosylmethionine in the absence
of enzyme). Interestingly, methylation of the start site CpG with
Hpall methylase did not affect transcription, suggesting that
this site is not critical for inhibition (not shown). In this exper-
iment, RNA polymerase III transcription from a non-methy-
lated Y1 reporter gene simultaneously included in the tran-
scription reactions was unaffected. Reduced transcription from
the methylated U6 template was observed over a wide range of
DNA concentrations (Fig. 2C), and interestingly, maximum
levels of transcription from the mock-treated and methylated
templates were achieved at similar DNA concentrations.
Together, these data indicate that CpG methylation can
directly inhibit human U6 snRNA gene transcription by RNA
polymerase III.

Role for Multiple DNA Methyltransferases in RNA Polymer-
ase III Regulation—In humans, genomic methylation is
directed by the DNA methyltransferases DNMT1, DNMT3a,
and DNMT3D, all of which are capable of both de novo methy-
lation of unmodified CpG sequences and the maintenance
methylation of hemimethylated sequences (42, 43). Functional
cooperation between different methyltransferases for efficient
DNA modification has also been observed (44). To determine
whether any of these DNMT's can influence RNA polymerase
III transcription, each DNMT was individually targeted by
siRNAs specific for each enzyme, and the effect on U6-1
reporter gene transcription by transient transfection was inves-
tigated. Two siRNAs were tested for each DNMT, and the
experiment was repeated three times.

The results from one of these experiments is presented in Fig.
3A, and the calculated average result of three experiments is
shown in Fig. 3C. As shown in Fig. 34 (fop), RNA polymerase III
transcription was stimulated by individual reduction of
DNMT1, DNMT3a, and DNMT3b, relative to reactions con-
taining no siRNA or those treated with an irrelevant siRNA.
Combinatorial reduction of multiple DNMT's did not result in
further increases in RNA polymerase III transcription (not
shown). The amounts of total RNA used in these reactions had
been normalized based on absorbance, and that equivalent
RNA was used for each transcription reaction was further ver-
ified by agarose gel electrophoresis and ethidium bromide
staining (Fig. 3A, middle). The effectiveness of knockdown for
each DNMT-specific siRNA was measured by semiquantitative
RT-PCR (Fig. 34, bottom), revealing at least a 3-fold specific
reduction in primary target mRNA levels. Western blot analy-
ses showed that DNMT-1 and DNMT-3a were reduced to lev-
els that were on average 31 and 17% of the control
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FIGURE 3. Multiple DNMTs impede human RNA polymerase Il transcription. A, DNMT knockdown causes increased U6 transcription. Top, human MCF7
cells were co-transfected with the U6 reporter plasmid (lanes 2-9) along with different siRNA oligonucleotides against DNMT-1 (lanes 3 and 4), DNMT-3a (lanes
5and 6), or DNMT-3b (lanes 7 and 8) or with control siRNA (lane 9). Lane 2 shows the transcript levels generated by the U6 reporter in the absence of any siRNA
treatment, whereas the reaction in lane 1 contained no U6 reporter DNA. U6 transcript levels were analyzed using an RNase protection assay. U6 5', correctly
initiated U6 promoter-driven transcript; /C, internal control. Middle, equivalent concentrations of RNA were used for an RNase protection assay and RT-PCR
analyses, as estimated by agarose gel electrophoresis and ethidium bromide staining. Bottom, RT-PCR analyses of the RNA samples was performed using 0.2
g of total RNA to estimate the steady state mRNA levels of DNMT1, DNMT3a, DNMT3B, and actin after the indicated treatments (lanes 1-9). RT-PCR amplifi-
cation using the same primers and increasing amounts of total RNA (0.02, 0.06, 0.2, and 0.6 ug, lanes 10-13, respectively) from untreated cells was used to
estimate target knockdown efficiency in comparison with the siRNA-treated samples. B, MCF-7 cells were transfected with the U6-1 reporter gene plus the
indicated siRNAs, and the effect on protein levels was determined by Western blot analyses using antibodies directed against DNMT-1, DNMT-3a, and actin, as
indicated. Approximately 75 ug of total protein was analyzed per sample. C, quantification of the U6 transcription in response to the indicated siRNA
treatments from three independent repetitions. For each experiment, the correctly initiated U6 transcript levels were normalized to that observed in untreated
MCF-7 cells. Error bars, S.D. Reduced levels of each DNMT resulted in diminished U6 transcription compared with either the untreated or the scrambled
siRNA-treated samples (p < 0.05).
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siRNA-treated samples (Fig. 3B). Under the conditions used in
these assays, we could not reliably detect DNMT-3b, and thus
the effect on DNMT-3b protein levels is uncertain. These data
indicate that the targeted reduction in DNMT activity results in
increased U6 transcription, suggesting that DNMT's contribute
to inhibition of RNA polymerase III function.

The previous data indicate that DNMT inhibition is corre-
lated with increased transcriptional output from the U6-1
reporter gene. Next, whether DNMTs function directly at the
endogenous U6-1 locus was examined by chromatin immuno-
precipitation. In these experiments, the promoter association
by DNMT1 was compared with SNAP43, a factor specifically
required for snRNA gene transcription, and TBP, a factor glob-
ally required for transcription. Factor occupancy at the U6-1
locus was compared with that for the 5S rRNA gene locus (tran-
scribed by RNA polymerase III) and the Ul snRNA gene locus
(snRNA gene transcribed by RNA polymerase II), in both
MCE?7 breast adenocarcinoma cells and HeLa cervical carci-
noma cells. As shown in Fig. 4, DNMT-1 was detected at the
U6-1 locus in MCE-7 cells but not in HeLa cells. In contrast,
DNMT-1 was not observed at either the U1 snRNA or 5S rRNA
loci, regardless of cell type. SNAP43 associated with both the
U6-1 and U1 loci but not the 55 rRNA locus, as expected,
whereas TBP was found at all three loci. In these experiments,
no recovery of the negative control locus (GAPDH, exon 2) was
observed, attesting to the specificity of promoter association by
these factors. These data indicate that DNMT-1 associates with
the U6-1 locus in a cell type-specific manner.

The preferential association of DNMT-1 at the U6-1 locus in
MCE-7 cells suggested that the methylation at this region
would be different between cell types. To explore this possibil-
ity, U6-1 start site CpG methylation was examined in both
HeLa and MCEF-7 cells. The endogenous U6-1 CpG start site
was chosen because this gene harbors the recognition sequence
for the Taal (methylation-sensitive) and HpyCHA4III (methyla-
tion-insensitive) restriction enzymes, as represented in Fig. 4B,
and thus could be conveniently tested. The extent of digestion
in these experiments was then analyzed by PCR amplification
across this cut site. As shown in Fig. 4C, U6-1 amplification was
low for HeLa genomic DNA, regardless of whether Taal or
HpyCH4III were used for digestion, indicating that both
enzymes cut this site equivalently well. In contrast, the U6-1
start site region in MCF-7 cells was amplified more efficiently
from Taal-digested genomic DNA than parallel reactions per-
formed using HpyCH4III-digested DNA. Amplification of the
GAPDH exon 2 region, which does not harbor these recogni-
tion sequences, was equivalent regardless of DNA source or
digestion conditions. These outcomes indicate that the endog-
enous U6-1 start site is more frequently modified in MCE-7
cells than in HeLa cells and is consistent with the preferential
association of DNMT-1 at this locus in MCE-7 cells.

RB Tumor Suppressor Alters Methylation of U6-1 Locus—Al-
though DNMT association and U6-1 methylation are cell type-
specific, the mechanism underlying this specificity is unknown.
One potential clue to the determinants of cell type-specific
methylation was derived from previous observations that the
RB tumor suppressor associated with the U6-1 locus in MCF-7
cells but not in HeLa cells (16). Because RB can also associate
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Formaldehyde-cross-linked chromatin from MCF7 or HeLa cells was immuno-
precipitated with nonspecific IgG (lane 2), anti-SNAP43 (lane 3), anti-DNMT1
(lane 4), or anti-TBP (lane 5) antibodies. Enrichment of the U6-1 snRNA, U1
snRNA, and 55 rRNA promoter regions in the recovered samples was assessed
by PCR, as shown. The GAPDH exon 2 region was examined as a negative
control. Lane 1 contains 1% of the input chromatin used for each reaction. B,
schematic representation of U6-1 start site region from —10 to +10. The U6
start site region contains a recognition sequence for isoschizomers Taal and
HpyCHA4lll. Methylation of the indicated cytosines at the 5" position impairs
Taal digestion but not HpyCHA4lIl digestion. C, cell type-specific methylation
of the U6-1 start site. Restriction digestion was performed on genomic DNA
harvested from MCF7 or Hela cells using the Taal or HpyCH4lIl enzymes, as
indicated, followed by PCR amplification of the U6 snRNA gene (lanes 7 and 2)
or the GAPDH exon 2 region (negative control, lanes 3 and 4).

with DNMT-1 (45), we hypothesized that RB may contribute to
DNMT-mediated methylation at this genomic locus.

First, to determine whether RB can influence the methylation
of the U6-1 locus, wild type RB was expressed in HeLa cells by
transient transfection with the effect on U6-1 start site methy-
lation measured by restriction digestion and subsequent PCR
amplification. The RB expressed in these experiments was pre-
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loaded per sample. B, RB expression modulates the U6-1 start site methylation frequency. Human genomic DNA was harvested from untreated Hela cells (—)
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necessary to reach statistical significance for p = 0.05.

dominantly hypophosphorylated (Fig. 54). Genomic DNA was
harvested from untreated cells as well as cells transfected with
pCMV-RB or an empty vector (pCMV-EV) for subsequent
digestion with either Taal or HpyCHA4III to explore the meth-
ylation status or with Avall (methylation-insensitive; no sites in
the U6-1 region) for use as a control for genomic DNA recov-
ery. As shown in Fig. 5B, the U6-1 start site region in the
untreated and pCMV-EV-transfected cells was inefficiently
amplified from the Taal and HpyCH4III-digested DNA sam-
ples, whereas after RB expression, this region was noticeably
amplified in the Taal-digested samples only. This finding sug-
gests that CpG start site methylation occurred in those samples
expressing RB. However, in comparison with input sample
amplification (not shown), we estimated that the total methy-
lation frequency was very low (less than 10%). Amplification
from an unrelated region within the GAPDH locus that harbors
the Taal/HpyCHAIII restriction sites (GAPDH region 1) was
unaffected by RB expression, suggesting that the effect of RB
was confined to genomic regions that are capable of RB recruit-
ment. A third site (GAPDH region 2) that lacks restriction sites
was efficiently amplified from all digestion reactions, indicat-
ing that similar amounts of genomic DNA were examined in
each sample. Together, these data indicate that RB can facilitate
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low frequency methylation of the U6-1 transcriptional start
site.

To examine whether RB was capable of influencing meth-
ylation outside the start site region, bisulfite sequencing of
the endogenous U6-1 core promoter region was performed
using HeLa cells transiently transfected with a GFP expres-
sion vector along with either an RB expression vector or an
empty vector (EV). Transfected cells were enriched by col-
lecting the GFP-expressing cells by FACS, and genomic
DNA from the RB- and EV-treated cells was harvested for
bisulfite conversion. After conversion, the U6 promoter
region was amplified by PCR using strand-specific primers,
and the amplicon was inserted into the pUC119 vector for
sequencing. Bisulfite converts non-methylated cytosine to
uracil, which is detected as thymidine, whereas methyl-cyto-
sine is not converted and remains as cytosine. As shown in
Fig. 5C, RB enabled methylation of the U6-1 start site CpG
on the template strand in ~4% of the clones examined com-
pared with EV-treated samples, a frequency that is consist-
ent with that observed in the restriction digestion assays.
Other sites were also detected in this assay. However, in all
cases, the difference in methylation frequency before and
after RB induction was not statistically significant (p > 0.05).
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FIGURE 6. RB can enable DNA methylation independently of nucleo-
somes. A, recombinant RB represses human U6 transcription by RNA polym-
erase lll from naked DNA templates. In vitro U6 transcription assays were per-
formed using Hela nuclear extract and the U6 reporter plasmid in the
absence (lane 2) or presence of GST-RB (lane 3) or GST (lane 4). The correctly
initiated U6 transcript (labeled U6) was analyzed by a RNase protection assay.
The reaction in lane 1 was performed in the absence of nuclear extract. B,
schematic representation of the pU6/Hae/RA.2 reporter plasmid showing the
U6 transcription control elements and start site, along with the relative posi-
tions of the primer binding sites for the R1, R2, and R3 regions. The R1 region
harbors the U6 start site CCGG. The R2 region contains a distal CCGG
sequence outside the U6 promoter region, whereas the R3 region encom-
passes a segment of the upstream U6 promoter that does not contain a CCGG
sequence. G, the U6 start site exhibits differing patterns of methylation under
active or repressed conditions. The pU6/Hae/RA.2 reporter plasmid was har-
vested from the in vitro transcription assays shown in A and was either left
untreated (No RE) or digested with Hpall or Mspl enzymes, as indicated, fol-
lowed by PCR amplification of the R1, R2, and R3 regions to assess the extent
of digestion. D, determination of U6 reporter methylation by Southern blot
hybridization analysis. U6 reporter plasmid DNA was recovered from in vitro
repression assays for restriction digestion with Hpall. Restricted DNA was sep-
arated by agarose gel electrophoresis for Southern transfer to nylon mem-
brane. Top, the extent of Hpall digestion was estimated by hybridization of a
32p_Jabeled probe that binds adjacently to the start site region and recognizes
both the uncut (methylated) and cut (unmethylated) DNA. A longer exposure
is shown for hybridized signal corresponding to the uncut DNA than that
shown for the cut DNA. Bottom, the signal for the digested and undigested
start site DNA from three replicates was quantified, and the estimated meth-
ylation frequency is shown (calculated as intensity (undigested DNA)/inten-
sity (undigested + digested DNA). The signal intensity of the presumptively
methylated DNA from RB-treated reactions was statistically different from
that observed for the NE alone-treated samples (n = 3, p < 0.05) as estimated
by Student’s t test. Error bars, S.D.

We conclude that methylation at the highly active U6-1 gene
is low regardless of RB status.

In the two previous assays, start site methylation, although
infrequent, was correlated with RB expression. We next directly
tested whether RB could influence site-specific methylation
during repression using an in vitro repression assay (16, 17).
Recombinant RB(379 —928) containing the pocket domain and
C-terminal region of the protein effectively repressed U6 tran-
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scription from a non-chromatin U6 reporter template, as
reported previously (Fig. 6A). The reporter template, schemat-
ically represented in Fig. 6B, contains a CCGG sequence at the
start site, allowing methylation analysis of this region using the
restriction enzymes Mspl and Hpall and PCR amplification
using primers flanking the start site (region R1). In addition to
the start site, two other regions were examined, including a
distal region (R2) that harbors the Hpall/Mspl restriction sites
and a third region (R3) that contains no recognition elements
and serves as a positive control for amplification of digested
DNA. In the absence of nuclear extract, neither the R1 nor R2
regions were amplified from digested DNA, indicating efficient
cutting under these conditions. Incubation of the DNA with
extract alone (without RB) enabled amplification of the R1
region after Hpall digestion (Fig. 6C), indicating that some
modification occurred independently of RB presence. R1-spe-
cific amplification was also observed from reactions containing
recombinant RB at levels similar to that observed in the absence
of RB. Unexpectedly, RB also enhanced methylation of a non-
CpG site at the start site, as demonstrated by the increased
amplification of the start site region from the Mspl-digested
reporter gene obtained from RB-treated reactions compared
with untreated or GST-treated samples. Whereas Hpall diges-
tion is sensitive to methylation of the internal cytosines of the
CCGG sequence, Mspl is unable to restrict DNA when the
external cytosine residues are modified (46). All methylation
events, whether associated with active U6 transcription or with
RB-repression, were specifically directed to the start site region
because no methylation under any conditions was observed at
the R2 site located ~1 kb downstream from the start site.

To better quantify the extent of start site CpG methylation,
Southern blot hybridization analyses were performed on the
Hpall-digested samples using a radioactive probe adjacent to
the start site (Fig. 6D). This analysis revealed that ~5% of the
reporter plasmid was methylated at the start site in the presence
of RB as compared with 3% in the absence of RB (n = 3, p <
0.05). Thus, recombinant RB can influence the frequency of
start site methylation.

We next considered that the low frequency of U6-1 methy-
lation observed in the HeLa cell system could be attributed to
cryptic defects in the RB pathway in these cells. Thus, we exam-
ined DNMT occupancy and promoter methylation in two
osteosarcoma cell lines that have been extensively studied for
RB function, including Saos2, which is defective for RB func-
tion, and U20S, which harbors wild type RB. As shown in Fig.
7A, both DNMT-1 and DNMT-3a were observed to associate
with the U6-1 locus in U20S cells but not in Saos2 cells, a
pattern that was mimicked by that observed for RB and for the
HDACI and HDAC?2 histone deacetylases, two factors that
serve as RB co-repressor proteins. This result is consistent with
the previously observed preference for DNMT-1 promoter
association in MCF-7 cells. In contrast, no association of
DNMT-3b above background was observed. This result sug-
gests that DNMT-3b is not directly involved at the U6-1 locus,
although DNMT-3b knockdown resulted in increased U6 tran-
scription (Fig. 3). Thus, it is possible that DNMT-3b targets
other members of the U6 family. However, whether DNMT-3b
actually resides at any U6 locus remains inconclusive because
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DNMT-3b was not detected in these cells at other loci previ-
ously demonstrated to be direct targets for this methyltrans-
ferase (47). We conclude that promoter association by multiple
DNA methyltransferases, DNMT-1 and DNMT-3a, is again
correlated with cellular RB status.

We next used a tetracycline-inducible system to express wild
type RB from a stably integrated locus in Saos2 cells (Saos2-Tet-
RB) to determine whether RB expression influences DNMT
promoter association and DNA methylation in cells with an
isogenic background. In these experiments, maximal expres-
sion of hypophosphorylated RB was observed 48 h after induc-
tion by tetracycline removal (Fig. 7B), and this time was selected
for further analysis. At this time point, U6 snRNA levels were
decreased by 30% relative to total cellular RNA after RB induc-
tion (Fig. 7C) concomitant with a modest increase in RB asso-
ciation at the U6-1 locus (Fig. 7D). Promoter occupancy by
DNMT-1 and DNMT-3a were modestly stimulated as com-
pared with cells lacking RB expression, suggesting that RB also
directly participates in DNMT recruitment to this locus.

Next, the methylation status of the U6-1 locus from —433 to
+37 was examined in Saos2-Tet-RB cells by bisulfite sequenc-
ing (Fig. 8), revealing statistically significant levels of CpG
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methylation only at +6 in the presence of RB, a result that was
not observed in the absence of RB. No methylation at any other
CpG in this region was observed at levels above background.
We conclude that RB can modestly increase the frequency of
methylation at a promoter-proximal site, whereas the majority
of CpG dinucleotides at the U6-1 locus are predominantly
unmethylated.

DISCUSSION

Human snRNA genes harbor compact and yet powerful pro-
moters and have served as useful models to understand the
mechanisms underlying gene regulation. The present investi-
gation was focused on whether DNA methylation plays a regu-
latory role in human snRNA gene transcription by RNA polym-
erase III. This study arose, in part, because the start sites of
active U6 genes harbor a canonical CpG methylation target
sequence that is not conserved in U6-related sequences lacking
upstream promoter elements (31). The evidence presented
herein shows that U6 snRNA transcription by RNA polymerase
III is sensitive to DNA methylation and probably serves as a
direct target for regulation by multiple DNA methyltrans-
ferases. This hypothesis is supported by two major lines of evi-
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FIGURE 8. RB enables site-specific methylation at the U6-1 locus. RB expression in Saos2 cells is correlated with increased CpG methylation. RB expression
was induced for 48 h in Saos2-Tet-RB cells, and genomic DNA was harvested for bisulfite conversion and sequencing, as described previously. DNA sequences
were analyzed for methylated cytosines using BISMA (36), and the frequency of methylation at each position is graphically represented. The number of clones
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dence. First, endogenous DNMT-1 and DNMT-3a were
detected at the U6-1 locus, as measured by chromatin immu-
noprecipitation. Second, DNMT-1 and DNMT-3a depletion by
siRNA targeting was correlated with increased U6 reporter
gene transcription. Transcription of the same U6 reporter tem-
plate in vitro was diminished by its methylation, pointing to an
overall negative role for DNMT-1 and DNMT-3a in U6 snRNA
regulation. In these experiments, DNMT-3b depletion was
similarly correlated with stimulated U6 transcription; however,
this particular DNMT was not detected at the endogenous
U6-1 locus. It remains possible that DNMT-3b functions at
other U6 genes, although further optimization of the
DNMT-3b chromatin immunoprecipitation assay will be
required to conclusively determine whether DNMT-3b is
directly involved.

In both aforementioned transcription experiments, the
magnitude of gene expression changes was similar and was
on the order of 2-3-fold. Because U6 promoters are
extremely potent, altered expression of this magnitude was
expected to affect cognate cellular RNA levels despite their
extremely long half-lives (48). Indeed, U6 snRNA steady
state levels were increased during dAzaC challenge. How-
ever, this effect was observed at 5 days after treatment and
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was not evident at an earlier time (2 days) when other
responsive transcripts were strongly up-regulated (e.g. p16).
Because bisulfite sequencing of the U6-1 locus showed that
the U6-1 region is predominantly unmethylated, the lack of
dAzaC response is consistent with a paucity of methylation.
It remains possible that the effects of dAzaC are indirect
through inhibition of a factor required for U6 transcription.
Regardless, the response observed only at later times sug-
gests that methylation control of U6 expression is enacted
only under certain growth conditions.

Although our data indicate that U6 transcription is sensitive
to DNA methylation, the effect of complete (or nearly com-
plete) promoter methylation on human U6 transcription is not
as severe as that previously observed for viral RNA polymerase
MI-transcribed genes (49, 50). In these cases, methylation of the
Epstein-Barr virus (EBER) and adenovirus genes resulted in a
nearly complete shutdown of their transcription. This differ-
ence in responsiveness suggests that DNA methylation may
control RNA polymerase III transcription by differing mecha-
nisms. One possibility is that promoter methylation prevents
the binding of a transcription factor to its cognate element,
such as was described for viral EBER RNA transcription,
wherein upstream methylation inhibited c-Myc and ATF bind-
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ing (50), and rDNA transcription by RNA polymerase I,
wherein core promoter methylation inhibits UBF binding (51).
Within the U6-1 locus, the only site that was observed as sig-
nificantly methylated was located within the body of the gene,
and no studies to date have characterized this region as a bind-
ing site for snRNA gene-specific transcription factors (28, 52),
arguing against this mechanism. As an alternative, methylation
could also influence polymerase elongation, a property that was
previously described for the effect of DNA methylation on tran-
scription in Neurospora crassa (53). The impediment to elon-
gation could be due to changes in the downstream chromatin
structure (54) or to decreased transcriptional efficacy of a
methylated template. The observation that methylation of
naked U6 templates impedes RNA polymerase III transcription
indicates that nucleosomes are not necessary to enact tran-
scriptional inhibition.

One clue to the mechanism controlling DNMT recruitment
to the U6-1 locus was obtained from the cell type-specific pat-
tern of promoter association by DNMT's; namely DNMT-1 and
DNMT-3a presence was correlated with cellular RB status.
Thus, the hypothesis that RB recruits these methyltransferases
was considered. Indeed, RB expression in Saos2 osteosarcoma
cells led to an increased preponderance of DNMT-1 and
DNMT-3a at this locus along with the histone deacetylases
HDACI1 and HDAC2. These data are consistent with observa-
tions that RB can interact directly with DNMTs (45, 55). In
HeLa cells, RB expression was correlated with modestly
increased methylation at +1, whereas in Saos2 cells, a statisti-
cally significant increase in methylation was observed at +6,
indicating that RB can modulate methylation frequency, but
the particular sites of modification are cell type-specific. These
data further imply that DNA methylation at these sites could
contribute directly to RB-mediated repression. However, we
have found no evidence supporting this supposition. In partic-
ular, mutation of these cytosine residues affected neither U6
transcription nor RB repression in vitro (not shown). Thus, the
context for methylation control of these genes remains enig-
matic. Because U6 transcription by RNA polymerase III is reg-
ulated during the cell cycle with low activity during M and early
G, phase and higher activity during late G, and S phase (56),
low frequency methylation can be explained if methylation is
reversible and persists only at defined stages during cell cycle
progression. This view is analogous to the reversible methyla-
tion of estrogen-responsive genes during their regulation in
response to hormone treatment (57, 58). Although cytosine
methylation is generally considered mutagenic, cyclical meth-
ylation would provide a mechanism for the retention of CpG
density observed in the transcriptionally competent U6 family
members. Finally, widespread changes in genome methylation
are a hallmark of cancer (59, 60), often characterized as an
increased methylation of tumor suppressor genes, including
RB1 (61), and a diminished methylation of proto-oncogenes
(62). Our observations demonstrating a positive role for RB in
genomic methylation provide evidence that RB loss may con-
tribute directly to altered epigenetic patterns during tumori-
genesis.
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