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RNA transcription by all the three RNA polymerases (RNAPs) is tightly controlled, and loss of regulation
can lead to, for example, cellular transformation and cancer. While most transcription factors act specifically
with one polymerase, a small number have been shown to affect more than one polymerase to coordinate overall
levels of transcription in cells. Here we show that TLS (translocated in liposarcoma), a protein originally
identified as the product of a chromosomal translocation and which associates with both RNAP II and the
spliceosome, also represses transcription by RNAP III. TLS was found to repress transcription from all three
classes of RNAP III promoters in vitro and to associate with RNAP III genes in vivo, perhaps via a direct
interaction with the pan-specific transcription factor TATA-binding protein (TBP). Depletion of TLS by small
interfering RNA (siRNA) in HeLa cells resulted in increased steady-state levels of RNAP III transcripts as well
as increased RNAP III and TBP occupancy at RNAP III-transcribed genes. Conversely, overexpression of TLS
decreased accumulation of RNAP III transcripts. These unexpected findings indicate that TLS regulates both
RNAPs II and III and supports the possibility that cross-regulation between RNA polymerases is important in

maintaining normal cell growth.

Proteins regulate each step in gene expression to ensure
accuracy and increase efficiency, and they do so by a variety of
mechanisms. The TET family of RNA-binding proteins, which
includes 7LS, EWS, and TAF15 (for a review, see reference
66), appear to function in at least two distinct nuclear pro-
cesses, transcription and splicing. TLS (translocated in /iposar-
coma), EWS (Ewing sarcoma), and TAF15 (TATA-binding
protein [TBP]J-associated factor 15) all contain a glutamine-,
serine-, and glycine-rich amino terminus; a conserved RNP-
type RNA-binding domain (RBD); RGG repeats that are
thought to contribute to RNA binding; and a putative Cys,-
Cys, zinc finger (6, 18). TLS (also called FUS) was originally
discovered as part of a fusion protein with the transcription
factor CHOP, deriving from a characteristic chromosomal
translocation in human liposarcomas (18, 56). Likewise, EWS
is encoded by a gene that is translocated in Ewing’s sarcoma
and fused to the DNA-binding domain of the transcription
factor Fli-1 (66). TAF15 was originally identified through its
association with a specific subpopulation of the general tran-
scription factor (GTF) TFIID (5, 67).

A role for TET proteins in transcription by RNA polymerase
(RNAP) II is suggested by several observations. Early on, the
glutamine-rich amino termini of TET proteins were shown to
be capable of substituting for the activation domains of certain
DNA-binding transcription factors, suggesting a possible role
in enhancement of RNAP II transcription (4, 80). TLS, EWS,
and TAF15 were each found to copurify with separate and
distinct TFIID complexes (6). The multisubunit TFIID, which
includes TBP, recognizes and binds to the promoter regions of
many genes transcribed by RNAP II. It has been postulated
that association of different TET proteins with specific popu-
lations of TFIID may influence transcription initiation and
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promoter choice (6). TET proteins share similarity with Tat-
SF1, a cellular factor that was originally found to stimulate the
HIV-1 Tat protein but was later shown to be a general tran-
scription elongation factor (44, 78). Finally, TET proteins have
been found to associate with RNAP II itself (5, 6).

Considerable evidence also links TET proteins to splicing of
mRNA precursors. While TET proteins lack the arginine-
serine (RS) domain found in many known splicing factors, they
do contain an RBD and were found in systematic analyses of
splicing complexes (57, 79). Other studies, using transient
transfection and overexpression, have shown that TLS can
bring about changes in the splicing pattern of alternatively
spliced transcripts produced from cotransfected reporter plas-
mids (73). Additionally, the carboxy terminus of TLS interacts
with various splicing factors, including the SR proteins TASR
(also known as SRp38) and SC35 (74). TLS was also found as
a component of in vitro transcription and splicing complexes,
together with RNAP II and snRNPs (35).

In addition to their roles in transcription and splicing, TET
proteins may also function in other cellular processes. For
example, TLS was recently implicated in a form of familial
amyotrophic lateral sclerosis (ALS) (39, 68) and has been
found localized to dendrites and may stabilize RNA transcripts
(3,20, 21). TLS may have a role in DNA damage response and
genome stability, since it is a downstream target of the protein
kinase ATM, which senses and coordinates DNA repair (22).
TLS can promote D-loop formation, which is a step in the
homologous recombination pathway for DNA repair (2, 7),
and mice lacking TLS have high genomic instability and en-
hanced sensitivity to radiation (25, 38). Furthermore, TLS is
activated by a noncoding RNA after DNA damage and specif-
ically represses transcription of the cyclin D1 gene by inhibiting
the histone acetyltransferase activity of CREB-binding protein
(CBP) and p300 at the cyclin D1 promoter (69).

While it is unusual for transcription factors to regulate so
many cellular processes, other cancer-related transcription fac-
tors have been shown to regulate transcription by multiple
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RNAPs. The tumor suppressor p53 can inhibit transcription of
snRNA genes transcribed by both RNAPs II and IIT (13, 17,
24), while the Rb tumor suppressor protein inhibits RNAP III
transcription to control cell growth (14, 27, 72), and the protein
Mafl represses transcription by all three RNAPs (33). Levels
of RNAP III transcripts are often elevated in cancer cells (71),
and overexpression of an RNAP III transcript, initiator
tRNAM®' alone is sufficient to induce cellular growth and
oncogenic transformation (48).

Here we show that TLS, in addition to its roles in RNAP II
transcription and splicing, also represses transcription by
RNAP III. Repression was first detected in vitro during a study
of the possible role of TLS in coupling RNAP II transcription
and splicing. This unexpected activity was confirmed by in vitro
transcription assays with all three types of RNAP III genes,
which were all repressed by TLS. Confirming the physiological
significance of the in vitro results, TLS is associated with RNAP
IIT genes in vivo, as demonstrated by chromatin immunopre-
cipitation (ChIP) assays. This may reflect a direct interaction
with TBP, as shown by immunoprecipitation from cell extracts
and “pulldown” assays with purified proteins. Furthermore, we
detected an increase in the levels of RNAP III transcripts after
small interfering RNA (siRNA)-mediated knockdown of TLS
in HeLa cells and a decrease following TLS overexpression.
Additionally, ChIP assays with cells where TLS was depleted
showed an increase in occupancy of TBP and RNAP III at
RNAP III genes. TLS thus joins a short list of important
regulators capable of controlling multiple polymerases.

MATERIALS AND METHODS

In vitro transcription and splicing reactions. Final concentrations for 25-pl in
vitro transcription and splicing reaction mixtures were as follows: 3 mM MgCl,;
50 pM each CTP, GTP, and UTP; 300 .M ATP; 4 mM creatine phosphate; 1.5%
polyvinyl alcohol; 100 ng DNA template; 10 p.Ci [a-*?P]GTP; and 15 pl nuclear
extract in buffer D (20 mM HEPES [pH 7.9], 20% glycerol, 0.2 mM EDTA, 0.5
mM dithiothreitol DTT, 100 mM KCI). Where indicated, a-amanitin (Calbio-
chem) was added at appropriate concentrations to inhibit RNAP II and RNAP
IIT, DNA was omitted from the reaction mixture, or purified recombinant glu-
tathione S-transferase (GST) or GST-TLS was added.

Reaction mixtures were incubated for 120 min at 30°C. Reactions were
stopped by the addition of 500 pl proteinase K buffer (10 mM Tris [pH 7.8], 10
mM EDTA [pH 8.0], 0.5% SDS, 8 M urea), 50 pg proteinase K, and 10 pg
tRNA, and then mixtures were incubated at 37°C for 30 min before phenol-
chloroform extraction and ethanol precipitation. RNA was analyzed on 7 M
urea-4% acrylamide gels.

In vitro RNAP III transcription reactions. Final concentrations for 20-pl in
vitro transcription reaction mixtures were as follows: 500 wM each ATP, CTP,
and UTP; 50 uM GTP; 10 nCi [a->?P]GTP; 250 uM DTT; 2.25 mM MgCly; 75
mM KCI; 20 mM HEPES (pH 7.9); and 8 pl S100 extract in buffer D (20 mM
HEPES [pH 7.9], 20% glycerol, 0.2 mM EDTA, 0.5 mM DTT, 100 mM KClI).
Where indicated, a-amanitin (Calbiochem), tagetitoxin (Tagetin; Epicentre Bio-
technologies), actinomycin D (Calbiochem), 5,6-dichloro-1-B-p-ribofuranosyl-
benzimidazole (DRB) (Calbiochem), GST, or GST-TLS was added to reaction
mixtures at the indicated concentrations. Reaction mixtures were incubated for
60 min at 30°C, and then reactions were stopped by the addition of proteinase K
before extraction and precipitation as described for in vitro transcription and
splicing reactions. RNA was run on an 8.3 M urea-6% acrylamide gel and then
dried and analyzed using a Storm 860 PhosphorImager (Molecular Dynamics).

Purification of recombinant proteins. GST-TLS was expressed in baculovirus-
infected Hi-5 cells for 48 h; harvested and lysed in 50 mM Tris (pH 8.0), 400 mM
NaCl, 1% NP-40, 1 mM DTT, 50 pg/ml bovine serum albumin (BSA), and
protease inhibitor cocktail (Sigma) for 2 h at 4°C; and then centrifuged at 15,000
rpm in a Sorvall SS-34 rotor for 30 min. The soluble fraction was bound to
prepared glutathione-Sepharose beads (Amersham Pharmacia) for 4 h at 4°C,
washed extensively with the same buffer, and then eluted with the same buffer
containing 50 mM reduced glutathione and subsequently dialyzed against buffer
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D. GST was purified from Escherichia coli as previously described (26). GST-
hnRNP K protein was a kind gift from C. David, and GST-SRp38 protein was a
kind gift from Y. Feng. His-ASF and His-SC35 proteins were expressed in
baculovirus-infected Hi-5 cells for 48 h and purified under denaturing conditions
(50). pET11d-hTBP plasmid DNA was a gift from R. Prywes, and His-TBP was
expressed in E. coli and purified as previously described (12).

Coimmunoprecipitation experiments. HeLa cells were harvested, pelleted by
centrifugation, and washed twice with 10 ml cold 1X phosphate-buffered saline
(PBS). Cells were resuspended in cold lysis buffer (0.5% Triton X-100, 0.5%
sodium deoxycholate, 50 mM Tris-Cl [pH 7.5], 250 mM NaCl, 5 mM EDTA),
rocked on a nutator at 4°C for 20 min, and then centrifuged at 14,000 rpm for 15
min at 4°C. The supernatant was used immediately for immunoprecipitation or
stored at —80°C. Where indicated, 50 wg/ml ethidium bromide (Sigma) was
added to the supernatant to disrupt any DNA-dependent protein interactions
(40). The mixture was incubated on ice for 20 min before centrifugation for 5 min
at 4°C. This supernatant was then used, and the ethidium bromide concentration
was maintained in all subsequent binding and wash steps.

For each IP, 25 pl of protein A-agarose (Roche Diagnostics) beads was
washed twice with 1X PBS and then twice with IP buffer (50 mM Tris pH 7.5, 250
mM NaCl, 0.1% NP-40). Antibodies used for immunoprecipitation were anti-
TLS antibody (BL1355) from Bethyl Laboratories, anti-TBP antibody (N-12,
sc-204) from Santa Cruz Biotechnology, anti-RNAPIIT Ab1900 against subunit
RPC155 from R. White (University of Glasgow), and anti-BRF1 from Bethyl
Laboratories. Beads were incubated with 1 to 2 pg of appropriate antibodies in
200 pl of TP buffer for 3 to 4 h at 4°C on a nutator. Tubes were centrifuged for
2 min at 4,000 rpm at 4°C and washed once with 1X PBS to remove unbound
antibodies.

The HeLa whole-cell lysate supernatant was added to the beads in cold IP
buffer to a total of 300 .l and incubated for at least 4 h on a nutator at 4°C. Tubes
were centrifuged for 2 min at 4,000 rpm at 4°C and washed three times with 1 ml
cold IP buffer and then once with 1 ml IP-50 (50 mM Tris [pH 7.5], 50 mM
NaCl). Beads were resuspended in 2X SDS-PAGE loading dye and boiled for 10
min before 20% of IP and 5% of input lysate was loaded onto 6% or 10%
SDS-polyacrylamide gels for Western blotting analysis. Proteins were transferred
to a nitrocellulose membrane, probed with the specified antibodies, and visual-
ized using enhanced chemiluminescence (ECL) (Amersham Pharmacia).

Protein interaction assays. One microgram of His-tagged TBP was bound to
Ni-nitrilotriacetic acid (NTA) agarose for 2 h at 4°C in 250 ! IP buffer, and then
tubes were centrifuged and unbound protein was removed. Five hundred nano-
grams of GST-TLS, 1 g of GST, or 500 ng of GST-hnRNP K was added in 500
wl IP buffer with ethidium bromide to a final concentration of 50 pg/ml, and
tubes were incubated for 2 h at 4°C. For GST pulldown assays, 500 ng of GST,
GST-TLS, GST-hnRNP K, or beads alone (mock pulldown) was bound to glu-
tathione-Sepharose beads for 2 h at 4°C in 250 wl IP buffer before tubes were
centrifuged and unbound protein was removed. Five hundred nanograms of
His-TBP was added to each 500-pl reaction mixture, and tubes were incubated
for 4 h at 4°C.

Beads were washed four times with 1 ml cold IP buffer with 50 pg/ml ethidium
bromide and then once with 1 ml cold IP-50 buffer. Beads were resuspended in
SDS-PAGE loading buffer, and 25% or 33% of pulldown product and 10% or
20% of input protein was loaded on 8% SDS-polyacrylamide gels for separation
and subsequently transferred to nitrocellulose membrane. Western blotting was
done using anti-GST (Molecular Probes) or anti-TBP (N-12, sc-204) from Santa
Cruz Biotechnology and visualized using enhanced chemiluminescence (ECL)
(Amersham Pharmacia).

Cell culture. HeLa cells were cultured in Dulbecco’s modified Eagle’s medium
(Gibco) with 10% fetal bovine serum (HyClone). For knockdown experiments,
siRNA targeting either TLS (Dharmacon D-009497-06) or luciferase (Dharma-
con D-001219-02) as a negative control was used. For overexpression experi-
ments, the TLS gene was cloned into the p3XFLAG-CMV-14 vector (Sigma),
and this construct or empty vector alone was transfected into HeLa cells. All
transfections were done using Lipofectamine 2000 (Invitrogen) according to the
manufacturer’s guidelines.

For Western blots, cells were harvested, washed twice with cold PBS, resus-
pended in 2X SDS-PAGE buffer, sonicated, boiled, and loaded on 8% poly-
acrylamide gels. Proteins were transferred to nitrocellulose membranes and
probed with BL1355 anti-TLS (Bethyl Laboratories) and antiactin (Sigma) an-
tibodies. Other cells from the same transfection were harvested, washed twice
with cold PBS, and lysed with TRIzol (Invitrogen). RNA was extracted using
TRIzol-chloroform, precipitated using isopropyl alcohol, washed with 70% eth-
anol, resuspended, and used for reverse transcription with random hexamer
primers and avian myeloblastosis virus (AMV) reverse transcriptase (RT) (Pro-
mega). This cDNA was subsequently used for real-time PCR using Sybr master
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FIG. 1. TLS increases RNAP II transcription but not splicing in HeLa nuclear extract. In vitro transcription and splicing of the B-globin gene
from the CMV promoter in the presence of [a-*?P]GTP are shown. RNA was analyzed by 7 M urea-4% PAGE. Asterisks denote RNAP IIT
products. (A) Buffer alone, BSA (50 ng), GST-TLS (15 ng), or GST (1 pg) was added as indicated. (B) Reactions with buffer alone, GST-TLS (15
ng), a-amanitin (1 pg/ml or 100 wg/ml), or no DNA. (C) Reactions with 0, 1 ng, 2.5 ng, 5 ng, 10 ng, or 15 ng GST-TLS. nt, nucleotides.

mix (Applied Biosystems or Fermentas) on an ABI Prism 7300 real-time PCR
machine. Primer sequences are available upon request. Experiments were re-
peated at least three independent times.

Chromatin immunoprecipitation. The ChIP protocol was adapted from the
fast protocol (53) as previously described (8). Briefly, cells were cross-linked at
a final concentration of 1.4% formaldehyde for 15 min at room temperature, and
the reaction was stopped by the addition of glycine to a 125 mM final concen-
tration for 5 min at room temperature. Cells were harvested from the plates,
washed twice with cold PBS, and then lysed with IP buffer (150 mM NaCl, 50 mM
Tris-HCI [pH 7.5], 5 mM EDTA, 0.5% NP-40, 1% Triton X-100). Samples were
sonicated (Branson Sonifier 250) to generate fragments of ~500 bp.

Antibodies used for immunoprecipitation were as described above for immu-
noprecipitation and TFIIIC antibody from R. Roeder (Rockefeller University).
Sheared chromatin was incubated with the appropriate antibody for 25 min in an
ultrasonic water bath at 4°C and then centrifuged for 10 min at 12,000 X g at 4°C.
The supernatant was incubated with protein A beads (Roche) overnight at 4°C.
Beads were collected by centrifugation and washed three times with IP buffer,
once with wash buffer (50 mM Tris pH 8.8, 1% NP-40, 1% sodium deoxycholate,
0.5 M LiCl), and once more with IP buffer. Complexes were separated from
beads with elution buffer (1% SDS and 100 mM NaHCOj;), and then RNase A
(1 pg) and NaCl (300 mM final concentration) were added and cross-links were
reversed by incubating overnight at 65°C. Samples were treated with proteinase
K for 30 min at 42°C. DNA was extracted using phenol-chloroform and ethanol
precipitation and was subsequently used in PCRs.

Radioactive PCR amplification mixtures contained 0.5 units of Taq polymer-
ase (Invitrogen), 1.5 mM MgCl,, 0.2 mM each deoxynucleoside triphosphate
(dNTP), 10% dimethyl sulfoxide (DMSO), [«-*P]dCTP, and primers corre-
sponding to the indicated genes for 30 cycles. Five percent of input and 20% of
ChIP reaction products were analyzed on 8.3 M urea—10% acrylamide gels and
using a Storm 860 PhosphorImager (Molecular Dynamics). Real-time PCR was
performed using Sybr master mix (Applied Biosystems or Fermentas) on an ABI
Prism 7300 real-time PCR machine. Quantitative PCRs were performed in
triplicate, and primer sequences are available upon request. Experiments were
repeated at least three independent times, and the fold change for each gene and
antibody was normalized to the 18S RNA gene signal for each antibody.

RESULTS

TLS inhibits RNA polymerase III transcription. The protein
domains within TLS and its association with both RNAP II
transcription and splicing factors suggested that TLS may func-
tion to link these processes, perhaps by recruiting splicing
factors to the RNAP II transcription machinery, and we there-
fore set out to test this idea directly. Specifically, we utilized a
cell-free reaction with HeLa nuclear extract that allows tran-
scription by RNAP II and splicing of the newly synthesized
transcript to occur simultaneously, under conditions similar to
those that have been described previously (23, 42). Unlike in
vitro splicing assays, in which a presynthesized pre-mRNA sub-
strate is added to reaction mixtures, the transcript in the tran-
scription-splicing system is produced by endogenous RNAP II
in HeLa nuclear extract from a recombinant DNA template.
The newly synthesized transcript is then subject to processing
by factors present in the nuclear extract. For these experi-
ments, we used as the DNA template a linearized plasmid
expressing the full-length B-globin gene from a cytomegalovi-
rus (CMV) promoter. The pre-mRNA produced in these re-
actions contains three exons and two introns, and mature
spliced mRNA was in fact detected (Fig. 1A and unpublished
data). Significantly, addition of only 30 ng recombinant GST-
TLS purified from baculovirus-infected insect cells increased
transcription (Fig. 1A), while addition of 50 ng BSA or 1 pg
GST was without effect. Quantitation of radiolabeled RNAs
suggests that addition of GST-TLS increased total transcrip-
tion by approximately 30% (data not shown).
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FIG. 2. TLS represses RNAP III transcription in vitro. In vitro transcription by RNAP III from S100 in the presence [a-*P]GTP is shown. (A) In
vitro transcription of three classes RNAP III promoter, represented by the 5S, U6 snRNA, and tRNA®Y genes. Thirty nanograms of GST-TLS was
added to reaction mixtures as indicated. (B) Addition of GST-TLS to in vitro transcription by RNAP III of the 5S (0, 5, 15, or 30 ng), U6 snRNA
(0,5, 15, or 30 ng), and tRNASY (0, 15, or 30 ng) genes. (C) Buffer alone, 1 ug GST, 30 ng GST-TLS, and various inhibitors were added to reaction
mixtures. Specifically, 2 pg/ml a-amanitin, 200 pg/ml a-amanitin, 50 pM DRB (in DMSO) or DMSO alone, 50 ng/ul actinomycin D, and the
RNAP III-specific inhibitor tagetin (10 and 40 units) were added. A reaction without DNA template is also shown.

In addition to bands reflecting B-globin-derived RNAs, we
also detected two prominent transcripts that could not be iden-
tified by size. Significantly, the appearance of these species was
also repressed by GST-TLS but not by GST (Fig. 1A, bands
identified by asterisks). We considered the possibility that
these RNAs were RNAP III transcripts, since such products
have been described previously as products of the B-globin
locus produced during in vitro transcription (10, 46). Indeed,
characterization of the transcripts’ sensitivity to the inhibitor
a-amanitin indicated that they were RNAP III products. Syn-
thesis of both RNAs was resistant to a low concentration of the
drug that inhibits RNAP II (1 pg/ml) (Fig. 1B) but was inhib-
ited by a high concentration that inhibits both RNAPs II and III
(100 pg/ml) (Fig. 1B). No transcripts were detected in reactions
lacking a DNA template, indicating that the apparent RNAP III
products were transcribed from the exogenous plasmid (Fig. 1B).
GST-TLS is a remarkably potent inhibitor of these transcripts, as
inhibition was detected with as little as 2.5 ng and repression was
nearly complete with 10 ng GST-TLS (Fig. 1C).

TLS inhibits transcription of all classes of RNAP III genes.
The above data provided evidence that TLS can inhibit tran-
scription by RNAP III in vitro. Rather than investigate this
further with the uncharacterized transcripts described above,
we decided to examine the effect of GST-TLS on transcription
of authentic RNAP III products. RNAP III transcribes small,
untranslated RNAs from three general types of promoter ele-
ments that are recognized by specific transcription factors (for
a review, see reference 60). For this analysis, we utilized HeLa
S100 extract, which in our experiments was more efficient than
nuclear extract, as has been described previously (37). For
templates, we used PCR-amplified DNA fragments containing
a representative from each of the three classes of promoter
elements: the 58 RNA, U6 snRNA, and tRNASY genes.

Strikingly, addition of 30 ng of GST-TLS resulted in a sig-
nificant decrease in transcription of each of these genes (Fig.
2A). GST-TLS strongly inhibited transcription of the 5S and
U6 genes, while the tRNASY gene was also inhibited but to a
somewhat lesser extent (note the synthesis of pre-tRNA as well
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as processed mature tRNASY). Inhibition was again concen-
tration dependent (Fig. 2B), as increasing amounts of GST-
TLS inhibited transcription of the 5S, U6, and tRNASY genes.
Repression was again observed with nanogram levels of GST-
TLS in a similar range as observed with the cryptic RNAP III
products synthesized in the in vitro transcription and splicing
reactions (see above). The observed repression was not a non-
specific property of RNA-binding proteins generally, as addi-
tion of several recombinant SR proteins did not affect U6
transcription and an hnRNP protein, hnRNP K, actually en-
hanced transcription (data not shown). The effect of hnRNP K
is intriguing, as previous studies have implicated the protein in
RNAP II transcriptional control (see, e.g., reference 52).

The three RNAP III transcripts analyzed as described above
were identified on the basis of their size, which in each case was
exactly as expected. However, given the extremely potent and
unanticipated inhibition induced by GST-TLS, we wished to
verify that the transcription observed was indeed due to RNAP
IIL. To this end, we examined the response of transcription of
the U6 gene to several inhibitors (Fig. 2C). Buffer D alone and
1 pg of recombinant GST did not affect U6 transcription,
whereas 30 ng GST-TLS again strongly inhibited transcription.
As with the cryptic B-globin transcripts, 2 pg/ml of a-amanitin
did not affect the amount of U6 RNA produced, while 200
pg/ml of a-amanitin inhibited U6 transcription completely.
The RNAP II inhibitor DRB (5,6-dichlorobenzimidazole) had
no effect beyond that of DMSO (the solvent in which it is
dissolved). Actinomycin D also repressed U6 transcription, as
did the RNAP IlI-specific inhibitor tagetitoxin (64). As ex-
pected, transcription was DNA dependent. Thus, GST-TLS
specifically and strongly represses transcription of genes tran-
scribed by RNAP III.

Although we are unaware of instances in which accumula-
tion of newly synthesized transcripts in in vitro reactions such
as described above is influenced by RNA stability, we wished to
ascertain that GST-TLS did not function by in some way fa-
cilitating turnover of the RNAP III products. To do so, we
examined the effect of adding GST-TLS to transcription reac-
tion mixtures containing the U6 template after 20 min simul-
taneously with a-amanitin (100 pg/ml) to block transcription
and then incubating the reaction mixtures for an additional 30
min. Products were analyzed as described above and the results
indicated that GST-TLS had no effect on U6 RNA accumula-
tion under these conditions and thus does not decrease U6
RNA levels by decreasing stability (data not shown).

TLS interacts directly with TBP. We next wished to gain
insight into the possible mechanism by which TLS represses
RNAP III transcription. We first examined whether the inhi-
bition might reflect direct interaction of TLS with target DNA.
Previous studies had shown that TLS can bind RNA (29, 43)
and may bind both single- and double-stranded DNA (2), but
evidence of sequence specificity of TLS binding to DNA has
not been shown. We found that GST-TLS bound to two puta-
tive target genes (U6 snRNA and 5S) by electrophoretic mo-
bility shift assays (data not shown), with some specificity based
on competition, but subsequent experiments with DNA tem-
plates lacking RNAP III promoter sequences suggested that
TLS could bind a variety of DNAs. This correlates with the
ability of TLS to bind ends of double-stranded DNA and to
assist D-loop formation during homologous recombination (2,
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7). It is thus unclear whether TLS specifically and directly binds
RNAP III genes.

We next examined whether TLS might interact with RNAP
III or initiation factors using coimmunoprecipitation (co-IP)
experiments. Using anti-TLS specific antibodies, we found that
TLS coimmunoprecipitates with RPC155, the largest subunit
of RNAP III (Fig. 3A), and with the pan-specific GTF TBP
(Fig. 3C). We also found that anti-TBP antibodies coimmu-
noprecipitate TLS (Fig. 3B) and RPC155 (Fig. 3A). Anti-
RPC155 antibody did not appear to immunoprecipitate TLS
(Fig. 3B), which may be due to immunoprecipitation of
RPC155 being relatively inefficient and/or to weak interactions
between TLS and RPC155. These data suggest that TLS may
be involved in promoter and polymerase choice by associating
with TBP and/or RNAP III, possibly by preventing TBP from
associating with TFIIIB subunits or the RNAP III holoenzyme
(70) or by inhibiting transcription when bound to TBP and
RNAP IIT at RNAP III promoters (see Discussion).

Since TLS, RNAP III, and TBP bind DNA, one possibility is
that this protein interaction may be indirect or bridged by
DNA. To test this, we repeated the immunoprecipitation ex-
periments in the presence of ethidium bromide, which disrupts
DNA-mediated protein-protein interactions (40). The interac-
tion between TLS and RPC155 was abrogated in the presence
of ethidium bromide (Fig. 3D), suggesting that this interaction
is at least partly mediated by DNA. However, despite the
presence of ethidium bromide, TBP coimmunoprecipitated
with TLS (Fig. 3F), indicating that these proteins interact in-
dependently of DNA. Furthermore, anti-TBP antibodies also
immunoprecipitated TLS in the presence of ethidium bromide
(Fig. 3E).

To determine whether TLS and TBP interact directly, we
used in vitro “pulldown” assays. His-tagged human TBP pro-
tein was expressed in bacteria, and the resulting recombinant
protein was purified and bound to nickel-agarose beads. Puri-
fied GST-tagged TLS, GST alone, or GST-hnRNP K, which
has previously been shown to interact directly with TBP (49),
was added to the beads, and after washing the bound fraction
was analyzed by SDS-PAGE and Western blotting using an
antibody to GST (Fig. 3G). Ethidium bromide was present
during the binding and wash steps to prevent DNA-mediated
protein-protein interactions. Both GST-hnRNP K and GST-
TLS (Fig. 3G), but not GST alone, bound His-TBP. To confirm
these results, we also performed the converse experiment, in
which GST or GST-TLS and-hnRNP K were bound to gluta-
thione-Sepharose beads and incubated with His-TBP. Com-
plexes were washed extensively, and proteins were separated
by SDS-PAGE and analyzed by Western blotting using an
antibody to TBP (Fig. 3H). Similarly, we found that TBP in-
teracts with TLS and hnRNP K (Fig. 3H) but not GST alone.

If the interaction of TLS with TBP reflects the role of TBP
in RNAP III transcription, i.e., as a component of TFIIIB, then
antibodies against other components of TFIIIB should immu-
noprecipitate TLS from cell extracts. We therefore tested
whether anti-Brfl antibodies can coimmunoprecipitate TLS
from HeLa extracts. The results indicate that TLS does asso-
ciate, directly or indirectly, with Brfl (Fig. 3I). These data
provide evidence that TLS does interact with the TFIIIB com-
plex, likely via the interaction with TBP. Additionally, the
DNA-dependent association of TLS with RNAP III supports
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FIG. 3. TLS binds to TBP and the RNAP III transcription machinery. (A to C) Coimmunoprecipitation from HeLa cells and subsequent
Western blot (WB) analysis of TLS, TBP, and RPC155. (A) Western blotting using an antibody to the RPC155 subunit of RNAP III after
immunoprecipitation by TLS, TBP, or RPC155 antibodies. IgG, immunoglobulin G. (B) Western blotting using TLS antibody after immunopre-
cipitation by TLS, TBP, or RPC155 antibodies. (C) Western blotting using TBP antibody after immunoprecipitation by TLS, TBP, or RPC155
antibodies. (D to F) Western blots in which immunoprecipitation was carried out in the presence of 50 wg/ml ethidium bromide and probed with
antibodies to RPC155, TLS, and TBP, respectively. (G) Western blotting using GST antibody for 10% of input proteins GST-hnRNP K, GST, and
GST-TLS and 25% of bound proteins after His-TBP pulldown assay with GST-hnRNP K, GST, and GST-TLS. (H) Western blotting using TBP
antibody after GST pulldown. Twenty percent of input His-TBP and 25% of protein from mock (no protein), GST-TLS, GST, and GST-hnRNP
K pulldowns are shown. (I) Western blotting using TLS antibody after IP by mock, TBP, or BRF1 antibodies.

the idea of a direct role of TLS on RNAP III genes. Indeed,
the data below suggest that TLS interacts with TBP and com-
ponents of the general RNAP III transcription machinery at
RNAP III promoters to repress RNAP III transcription.

TLS associates with RNAP III-transcribed genes in vivo. We
next wished to investigate whether TLS affects RNAP III
transcription in vivo. We first asked whether TLS associates
with RNAP IIl-transcribed genes, using chromatin immu-
noprecipitation (ChIP). HeLa cells were cross-linked with
formaldehyde and sonicated, and DNA-protein complexes
were immunoprecipitated with appropriate antibodies. Af-
ter washing and reversing the cross-links, DNA was purified
and analyzed by PCR with [a-*?P]dCTP and primers for a
variety of genes.

We analyzed six different genes or gene regions; four RNAP
II-transcribed genes (U6, 7SK, tRNA™", and 5S), the pro-
moter region of the B-actin gene, and an internal region of an
18S rRNA gene. Antibodies directed against TBP, TFIIIC,
RPC155, or TLS were used. The results (Fig. 4) showed that,
as expected, none of the proteins examined associated with the
18S rRNA gene fragment, indicating that the antibodies are
specific and background is undetectable, and only TBP local-

ized to the B-actin promoter. Additionally, as expected, TBP
and TFIIIC or RPC155 were present at all four RNAP III
genes examined. Most importantly, while TLS was not present
at the B-actin promoter or 18S rRNA gene, it was found
associated with all of the RNAP Ill-transcribed genes, albeit
weakly with the tRNA™" gene (Fig. 4) and other tRNA genes
tested (data not shown). Although the ChIP analyses were only
semiquantitative (we did analyze the presence of TLS at the 5S
gene by real-time PCR, and the results [not shown] were con-
sistent with the radioactive PCR data), they suggest that TLS
occupancy varied somewhat at the RNAP III genes, with 7SK
the highest and tRNAs the lowest. This apparent difference in
RNAP III gene occupancy is in fact consistent with the differ-
ence in the extent of transcriptional repression observed in
vitro (Fig. 2) and suggests that TLS has a stronger inhibitory
effect on RNAP III genes with an upstream promoter (i.e., U6
and 7SK). In any event, these results provide strong evidence
that TLS associates with RNAP III-transcribed genes in vivo.

Altering TLS levels in vivo affects RNA polymerase III tran-
script levels. The above results have shown that TLS represses
RNAP III transcription in vitro, interacts with components of
the general RNAP III transcription machinery, and associates
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FIG. 4. TLS localizes to RNAP III genes in vivo. ChIP assays were
performed using antibodies against TLS, TFIIIC or RPC155, and TBP.
DNA fragments were then amplified using primers specific to genes
representing each of the RNA polymerases I (18S), II (B-actin), and
III (U6, 7SK, tRNA™", and 5S).
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with RNAP III genes in vivo. We next wished to obtain evi-
dence that these findings are physiologically significant, i.e.,
that TLS levels can influence expression of RNAP III-tran-
scribed genes in vivo. To this end, we first performed a series
of experiments in which TLS levels were decreased by siRNA
and levels of RNAP III transcripts were analyzed. HeLa cells
were transfected with siRNAs targeting either TLS or lucifer-
ase (as a control). Cells were lysed at 48 h after transfection,
and protein levels were first analyzed by Western blotting. TLS
levels were decreased as a result of siRNA knockdown, while
actin levels were unaffected (Fig. SA). RNA from the knock-
down cells was then analyzed by real-time RT-PCR with prim-
ers designed to detect 5S, tRNA™", U6, 7SK, and 18S RNAs
(see Materials and Methods). Importantly, levels of all four
RNAP III products were increased in the TLS knockdown
cells, whereas 18S RNA levels were unaffected (Fig. 5B). It
should be noted that our analysis was of steady-state RNA. As
RNAP III transcripts are quite stable (55), the observed
changes in their accumulation due to loss of TLS are thus
especially notable. Similar results were obtained with a second,
unrelated TLS siRNA (results not shown). These results sug-
gest that TLS naturally represses or controls transcription of
these genes in vivo, as it does in vitro.

We also tested the effect of overexpressing TLS in HeLa
cells on RNAP III transcript levels. Cells were transfected with
plasmids containing the CMV promoter driving expression of
either the Flag epitope tag alone or TLS-Flag. As with the

C. Flag TLS-Flag
7oKD ~ «— TLS
50kD - ‘ . <+ actin
37.5kD --
D.
1.2

0Flag
 FlagTLS

58 tRNA-Gly U 75K
RNA transcript

FIG. 5. Levels of TLS protein affect levels of RNAP III transcripts in vivo. (A) HeLa cells were transfected with siRNA targeting TLS or
luciferase (control), and protein levels were analyzed by Western blotting using antibodies to TLS and actin. (B) Steady-state RNA levels after
siRNA knockdown. RNA was extracted at 48 h posttransfection for reverse transcription using random hexamer primers, followed by real-time
PCR. Results are depicted as fold increase. Error bars indicate standard deviations. (C) HeLa cells were transfected with plasmids encoding either
Flag or TLS-Flag, and protein levels were analyzed by Western blotting using antibodies to TLS and actin. (D) Steady-state RNA levels after
overexpression of Flag or TLS-Flag. RNA was extracted at 48 h posttransfection for reverse transcription using random hexamer primers, followed

by real-time PCR.
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FIG. 6. Knockdown of TLS protein increases occupancy of TBP and RNAP III at RNAP III genes. TLS protein was depleted by siRNA
followed by ChIP using antibodies against TBP and the RPC155 subunit of RNAP III. DNA fragments were amplified by real-time PCR, and
results are depicted as a fold change in TLS-depleted cells compared to control cells for each gene and antibody. The graph shown represents data
from three independent experiments. Error bars indicate standard deviations.

siRNA knockdown cells, these cells were harvested and lysed
at 48 h after transfection, and protein levels were analyzed by
Western blotting using antibodies to TLS and actin (Fig. 5C).
RNA from these cells was then analyzed by real-time RT-PCR
with primers designed to detect 5S, tRNA®Y, U6, 7SK, and
18S RNA. Levels of all four RNAP III transcripts were signif-
icantly decreased in cells overexpressing TLS-Flag, while 18S
RNA levels were unaffected (Fig. SD). These results confirm
that levels of TLS affect expression of RNAP III genes in vivo
and provide additional evidence that TLS is a repressor of
RNAP III transcription.

Decreasing TLS levels increases TBP and RNAP III occu-
pancy at RNAP III genes. TLS could affect levels of RNAP 111
transcripts through a variety of mechanisms, including by
blocking access of the RNAP III transcription machinery to
target genes. To determine whether TLS acts directly on
RNAP III transcription, we examined TBP and RNAP III
occupancy at the 5S, U6, and tRNA™" genes, one from each
class of RNAP III promoter, in cells where TLS protein levels
were decreased by siRNA. To this end, HeLa cells were trans-
fected with TLS siRNA or a control siRNA and then 72 h later
were cross-linked with formaldehyde, harvested, processed,
and analyzed by ChIP with appropriate antibodies, as de-
scribed above. We used real-time PCR to quantitate associa-
tion of TBP and RNAP III at the three representative RNAP
III genes and again at the internal region of an 18S RNA gene
as a control. Significantly, as depicted in Fig. 6, both TBP and
RNAP III levels were increased in the TLS-depleted cells. We
also examined the occupancy of TBP at the 7SK gene after
TLS knockdown and, as expected, found that it was elevated
(data not shown). We also used ChIP to examine TFIIIC
occupancy at RNAP III genes, which reflects an earlier step in
RNAP III transcription complex formation (60), in TLS-de-
pleted cells, but we did not see a significant change compared
to control cells (data not shown). Taken together, our results
indicate that TLS affects levels of RNAP III transcription and
does so by controlling access of TBP and the RNAP III tran-
scription machinery to target genes.

DISCUSSION

TLS interacts with a number of proteins that affect gene
expression at various steps, including those involved in RNAP
II transcription and splicing of mRNA precursors. We discov-
ered that TLS inhibits RNAP III transcription while examining
the possible role of TLS in linking transcription and splicing.
Repression was demonstrated in vitro by inhibition of RNAP
III transcription and reflects an association of TLS with TBP.
TLS was found to associate with and repress all three classes of
RNAP III promoters, and increases and decreases in TLS
levels in vivo were found to affect expression of endogenous
RNAP IIl-transcribed genes accordingly. Taken together, the
in vitro and in vivo data correlate well and indicate that TLS
indeed regulates RNAP III transcription. Below we discuss
how this novel function of TLS might work, how it relates to
other proteins that regulate more than one RNAP, and why a
small group of important regulatory proteins function in cell
growth control by regulating both RNAP II and RNAP III.

Our data indicate that TLS modulates transcription of all
three classes of RNAP IIl-transcribed genes, albeit with some-
what different efficiencies. TLS had the strongest effect on
transcription of the U6 gene, which, like 7SK, contains an
external RNAP III promoter. Although we did not directly
measure effects on 7SK transcription in vitro, TLS displayed a
very strong association with this gene, and decreasing TLS
protein resulted in increased levels of 7SK transcript in vivo.
TLS had an intermediate effect on 5S transcription in vitro, but
the greatest apparent increase in TBP occupancy after TLS
knockdown was seen at this gene. The basis for this is not
known, but it may be due to limitations in accurately quanti-
fying and comparing protein levels at different genes by ChIP
assays. The weakest effects were observed with tRNA genes,
where TLS had a modest repressive effect in vitro and altered
steady-state levels of mature tRNAs only modestly, and de-
creased TLS levels did not significantly alter the TBP and
RNAP III binding at the tRNA genes tested.

Why does TLS have a greater effect on transcription of the
U6 gene than on that of 5S or tRNA genes? RNAP III genes
that contain an internal promoter are recognized by TFIIIC
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and subsequently bound by TFIIIB containing Brfl, whereas
RNAP III genes with an upstream promoter utilize the Brf2-
containing form of TFIIIB (61). Recruitment of TFIIIB to
genes with an upstream promoter is mediated by direct inter-
action between TBP and the TATA box and, unlike transcrip-
tion of RNAP III genes with an internal promoter, is enhanced
by the nonconserved amino terminus of TBP, which binds to
the snRNA transcription factor SNAPc (51). Given the inter-
action of TLS with TBP, the greater effect of TLS on U6
transcription could be attributed to TLS affecting the DNA-
binding ability of TBP, to TLS binding the amino terminus of
TBP, or to masking of other regions of TBP that interact with
Brf2. TBP interacts more weakly with Brf2 than with Brfl (59,
60), and thus alterations in TBP protein-protein interactions
could have a greater effect on transcription of U6 than on that
of the 5S or tRNA genes. It is noteworthy that levels of U6
RNA are tightly regulated in normal cells, and increased ex-
pression in cancer cell lines as a result of increased expression
of Brf2 (9) and/or TBP (32) may contribute to oncogenesis.

Our results suggest that TLS functions through interaction
with TBP. TBP levels in cells are usually limiting for regulation
of growth, and stimulating cells with growth factors results in a
protein kinase cascade that increases levels of TBP (77). The
level of TBP alters gene expression and has a greater effect on
RNAP I and III genes, which are important for protein trans-
lation capacity, and a selective effect on RNAP II genes (see,
for example, references 8, 15, and 58). The structure of TBP
has been well characterized, and surfaces involved in contact-
ing RNAP II- and Ill-specific transcription initiation factors
have been defined (see, e.g., references 16 and 34). The surface
of TBP that Brfl and Brf2 binds is adjacent to and may overlap
the regions bound by RNAP II-specific factors (62, 76). Poly-
merase specificity may thus occur through factors competing
for binding to a limited pool of TBP (16), and factors that
modulate this process, such as TLS, could in this way affect
both RNAP II and III transcription. The direct interaction
between TLS and TBP, coupled with the DNA-mediated in-
teraction between TLS and RNAP III (RPC155) and the pres-
ence of TLS at RNAP III genes, suggests that whatever inter-
actions TLS interferes with to prevent transcription occur at
the gene itself.

The oncogenic transformation in human liposarcoma has
been attributed to uncontrolled transcriptional activation by
the TLS-CHOP fusion protein (80). However, the loss of
RNAP III regulation by TLS may also be a factor. In normal
cells, TLS could play an important role in preventing cellular
transformation by restraining RNAP III transcription. Tran-
scription by RNAP III is important for transformation, and
levels of RNAP III transcripts are elevated and deregulated in
tumor cells (30, 31). Increases in RNAP III products alone can
cause cellular transformation, and proto-oncoproteins such as
c-Myc upregulate RNAP III transcription to induce cell growth
and proliferation (31, 48). Myc increases RNAP III transcrip-
tion by recruiting a histone acetyltransferase to increase chro-
matin accessibility and increase TFIIIB and RNAP III occu-
pancy at 5S and tRNA genes (36). Loss of TLS regulation of
RNAP III genes may result in increased transcription of the 5S
RNA ribosome component and tRNAs for protein translation,
which in turn may lead to increased protein synthesis and
contribute to uncontrolled cell growth. The higher levels of
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RNAP III transcripts and increased occupancy of TBP and
RNAP III at RNAP III genes in TLS-depleted cells support
this idea.

The tumor suppressor proteins p53 and Rb have been shown
to regulate both RNAP II and III transcription, and loss of
such regulation is an important step toward cellular transfor-
mation and cancer. p53 is, of course, a well-studied sequence-
specific regulator of numerous protein-coding genes (for a
review, see reference 41). In addition, p53 inhibits transcrip-
tion of both U6 snRNA by RNAP III and Ul snRNA by
RNAP II in response to cellular stress (13). While ChIP ex-
periments suggest that p53 is associated with these genes in
vivo, protein truncation experiments suggest that transcription
repression is not mediated by sequence-specific DNA binding
but instead occurs through p53 binding to and repressing the
snRNA transcription factors SNAPc and TBP (24). While p53
binding to TBP does not prevent TBP associating with the Brfl
subunit of the TFIIIB complex, it does inhibit TFIIIB occu-
pancy at tRNA genes and prevents association of Brfl with
TFIIIC and RNAP IIT (17).

The tumor suppressor Rb also represses transcription of
RNAP III genes with an external promoter such as U6 by
binding to subunits of SNAPc and TBP, as suggested by co-IP
experiments (27). ChIP experiments demonstrate that like
TLS, Rb occupies the promoter region of the U6 snRNA gene
(28). For RNAP III genes that contain internal promoters, Rb
mediates repression by binding to TFIIIB and disrupting
TFIIIB interactions with RNAP III (14, 27, 65, 72). Although
it is a general RNAP III repressor, Rb also regulates specific
RNAP II genes by recruiting histone deacetylases (65). Fur-
thermore, Rb regulates RNAP I transcription of rRNA genes
by binding to and repressing upstream binding factor (UBF),
an RNAP I GTF, under conditions of restrictive growth, so
inactivation of Rb is a key step in the pathway to uncontrolled
cell growth and proliferation (11, 71).

As RNAP III transcribes 5S rRNA and U6 snRNA, the
ribosome and spliceosome may also be affected by levels of
RNAP III transcription. Other protein factors have previously
been found to affect more than one RNAP to regulate levels of
the RNA components of these complexes. In the case of the
ribosome, the mitogen-activated protein (MAP) kinase ex-
tracellular signal-regulated kinase (ERK) coordinates tran-
scription through phosphorylating UBF to enhance RNAP I
transcription of 5.8S, 18S, and 28S rRNAs and phosphory-
lating TFIIIC to enhance RNAP III transcription of 5S
rRNA and tRNAs (19, 63). Such coregulation is particularly
important since rRNAs are highly transcribed and ribosome
assembly affects both protein synthesis and cell growth (71).
For the spliceosome, the coordinate regulation of RNAP II
and III spliceosome components was examined using ChIP,
and RNAP II was found upstream of U6 genes and enhanced
RNAP III transcription (45). Not only is TLS a component of
the spliceosome, but our results also indicate that it controls
levels of a key component, U6 snRNA. Since U6 snRNA is an
integral component of the spliceosome, it is important that the
levels of this snRNA are approximately equal to those tran-
scribed by RNAP II.

Coordinated regulation of RNA polymerases is an emerging
theme, and cross-regulation does not occur solely through pro-
tein factors. There are increasing data on the importance of
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small, untranslated RNAP III transcripts in regulating gene
expression by RNAP II. For example, 7SK RNA inhibits
RNAP II transcription by binding to elongation factor P-TEFb
and repressing the kinase activity of its CDK9 subunit (54, 75).
Similarly, in murine cells, the B2 noncoding RNA transcribed
by RNAP III binds to and represses RNAP II after heat shock
(1), and more recently it was shown that Alu RNA may have a
similar role in human cells (47). TLS may regulate RNAP III
production of these noncoding RNAs and thus affect RNAP II
transcription indirectly. Such examples not only suggest a func-
tion for many untranslated RNAs present in cells but also add
another layer of complexity to regulation of gene expression.

In summary, our data indicate that TLS is a general repres-
sor of RNAP III transcription. TLS thus provides an additional
example of an important regulatory factor that can affect more
than one RNAP. In normal cells, TLS could play an important
role in preventing cellular transformation by regulating RNAP
III transcription. TLS is also involved not only in RNAP II
transcription and splicing of mRNA precursors but also in
RNAP III transcription, and it thus appears to control gene
expression at multiple levels. The many functions of TLS thus
allow it, and likely other TET family proteins, to affect and
possibly connect many cellular processes.
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