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ABSTRACT
Dysregulation of RNA polymerase I (Pol I)-dependent ribosomal DNA (rDNA) 

transcription is a consistent feature of malignant transformation that can be targeted 
to treat cancer. Understanding how rDNA transcription is coupled to the availability 
of growth factors and nutrients will provide insight into how ribosome biogenesis 
is maintained in a tumour environment characterised by limiting nutrients. We 
demonstrate that modulation of rDNA transcription initiation, elongation and rRNA 
processing is an immediate, co-regulated response to altered amino acid abundance, 
dependent on both mTORC1 activation of S6K1 and MYC activity. Growth factors 
regulate rDNA transcription initiation while amino acids modulate growth factor-
dependent rDNA transcription by primarily regulating S6K1-dependent rDNA 
transcription elongation and processing. Thus, we show for the first time amino 
acids regulate rRNA synthesis by a distinct, post-initiation mechanism, providing a 
novel model for integrated control of ribosome biogenesis that has implications for 
understanding how this process is dysregulated in cancer.

INTRODUCTION

Mammalian cells rapidly and exquisitely regulate 
energy-consuming anabolic and energy-producing 
catabolic processes in response to altered levels of 
nutrients, growth factors, energy and oxygen in the 

environment. For proliferating cells, a major anabolic 
process is ribosome biogenesis, which is essential for 
protein synthesis, cell growth and proliferation. Given 
the high-energy demand to make new ribosomes, not 
surprisingly, ribosome biogenesis is tightly linked to 
cellular metabolism [1].
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RNA polymerase I (Pol I)-dependent ribosomal 
RNA gene (rDNA) transcription is a key regulatory step 
in ribosome biogenesis. In mammalian cells, Pol I is 
responsible for transcribing the approximately 300 copies 
of the rDNA repeats [2], which constitutes 35-60% of all 
nuclear transcription [3]. rDNA transcription is initiated 
by the formation of a pre-initiation complex (PIC) at the 
promoter of active rDNA repeats in the nucleolus. The 
PIC consists of the upstream binding factor (UBTF, also 
called UBF), the TATA-binding protein (TBP)-containing 
complex selectivity factor 1 (SL-1) and Pol I [4]. An 
initiation-competent complex requires recruitment of 
RRN3 (also called TIF1A) whose activity is regulated 
by phosphorylation in response to various growth factors 
or stress stimuli [5, 6]. Pol I then dissociates from the 
promoter-bound initiation factors via promoter escape 
[7, 8]. Post-translational modifications of RRN3 are also 
required for conversion of the initiation-competent Pol I 
into the elongation competent form [9]. Pol I transcription 
generates the 47S pre-rRNA, which is rapidly processed 
to the 18S, 5.8S and 28S rRNAs in the nucleolus. These 
mature rRNAs, together with the 5S rRNA transcribed by 
Pol III, form the RNA backbone of the ribosome. rDNA 
transcription is commonly deregulated in cancer cells [10-
12]. While there is no direct evidence that up-regulation 
of rDNA transcription is sufficient to drive malignant 
transformation, elevated rRNA synthetic activity, 
characterized by enlarged and/or increased numbers of 
nucleoli, is regarded as a feature of many cancers with 
potential prognostic value [13, 14]. Indeed, accelerated 
rDNA transcription is necessary for the survival of 
certain tumours and targeting Pol I transcription is 
proving to be a viable therapeutic approach for cancer 
treatment [15-19] with drugs inhibiting Pol I transcription 
now in phase I clinical trials. Given the critical link 
between cellular metabolism, ribosome biogenesis and 
cell growth, it is important to consider that as the solid 
tumor microenvironment is often poorly perfused due to 
inefficient neovascularisation, nutrient availability may 
be restricted [20]. Therefore, understanding how high 
rates of rDNA transcription and ribosome biogenesis are 
maintained in such a compromised environment will be 
important for identifying potential therapeutic targets for 
these cancers.

It is well established that growth factors acutely 
regulate Pol I transcription and, thus, ribosome biogenesis. 
This regulation is, in a large part, due to growth factor-
dependent signaling via the phosphoinositide 3-kinase 
(PI3K)/AKT/mammalian target of rapamycin complex 
1 (mTORC1) or RAS/RAF/ERK pathways. These 
pathways also form an intricate control network with the 
transcription factor, MYC, to impact on the functions of 
Pol I and its specific transcription factors [21-24]. 

Less is known about the regulation of ribosome 
biogenesis in response to amino acid abundance. One 
early report demonstrated that rRNA synthesis was down-

regulated in response to amino acid starvation [25] and 
more recently James and Zomerdijk demonstrated that 
withdrawal of amino acids in HEK293 cells compromised 
the activation of Pol I transcription by insulin-like growth 
factor 1 (IGF-1) [26]. These studies did not elucidate the 
mechanism(s) by which amino acid availability regulated 
growth factor-dependent control of rRNA synthesis but 
implicated PI3K/mTORC1 activity being important for 
amino acids to stimulate rDNA transcription, independent 
of growth factors. Indeed, it is becoming apparent that 
mTORC1 can act as a hub linking the availability of amino 
acids to rDNA transcription [1]. Activated mTORC1 exerts 
its effect on Pol I transcription, at least in part, via the 
two key transcription factors RRN3 [6] and UBTF [27]. 
Upstream of mTORC1, accumulating evidence suggests 
that activation of mTORC1 by amino acids differs from 
that observed with growth factors. For example, it is 
independent on AKT and Tuberous sclerosis complex 
(TSC) [28], but requires Rag-GTPase or adenosine 
diphosphate ribosylation factor-1 (Arf1) GTPase as the 
key mediator [29-31]. Therefore, it is likely that growth 
factors and amino acids regulate rDNA transcription 
through distinct but overlapping mechanisms, possibly 
with mTORC1 acting as a critical hub that coordinates the 
cellular responses to both stimuli [1, 32, 33].

In the current study we undertook a detailed analysis 
of the mechanisms by which amino acid-regulation 
of rDNA transcription is mediated. Our findings thus 
provided novel fundamental insights into the nutrient 
control of ribosome biogenesis and cell growth via S6K1 
and MYC that has implications for understanding how this 
process is deregulated in cancer cells. The results clearly 
implicate S6K1 as a potential key therapeutic target for 
treating cancers with limited nutrient availability and those 
driven by the oncogene MYC.

RESULTS

Amino acids regulate rRNA synthesis at multiple 
steps

To determine the effects of altering amino acid 
abundance on rDNA transcription, a key regulatory step 
in ribosome biogenesis, we removed amino acids from 
the culture media of HeLa cells. The synthesis rate of 
47/45S pre-rRNA was measured by 32P orthophosphate 
pulse labeling. Depletion of amino acids resulted in 
a rapid decrease in 47/45S pre-rRNA synthesis by 
approximately 25% (± 9%, p = 0.04) in one hour, 53% 
(± 3.4%, p = 0.00011) by 3 hours, which was reduced 
further by 6 and 24 hours (Figure 1A). To evaluate the 
ability of amino acids to modulate rDNA transcription 
independent of growth factors, HeLa cells were starved 
of amino acids and serum, then re-stimulated with amino 
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acids alone. Under these conditions, re-addition of amino 
acids induced a significant increase in 47/45S pre-rRNA 
synthesis within 30 minutes (2.6 ± 0.1 fold, p = 0.008), 
which was maintained at both 1 and 3 hours after amino 
acid addition (Figure 1B). Similar effects of amino acid-
induced 47/45S rRNA synthesis were observed in a second 
human cell line, the immortalized human BJ foreskin 
fibroblasts expressing h-TERT (BJ-T) (Figure S1A). Thus, 
our data indicates that in the absence of growth factors, 
re-addition of amino acids is sufficient to stimulate rDNA 
transcription. 

We next measured Pol I binding across the rDNA to 
evaluate the effect of amino acid depletion on transcription 
initiation and elongation. Pol I binding was determined 
by quantitative chromatin immunoprecipitation (qChIP) 
using an antibody to POLR1A, the largest subunit of 
the Pol I complex. Pol I loading at the promoter and 
across the transcribed region of the rDNA (5’ETS, ITS2, 
28S) did not change 1 hour after amino acid depletion 
(Figure 1C) even though a significant reduction in 
47/45S rRNA synthesis was observed at this time point 
(Figure 1A). Thus the repression of Pol I transcription by 

Figure 1: Amino acids regulate rRNA synthesis at multiple steps. A. Exponentially growing HeLa cells (EXP) were starved 
of all amino acids (-AA) for times indicated. Cells were pulse labeled and 47S/45S rRNA synthesis analyzed. Representative images 
and resultant graph (mean +/- SEM) from n = 3-5 experiments. B. HeLa cells were starved in amino acid and serum starvation medium 
(-AAS) for 2 hours, then re-stimulated with all amino acids (AA) for the times indicated. Cells were pulse labeled and 47/45S rRNA 
synthesis analyzed. Representative images and resultant graph (mean +/- SEM) from n = 4 experiments. C.-D. HeLa cells were treated 
as in A. C. qChIP analysis assess Pol I loading on various regions of the rDNA. n = 3 experiments. * p < 0.05 compared to EXP cells. D. 
Immunoblotting with the indicated antibodies. Representative of n = 3 experiments. E. HeLa cells were starved of amino acid and serum 
(-AAS) for 2 hours, then re-stimulated with amino acids (AA) for 3 hours. qChIP analysis to assess POLR1A, RRN3 and UBTF loading 
on various regions of the rDNA. n = 3-4 experiments. F. HEK293 cells were treated as in E. Western blot analysis of immunoprecipitated 
ectopically expressed TAP-tagged RRN3 for endogenous POLR1B, and PAF53 in HEK293 cells. Representative of n = 3 experiments. G. 
HeLa cells were treated as in A. Cells were pulse labeled, chased for different time pointed as indicated and rRNA processing determined. 
Representative images and resultant graph (mean +/- SD) of n = 2 experiments. * p < 0.05, ** p < 0.01, ***p < 0.001 A. and C. compared 
to EXP cells B. compared to -AAS cells.
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acute (1 hour) amino acid withdrawal was not mediated 
exclusively by inhibition of pre-initiation complex 
formation, but more likely at subsequent steps such as 
promoter escape, elongation and/or global repression 
of all the steps simultaneously. However, by 3 hours of 
amino acid depletion, Pol I loading at the promoter region 
was significantly reduced suggesting Pol I transcription 
initiation was impaired at this time point (Figure 1C). 
Notably, no further repression in Pol I loading was 
observed at the longer time points (6-24 hours, Figure 1C) 
even though 47/45S rRNA synthesis continued to decrease 
with time (Figure 1A), suggesting that prolonged amino 
acid withdrawal impairs both Pol I transcription initiation 
and post-initiation processes (e.g., elongation). We further 
examined the protein abundance of key components of the 
Pol I transcription apparatus, specifically Pol I subunits 
(POLR1A, POLR1B), RRN3 and UBTF. Withdrawal 
of amino acids significantly reduced the expression of 
RRN3 after 6 hours, while the other protein expression 
levels remained unchanged (Figure 1D and Figure S1B). 
Since the interaction between RRN3 and Pol I/SL-1 is 
necessary for recruiting Pol I to the rDNA promoter [34], 
reduced RRN3 abundance suggests that suppression of 
rDNA transcription initiation by sustained amino acid 
withdrawal is associated with reduced abundance of the 
initiation-competent Pol I complex, at least at longer time 
points. However, as inhibition of rDNA transcription 
occurred within 1 hour of amino acid withdrawal, it is 
likely that these acute effects are predominantly due to 
altered activity of key components by post translational 
modification, as previously reported for growth factor 
stimulated rDNA transcription [5, 6, 27]. 

Consistent with amino acids being sufficient to 
modulate Pol I loading, re-addition of amino acids 
alone to cells that had sustained depletion of both 
amino acids and serum (-AAS) restored Pol I loading 
at the promoter and across the transcribed portion of 
the rDNA region (Figure 1E). Interestingly in this case 
there were no significant changes in the abundance 
of Pol I initiation complex components (Figure S1C). 
However, co-immunoprecipitation of overexpressed 
strep-HA tagged RRN3 demonstrated that the addition 
of amino acids increased the association between RRN3 
and Pol I (POLR1B and PAF53, Figure 1F), and qChIP 
showed that RRN3 occupancy at the rDNA promoter was 
partially rescued by the addition of amino acids (Figure 
1E), consistent with the post translational modifications 
of RRN3 that have been reported to modulate its 
interaction with Pol I/SL-1 [5, 6, 35, 36] being important 
for regulation of Pol I transcription initiation. Thus, 
in the absence of growth factors, re-addition of amino 
acids alone enhanced the interaction of RRN3 with Pol 
I, the assembly of Pol I initiation complex at the rDNA 
promoter and therefore transcription initiation. Compared 
to the restricted occupancy of RRN3 at the promoter and 
beginning of the transcript region, UBTF was found across 

all the tested regions of rDNA (Figure 1E). Interestingly, 
the association of UBTF with the rDNA 5’ETS and the 
transcribed region (Eg: ITS2) increased after amino acid 
and serum depletion while re-addition of amino acids 
displaced UBTF from the rDNA. UBTF binding to the 
rDNA has been reported to produce a nucleosome-like 
structure called the enhancesome, which prevents Pol I 
transcription elongation [37], whereas phosphorylation 
of UBTF by growth factor activating ERK signaling 
unfolds the enhancesome, allowing continued elongation 
[38, 39]. Our results provide support for the concept that 
amino acids mediating increasing pre-rRNA synthesis by 
enhancing transcription elongation via reducing UBTF 
binding to the rDNA. 

To determine if modulation of amino acid abundance 
affects processing of the pre-rRNA into the mature 18S, 
5.8S and 28S rRNAs, we performed a chase experiment 
with non-labeled medium after a 30 minute-pulse labeling 
of newly synthesized 47S pre-rRNA [40]. The intensity 
ratio of 47/45S to 32S pre-rRNA in amino acid-depleted 
cells increased after a 1 hour-chase compared to the 
exponentially growing cells, indicative of impaired early 
processing steps (Figure 1G). While this ratio returned to 
a level comparable to that of exponentially growing cells 
with a 2 hour-chase, the abundance of mature 28S and 18S 
rRNAs were barely detectable (Figure 1G), suggesting 
severe perturbation of the late processing steps. These 
results demonstrate that amino acid signaling is required 
for optimal processing of the 47S pre-rRNA. Consistent 
with amino acids controlling rRNA processing, removal 
of amino acids and serum virtually abolished 28S and 18S 
synthesis with re-addition of amino acids partially restored 
the stoichiometry between the processed rRNA species 
(Figure S1D). Taken together, our data suggests that 
amino acid withdrawal induces a rapid initial effect on Pol 
I transcription at both the post-initiation step and rRNA 
processing followed in the longer term by repression 
of Pol I recruitment to the rDNA promoter, most likely 
mediated by the reduction of the activity of Pol I initiation 
complex components. 

Amino acids serve as important substrates for the 
tricarboxylic acid (TCA) cycle anaplerosis, which is 
critical for energy production and biosynthesis. Given the 
tight coupling of rDNA transcription to the cellular energy 
supply [35], a reduction of amino acid availability might 
indirectly modulate rDNA transcription through energy 
deficiency. However, compared to the rapid reduction of 
ATP abundance observed with glucose deprivation within3 
hours, the ATP level was maintained for up to 6 hours after 
depletion of amino acids (Figure S1E), whereas by 1 hour 
rDNA transcription was significantly reduced (Figure 1A). 
These results suggest that the amino acid-mediated acute 
regulation of rDNA transcription and rRNA processing 
was not the result of cellular energy stress.
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Figure 2: Inhibition of rDNA transcription following amino acid depletion does not affect nucleolar integrity. A. BJ-T 
cells (left panel) or HeLa cells (right panel) were starved of all amino acids (-AA) for the times indicated or amino acid and serum starved 
(-AAS) for 2 hours and then re-stimulated with all amino acids (AA) for 3 hours. Alternatively exponentially growing (EXP) HeLa cells 
were treated with 1 μM CX-5461 for 1 hour. Representative images of immunostaining for fibrillarin (FBL: Red) and nucleophosmin 
(NPM: Green) with DAPI (Blue) counterstain of n = 2. Scale bar, 10 μm. B. BJ-T cells or HeLa cells were treated as in A. and protein 
lysates analyzed by immunoblotting for the indicated antibodies. Representative images from n = 2-4 experiments.
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Inhibition of rDNA transcription following amino 
acid depletion does not affect nucleolar integrity

Inhibition of rDNA transcription has been reported 
to induce visible changes in the nucleolar morphology and 
initiate a nucleolar stress response, which is associated 
with elevated activity of the tumour suppressor p53 
[41]. Alterations in ribosome subunit production and 
cell growth can also induce distinct modes of nucleolar 
disruption [42, 43]. For example, inhibition of Pol I 
transcription leads to nucleolar segregation characterized 
by condensation and separation of nucleolar compartments 
including the nucleolar fibrillar center and granular 
component, and formation of “nucleolar cap” structures 
around the nucleolar remnant. On the other hand, 
alterations that affect the late processing steps of rRNA 
(such as 5-fluorouracil) have a minimal effect on nucleolar 
morphology [43]. 

One hour treatment with CX-5461, a specific 
inhibitor of Pol I transcription [15, 16], caused nucleolar 
segregation characterized by fibrillarin (FBL) moving to 
“nucleolar caps” and the translocation of nucleophosmin 
(NPM) from the nucleolus into the nucleoplasm (Figure 
2A). In contrast, the nucleolar integrity was maintained 
upon altering amino acid availability (Figure 2A) although 
the size of FBL positive foci was reduced in both the BJ-T 
and HeLa cells after sustained amino acid depletion (24 
hours) and 5 hours of amino acid plus serum withdrawal 
(-AAS) (Figure S2A) while the foci number per nucleus 
tended to be increased (Figure S2B). p53 expression, 
phosphorylation and transcriptional activity were all 
increased in BJ-T cells starved for amino acids, consistent 
with the activation of a nucleolar stress response in the 
absence of nucleolar disruption (Figure 2B and Figure 
S2C). In contrast, HeLa cells, which have a defective 
p53 pathway due to binding of the human papillomavirus 
onconprotein E6 which increases its degradation [44], 
demonstrated reduced p53 expression and phosphorylation 
in response to amino acid withdrawal (Figure 2B). Thus, 
consistent with the role of amino acids in the late steps 
of rRNA processing (Figure 1G), amino acid depletion 
doesn’t affect nucleolar integrity but induces p53 
activation in p53-wild type cells. 

Regulation of rDNA transcription by amino 
acids is mediated through mTORC1 and its 
downstream target S6K1

In order to evaluate the signaling pathways by which 
amino acids regulate rDNA transcription, the mTORC1 
inhibitor rapamycin (RAPA) and AKT inhibitor (AKTi-
1/2) [45] were utilized. Re-addition of amino acids to 
HeLa cells starved of amino acids and serum resulted in 
a two-fold increase in 47/45S pre-rRNA synthesis (Figure 
3A, Lane 1 vs. Lane 2). Treatment of starved cells with 

AKTi-1/2 further reduced 47/45S rRNA synthesis by 
approximately 50% compared to untreated cells (Lane 1 
vs. Lane 3) supporting a critical role for AKT activity in 
maintaining basal rDNA transcription rate. Re-addition 
of amino acids stimulated 47/45S pre-rRNA synthesis by 
approximately two-fold in the presence of AKTi-1/2 (Lane 
3 vs. Lane 4), suggesting an AKT-independent component 
involved in the regulation of rDNA transcription by amino 
acids. None-the-less, the amino acid-stimulated rRNA 
synthesis was suppressed approximately 50% by inhibition 
of AKT (Lane 2 vs. Lane 4). In contrast, inhibition of 
mTORC1 by rapamycin had no significant effect on basal 
rDNA transcription rate in amino acid and serum-starved 
cells (Lane 1 vs. Lane 5) but did partially suppress the 
induction of 47/45S rRNA synthesis by amino acids (Lane 
2 vs. Lane 6). Combining AKTi-1/2 and rapamycin (Lane 
7 vs. Lane 8) resulted in additive suppression of both basal 
and amino acid-stimulated rDNA transcription. Similar 
trends were observed in the amino acid stimulated BJ-T 
cell system (Figure S3A). Taken together, this data shows 
that both AKT and mTORC1 are required for optimal 
amino acid-dependent rRNA synthesis, with AKT being 
required for maintaining basal rDNA transcription. This 
finding is consistent with the mTORC1-independent role 
of AKT in rDNA transcription identified in our previous 
study [40]. 

To investigate the distinct regulatory roles of 
AKT and mTORC1 further, we assessed the amino acid-
dependent activity of each pathway. Re-addition of amino 
acids to starved HeLa cells failed to activate AKT, as 
assessed by phosphorylation of AKT and its substrate 
PRAS40 (Figure 3A bottom panel, Lanes 1 vs. Lane 2). 
In fact, AKT activity was reduced in response to amino 
acids, possibly mediated by the previously reported 
S6K1-IRS or S6K1-mTORC2 negative feedback loops 
[46-48]. AKTi-1/2 treatment further reduced basal AKT 
signaling, consistent with its inhibition of basal rRNA 
synthesis. Importantly, it did not affect mTORC1 re-
activation in response to amino acids (Lane 3 vs. Lane 
4), consistent with the AKT-independent-mTORC1 
activation by amino acids. Unlike for AKT, re-addition of 
amino acids activated mTORC1 signaling, as evident by 
increased phosphorylation of ribosomal protein S6 (RPS6) 
and 4E-BP1. Inhibition of amino acid-induced mTORC1 
activation by rapamycin was primarily associated with 
reduced S6K1 activity, with only a minor effect observed 
on the phosphorylation of 4E-BP1 (Lanes 5 vs. Lane 6). 
This is consistent with the previously reported preferential 
targeting of the S6K1 pathway by rapamycin [49, 50]. 
These results implicate mTORC1-dependent activation of 
S6K1 as a critical regulator of amino acid-mediated rDNA 
transcription. 

To test this hypothesis, exponentially growing HeLa 
cells were treated with the S6K1 inhibitor PF4708671. 
Inhibition of S6K1 significantly reduced rDNA 
transcription in three hours (Figure 3B; Lane 1 vs. Lane 2). 
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Importantly, PF4708671 suppressed the phosphorylation 
of RPS6 but did not alter the phosphorylation of AKT or 
4E-BP1, suggesting a specific targeting of S6K1 signaling. 
As for rapamycin, PF4708671 treatment prevented amino 
acid-induced rDNA transcription (Lane 5 vs. Lane 6). 
Similar trends were also observed in the amino acid-
stimulated BJ-T cell system (Figure S3B). Furthermore, 
siRNA mediated knockdown of S6K1 reduced 
phosphorylation of its substrate RPS6 without altering 
phosphorylation of 4E-BP1 (Figure 3C), and suppressed 
both basal rDNA transcription (Figure 3C, Lanes 1 vs. 
Lane 3) and 47/45S rRNA synthesis in the presence of 
amino acids (Lane 2 vs. Lane 4). Thus, both the inhibitor 
and knockdown approaches supported a role for S6K1 as 
a key molecule mediating amino acid-stimulated rDNA 
transcription. Moreover, inhibition of S6K1 signaling by 
PF4708671 did not reduce amino acids-dependent loading 
of Pol I at the 5’ETS of the rDNA (Figure 3D). In contrast, 
PF4708671 decreased loading of Pol I at the ITS2 and 

28S regions of the gene, downstream of the 5’ETS, 
which suggested that inhibition of S6K1 signaling blocks 
amino acids-driven Pol I elongation but not transcription 
initiation, leading to accumulation of stalled Pol I at the 
5’ end of the rDNA. Together, our results suggested S6K1 
signaling is required for efficient rDNA transcription 
downstream of the 5’ETS region.

The other major downstream target of mTORC1 
is 4E-BP1, which binds to and inhibits eIF4E, a rate-
limiting initiation factor for cap-dependent translation. 
Phosphorylation of 4E-BP1 by mTORC1 leads to its 
dissociation from eIF4E thus allowing eIF4E to form 
an active initiation complex at the 5’ end of mRNAs. 
It has previously been reported that expression of the 
4E-BP1-4A mutant mediates a dominant inhibitory 
effect on eIF4E activity, the result of which is to reduce 
translation of 5’-terminal oligopyrimidines (5’TOP) 
mRNAs [51]. Consistent with this finding, polysome 
profiling demonstrated that expression of the 4E-BP1-4A 

Figure 3: Regulation of rDNA transcription by amino acids is mediated through mTORC1 and the downstream target 
S6K1. A. and B. HeLa cells were amino acid and serum-starved (-AAS) for 2 hours, pre-treated with either 5 μM AKTi-1/2 or 20 nM 
rapamycin A. or 10 μM PF4708671 B. for 30 minutes, and then stimulated with all amino acids (AA) for 3 hours. C. HeLa cells were 
transfected with either non-targeting siRNA control (siCON) or pooled siRNA against S6K1 (siS6K1) for 3 days, and then starved of all 
amino acids and serum for 2 hours followed by amino acid stimulation for 3 hours. D. HeLa cells were treated as in B. E. HeLa cells 
stably expressing a doxycycline (DOX)-inducible 4E-BP1-4A mutant plasmid were treated with 1 μg/ml DOX for 24 hours, starved of all 
amino acids and serum for 2 hours and then stimulated with amino acids for 3 hours. A.-C. and E. In all cases cells were pulse labeled and 
47/45S rRNA synthesis analyzed. Representative images and resultant graph (mean +/- SEM) of n = 3-4 experiments. Below the graph 
are representative immunoblotting images, n = 2-3. D. qChIP analysis to assess the Pol I loading on various regions of the rDNA. n = 3 
experiments.A. *p < 0.05 compared to Lane 2; #p < 0.05, ##p < 0.01 compared to Lane 1. B. *p < 0.05 compared to Lane 5, #p < 0.05 
compared to Lane 1. C. *p < 0.05 compared to Lane 2, #p < 0.05 compared to Lane 1. D. NS, not significant compared to Lane 2.
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mutant, induced by doxycycline for 24 hours, inhibited 
translation of 5’TOP mRNAs as evidenced by EEF1A1 
and RPS6 mRNAs shifting from the actively translating 
heavy polysomes to the lighter ones which have a reduced 
number of 80S ribosomes attached to the mRNA (Figure 
S3C). In contrast, expression of the 4E-BP1-4A mutant 
did not alter the ability of amino acids to stimulate 47/45S 
pre-rRNA synthesis (Figure 3D). Taken together with 
the lack of effect of PF4708671 or knockdown of S6K1 
expression on the phosphorylation of 4E-BP1, our results 
clearly demonstrate that regulation of rDNA transcription 
mediated by amino acids is critically dependent on 
mTORC1 activated S6K1, but not on eIF4E-mediated 
translation. 

MYC is required for the response of rDNA 
transcription to amino acids

The oncogenic transcription factor MYC, is a well-
characterized central regulator of ribosome biogenesis that 
not only interacts with the PI3K/AKT/mTORC1 pathway 
at multiple levels but also modulates growth factor-driven 
Pol I-dependent rDNA transcription [22, 24, 40]. However, 
whether MYC plays a role in amino acid-dependent 
regulation of rDNA transcription remains unknown. To 
address this question, we suppressed MYC expression 
in HeLa and BJ-T cells using siRNA. Depletion of MYC 
expression prevented amino acid-induced 47/45S rRNA 
synthesis both in the HeLa (Figure 4A) and BJ-T system 
(Figure S4A). Moreover the basal rDNA transcription rate 
in amino acid and serum-starved cells was also reduced by 
MYC knockdown (Figure 4A and Figure S4A) as expected 
due to a global role for MYC in the regulation of rDNA 
transcription [24].

The role of MYC in amino acid-driven rDNA 
transcription was further investigated by examining the 
effect of modulating amino acid availability on MYC 
expression and activity. Removal of amino acids and serum 
decreased MYC protein abundance, which was rapidly 
reversed by re-addition of amino acids in HeLa (Figure 
4B) and BJ-T cells (Figure S4B). Moreover, re-addition of 
amino acids (AA) increased MYC transcriptional activity, 
as reflected by elevated (TERT, CCND1) or repressed 
(p21, GAS) expression of MYC target genes (Figure 4C). 
In contrast, MYC mRNA level did not change (Figure 
4D), suggesting that the regulation of MYC expression by 
amino acids was at a post-transcriptional step. 

Indeed the reduction of MYC protein abundance 
upon amino acid withdrawal was efficiently blocked 
by pre-treatment with the proteasome inhibitor MG132 
(Figure 4E). Moreover re-addition of amino acids delayed 
the degradation of MYC protein even in the presence 
of the protein biosynthesis inhibitor cycloheximide 
(CHX) (Figure 4F). This suggests that, at least in part, 
up-regulation of MYC expression by amino acids is due 

to an increase in the protein’s half-life. Taken together 
our results support the conclusion that modulation of 
MYC expression by amino acids may be an additional 
mechanism by which nutrient availability regulates rDNA 
transcription and ribosome biogenesis.

Studies from several groups, including our own, 
have demonstrated that mTORC1 signaling, via either 
4E-BP1 or S6K1, promotes MYC translation [52-55]. We 
therefore investigated the interaction between mTORC1 
and MYC signaling in amino acid-mediated control of 
rDNA transcription. Neither rapamycin (Figure 4G), 
inhibition of S6K1 (Figure 3B and 3C) nor expression of 
the dominant negative 4E-BP1 mutant (Figure 3E) altered 
MYC protein abundance in HeLa cells. Alternatively, 
knockdown of MYC did not alter mTORC1 activity as 
indicated by phosphorylation of RPS6 (Figure 4A and 
Figure S4A). These results suggest that mTORC1/S6K1 
signaling and MYC transcriptional network, downstream 
of amino acids, target Pol I transcription through parallel 
pathways.

Amino acid availability alters the response of 
rDNA transcription to growth factors

The coordination of signaling pathways initiated by 
nutrients and growth factors is essential for intracellular 
homeostasis and, consequently, optimal cell growth [1, 
56]. A previous report of amino acid dependent stimulation 
of rDNA transcription by IGF-1 [26] led us to further 
evaluate the inter-reliance of these two signaling networks 
on the control of rDNA transcription. We demonstrated 
that amino acids stimulated rDNA transcription in the 
absence of serum (Figure 1B). We then examined the 
response of 47/45S pre-rRNA synthesis to growth factors 
(insulin:INS or dialyzed serum:DS) in the absence of 
amino acids to assess the requirement of amino acids for 
growth factor-induced Pol I transcription. 

As expected, both insulin (Figure 5A top panel; 
Lane 8) and dialyzed serum (Lane 9) increased the 
synthesis of 47/45S pre-rRNA in serum-starved cells 
(Lane 7). In the absence of amino acids, growth factor-
induced rDNA transcription was markedly impaired (Lane 
3 vs. Lane 8; Lane 5 vs. Lane 9) and significantly lower 
than that achieved with amino acid re-addition in cells 
starved for amino acids and serum (Lane 3 or 5 vs. Lane 
2). Furthermore, induction of 47/45S rRNA synthesis by 
growth factors was markedly enhanced in the presence of 
amino acids (Lane 3 vs. Lane 4; Lane 5 vs. Lane 6) and 
was comparable to that achieved in serum-starved cells 
(Lane 4 vs. Lane 8; Lane 6 vs. Lane 9). These results 
suggest that the availability of amino acids modulates 
growth factor-driven rDNA transcription, consistent with 
the data from HEK293 cells [26]. 

Despite an inability to stimulate rDNA transcription 
in the absence of amino acids, re-addition of insulin to 
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Figure 4: MYC is required for the response of rDNA transcription to amino acids. A. HeLa cells were transfected with either 
non-targeting siRNA control (siCON) or pooled siRNA against MYC (siMYC) for 3 days, amino acid and serum-starved for 2 hours and 
then stimulated with amino acids (AA) for 3 hours. Cells were pulse labeled and 47/45S rRNA synthesis analyzed. Representative images 
and resultant graph (mean +/- SEM) of n = 3 experiments. Below the graph are representative immunoblotting images, n = 2. * p < 0.05 
compared to Lane 2; # p < 0.05 compered to lane 4. B.-D. HeLa cells were amino acid and serum starved (-AAS) for 2 hours and then 
stimulated with all amino acids (AA) for the times indicated B. and D. or 3 hours C. Representative immunoblotting images B., n = 2 blots) 
and quantitation of qRT-PCR for MYC and MYC transcriptional targets TERT, CCND1, p21 and GAS C. and D., n = 3-4 experiments). *p 
< 0.05, **p < 0.01 compared to -AAS cells.E. HeLa cells were deprived of amino acids in the presence of 10 μM MG132 for 3 or 6 hours. 
Representative immunoblotting images from n = 2 experiments. F. HeLa cells were amino acid and serum-starved for 2 hours and then 
stimulated with amino acids in the presence of 10 μg/ml cyclohexamide (CHX) for the times indicated. Representative immunoblotting 
images and quantitation (mean +/- SEM) from n = 3 experiments. G. HeLa cells were amino acid and serum-starved for 2 hours, pre-treated 
with 20 nM rapamycin for 30 minutes prior to 3-hour amino acid stimulation. Representative of n = 2 blots.
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cells starved of amino acids and serum did induce Pol 
I loading onto the rDNA promoter to a level similar to 
that observed in exponentially growing cells (Figure 
5B). Consistently, the association of RRN3 and Pol I 

was partially enhanced by insulin and restored by amino 
acids or the combination (Figure 5C) without significant 
changes in the abundance of Pol I initiation complex 
components (Figure S5). Re-addition of amino acids 

Figure 5: The availability of amino acids affects the response of rDNA transcription to growth factors. A.-B. Exponentially 
growing HeLa cells (EXP) were starved of amino acids and serum (-AAS) for 2 hours and then stimulated with either amino acids (AA), 
100 nM insulin (INS) or 10% dialyzed serum (DS), either alone or in combination as indicated, for 3 hours. Alternatively, HeLa cells were 
serum-starved (SS) for 24 hours then stimulated with 100 nM insulin or 10% dialyzed serum for 3 hours. A. Cells were pulse labeled and 
47/45S rRNA synthesis analyzed. Representative images and resultant graph (mean +/- SEM) of n = 3 experiments. Below the graph are 
representative immunoblotting images, n = 2 experiments. B. qChIP analyses to assess Pol I loading on various regions of the rDNA. n 
= 3-5 experiments. C. HEK293 cells were treated as in A. Western blot analysis of immunoprecipitated ectopically expressed strep-HA-
tagged RRN3 for endogenous POLR1B, and PAF53 in HEK293 cells. Representative images from n = 3 experiments.D. HeLa cells were 
amino acid and serum-starved for 2 hours, pre-treated with 10 μM PF4708671 for 30 minutes, and then stimulated with all amino acids for 
3 hours. Cells were pulse labeled and 47/45S rRNA synthesis analyzed. Representative images and resultant graph (mean +/- SD) of n = 2 
experiments. *p < 0.05, **p < 0.01, ***p < 0.001. 
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and the combination with insulin also stimulated Pol I 
loading across the rDNA (Figure 5B), which correlated 
with an increased abundance of 47S rRNA (Figure 5A; 
Lane 2 and Lane 4). In comparison to the increase of Pol 
I occupancy on the promoter, insulin alone was incapable 
of rescuing Pol I binding across the transcribed region 
of the rDNA following starvation and was unable to 
efficiently stimulate 47S pre-rRNA synthesis (Figure 5A; 
Lane 3), consistent with amino acid signaling-dependent 
transcription elongation required for insulin-stimulated 
rRNA synthesis.

We further dissected the key signaling events 
downstream of amino acids and insulin. While the 
addition of insulin or dialyzed serum to amino acid and 
serum-starved cells had little effect on 47/45S pre-rRNA 
synthesis, phosphorylation of AKT and its substrate 
PRAS40 were increased to an extent comparable to those 
observed in the serum-starved cells (Figure 5A bottom 
panel; Lane 3 vs. Lane 8; Lane 5 vs. Lane 9). Furthermore, 
while the combination of insulin or dialyzed serum with 
amino acids markedly increased 47/45S rRNA synthesis, it 
did not alter the phosphorylation level of AKT (Lane 4 vs. 
Lane 3; Lane 6 vs. Lane 5). In contrast, activation of the 

mTORC1 substrates, S6K1 (phosphorylation of S6K1 and 
RPS6) or 4E-BP1 (phosphorylation at T37/46 and S65) by 
either insulin or dialyzed serum alone (Lane 3 and 5) was 
less pronounced compared to the combination treatment 
of amino acids and growth factors (Lane 4 and 6). This is 
consistent with other reports that amino acid deficiency 
renders mTORC1 refractory to growth factor stimulation 
[28, 57]. Importantly, unlike AKT, the activity of 
mTORC1/S6K1 signaling correlated with the abundance 
of 47/45S rRNA, reinforcing our findings that S6K1 is the 
critical component of the AKT/mTORC1 network required 
for amino acid-dependent rDNA transcription. Indeed, 
inhibition of S6K1 signaling by PF4708671 suppressed 
stimulation of rDNA transcription by amino acids alone 
and in combination with insulin (Figure 5D), suggesting 
that S6K1 signalling is required for cooperation between 
amino acids and growth factors to modulate rDNA 
transcription.

Our previous study demonstrated that AKT, 
independent of mTORC1, was required for growth factor-
dependent initiation of rDNA transcription (Pol I loading 
onto the promoter), whereas mTORC1 was required for 
subsequent elongation and rRNA processing [40]. The data 

Figure 6: Regulation of rRNA synthesis by amino acids and growth factors. Schematic diagram of the signaling network 
mediating cooperative regulation of rDNA transcription by amino acids and growth factors. Growth factor activation of AKT signaling 
primes rDNA transcription initiation, and amino acids promote rDNA transcription elongation, rRNA processing and the synthesis of 
mature rRNAs via mTORC1/S6K1 and MYC signaling.PI3K: Phosphotidylinositol 3- kinase; mTORC1: mammalian target of rapamycin 
complex 1; S6K1: ribosomal protein S6 kinase 1.
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here further indicate that in the absence of amino acids, 
signaling downstream of growth factors (predominantly 
AKT signaling) stimulates initiation of rDNA transcription 
by increasing Pol I recruitment to the promoter, but the 
47S pre-rRNA synthesis is significantly limited by 
impaired transcription elongation due to deficiency 
of mTORC1-dependent activation of S6K1. Efficient 
transcription of the rRNA gene thus relies on amino 
acid-driven mTORC1 signaling. Overall we propose a 
model in which growth factor-activated AKT signaling, 
in the absence of amino acids, is not sufficient to drive 
47S pre-rRNA synthesis but does promote Pol I loading 
onto the rDNA promoter, i.e. initiation of transcription. 
On the other hand, amino acid-activated mTORC1 
signaling is essential for post-initiation regulation of 
rDNA transcription at the stages of elongation and rRNA 
processing. Consequently cooperation between growth 
factor and amino acid signaling ensures optimal rRNA 
synthesis that also requires MYC activity (Figure 6).

DISCUSSION

Amino acids serve as important anaplerotic 
substrates which are critical to support cell growth and 
proliferation by enabling energy production, sustaining 
macromolecule biosynthesis and maintaining redox 
homeostasis [58]. In a proliferating cell, the major energy 
consuming process is ribosome biogenesis, which is rate 
limiting for protein synthesis, cell growth and proliferation 
[59, 60]. Accordingly, it is likely that cells have evolved an 
intricate nutrient sensing network converging to modulate 
ribosome biogenesis. 

The importance of in-depth analysis of this network 
is reinforced by the fact that metabolic reprogramming 
of cancer cells is one of the hallmarks of cancer. Tumour 
cells commonly become reliant on glycolysis, termed 
the “Warburg effect” and this is the basis of functional 
imaging of tumors using the glucose analogue, 18F-fluro-
2-deoxyglucose (FDG) and positron emission tomography 
(PET). While most cancers have high FDG-avidity and 
there is generally a relationship between the intensity 
of FDG uptake and biological aggressiveness, some 
aggressive tumors, nevertheless, lack a significant 
increase in glycolytic flux. In such cancers, growth and 
proliferation must be fuelled by alternative substrates, 
with amino acids being the prime candidate, in particular 
glutamine [61]. Furthermore, many solid tumors thrive 
in a poorly vascularized microenvironment with limiting 
concentrations of growth factors and nutrients [20]. Thus 
we posit that elucidating how the metabolic network 
senses amino acid abundance and then controls ribosome 
biogenesis will provide novel targets for manipulating this 
process, which is emerging now as an important area for 
cancer treatment [62]. 

Here we demonstrate that S6K1 is the critical 
regulator of amino acid-driven rRNA synthesis. As a key 

downstream effector of mTORC1, S6K1 has been reported 
to cooperate with MYC to modulate rDNA transcription 
through RRN3 in Drosophila [63] and regulate the 
ribosome biogenesis transcriptional program, specifically 
by altering the transcription of nucleolar factors required 
for rRNA synthesis, cleavage, post-transcriptional 
modifications, ribosome assembly and transport [64]. 
Recently two groups independently demonstrated that 
mTORC1-S6K1 signaling promoted de novo-synthesis of 
pyrimidines and their incorporation into RNA and DNA, 
which is required for ribosome biogenesis and cell growth, 
in response to growth factors and nutrients [65, 66]. 
Thus, S6K1 is a key molecule linking both nutrient and 
growth factor signaling to rDNA transcription, suggesting 
that hyperactivation of S6K1 is a potential key driver of 
cancer cell growth in poorly perfused tumors with limiting 
nutrient availability. 

The PI3K/AKT/mTORC1 pathway and the 
transcription factor, MYC, cooperate to regulate rRNA 
synthesis and ribosome biogenesis via the control of 
Pol I activity and expression of components of the Pol 
I complex and its specific transcription factors [21-24]. 
The data shown in Figures 3 and 4 demonstrate that 
manipulation of mTORC1 or S6K1 activity has no effect 
on MYC expression and conversely MYC expression 
does not regulate mTORC1/S6K1 signaling. These 
are important and novel results that are consistent with 
mTORC1/S6K1 signaling and the MYC transcriptional 
network targeting Pol I transcription through parallel 
pathways.

We recently defined a critical role of the mTORC1 
upstream kinase AKT in the growth factor-mediated 
regulation of rDNA transcription initiation and a 
specific requirement for continuous mTORC1 activity 
for elongation [40]. Here we show that AKT-dependent, 
but mTORC1-independent, signaling is essential for 
maintaining the basal rDNA transcription rate in the 
absence of growth factors and nutrients. Consequently 
inhibition of AKT, without effects on mTORC1 activation, 
impairs the response of Pol I transcription to amino acids. 
The mechanism by which AKT regulates the basal rDNA 
transcription rate independent of mTORC1 remains 
unclear although numerous members of the Pol I complex 
contain AKT phosphorylation consensus sites that may 
be critical for their activity. Furthermore inhibition of 
AKT has been reported to be more potent than inhibition 
of mTORC1 in repressing amino acid-mediated 5’TOP 
mRNA translation [67]. This raises the possibility that 
AKT-driven mRNA translation could contribute to its 
regulation of Pol I transcription. Future analysis of the 
potential role of AKT in regulating the expression and 
activity of key molecules for Pol I transcription will be 
important for expanding our understanding of the control 
of ribosome biogenesis.

Coordinated regulation of multiple steps including 
rDNA transcription initiation and elongation, as well as 
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rRNA processing is required for efficient synthesis of 
the rRNAs [68, 69]. By using qChIP analysis to evaluate 
Pol I and core Pol I transcription factors (RRN3 and 
UBTF) loading onto the rDNA in combination with pulse 
metabolic labeling to measure newly synthesized 47S pre-
rRNA, we demonstrated that acute amino acid removal 
from exponentially growing cells inhibited 47S pre-rRNA 
synthesis and processing without changing Pol I loading 
onto the rDNA. This suggests that amino acid stimulation 
is required for the post-initiation steps and that the Pol 
I complexes are potentially stalled on the rDNA upon 
amino acid withdrawal. Consistent with this finding, in the 
absence of amino acids, growth factors were not sufficient 
to promote full length 47S pre-rRNA synthesis despite 
elevated Pol I loading at the rDNA promoter and enhanced 
RRN3-Pol I interaction, further supporting the essential 
role of amino acid signaling in regulation of post-initiation 
steps of rDNA transcription. 

Together our results clearly demonstrate that 
signaling to rDNA transcription downstream of growth 
factors is distinct from that mediated by amino acids. 
Specifically, growth factors can optimally activate AKT, 
but not mTORC1, under amino acid-deficient conditions. 
Alternatively, amino acids alone potently activate 
mTORC1 independent of AKT. Collectively our data 
suggests that growth factor-activated AKT drives rRNA 
synthesis, primarily at the level of transcription initiation, 
whereas amino acid-activated mTORC1/S6K1 signaling 
primarily promotes transcription elongation and rRNA 
processing. It is likely that these distinct mechanisms of 
regulating rRNA synthesis in response to nutrients and 
growth factors might provide alternative control points 
that facilitate ribosome biogenesis in conditions favorable 
for cell growth and proliferation. Therefore the metabolic 
status of the cell is monitored by the checkpoints acting at 
both initiation and post initiation of rDNA transcription. 
Thus we hypothesize that rDNA transcription is primed 
by permissive signals from growth factor stimulation and 
before committing to the synthesis of full length of rRNA, 
cells sense the availability of nutrients to regulate the rate 
of transcription, primarily at the level of elongation and 
rRNA processing (Figure 6). 

Furthermore, our data suggests that the uncontrolled 
growth of cancer cells under nutrient deficient conditions 
is, at least in part, underpinned by the ability of oncogenic 
signaling pathways such as AKT/mTORC1/S6K1 and/or 
oncogenes such as MYC, to maintain elevated ribosome 
biogenesis. The identification of the reliance on S6K1 for 
amino acid and growth factor-induced rDNA transcription 
implicates S6K1 as a potential key therapeutic target for 
treating cancers with limited nutrient availability that 
may be identified in the clinic, for example, through PET 
imaging. Given that animal studies have provided proof of 
principle that Pol I transcription can be a target for cancer 
therapy and Pol I transcription inhibitors are in phase 1 
clinical trials, this study provides a compelling rationale 

for the design of more potent and specific drugs targeting 
ribosome biogenesis. Furthermore, the identification of 
distinct mechanisms of control of rDNA transcription 
raises the possibility of improving the potency of 
therapeutic approaches to target ribosome biogenesis by 
simultaneously targeting Pol I transcription initiation, 
elongation and rRNA processing. 

MATERIALS AND METHODS

Cell lines, cell culture and reagents

Human HeLa cells were purchased from ATCC 
(Rockville, MD, USA) and cultured in Dulbecco’s 
Modified Eagle Medium (DMEM) supplemented with 
10% fetal bovine serum (Life technologies) and 2 mM 
L-glutamine at 37 oC in 5% CO2.

HeLa cells stably expressing the Tet-On inducible 
dominant-negative mutant of rat eIF4E-BP1 (pCW57.1-
4E-BP1_4x alanine (A), a gift from David Sabatini [51], 
Addgene plasmid #38240), were generated by transfection 
with lipofectamine 2000 (Invitrogen) following the 
manufacturer’s instructions, and selection with puromycin 
(1 µg/ml; Sigma) for two weeks. Doxycycline (Sigma) 
was used at 1 μg/ml for 24 hours to induce eIF4E-BP1-4A 
expression. 

Cells were amino acid and serum starved by 
replacing medium with amino acid and serum starvation 
medium (1.4 mM CaCl2, 5.4 mM KCl, 0.8 mM MgSO4, 
0.1 M NaCl, 1 mM NaH2PO4, 44 mM NaHCO3, 4.5 
g/L glucose) supplemented with 4x Minimal Essential 
Medium (MEM) Vitamin solution (Life Technologies, 
#11120-052) for two hours. Cells were starved for amino 
acids by replacing growth medium with amino acid and 
serum starvation medium supplemented with 4x MEM 
Vitamin solution and 10% dialyzed fetal bovine serum 
(Life Technologies, #26400044). When indicated, cells 
were stimulated with all amino acids including 1x MEM 
amino acids, 1x MEM non-essential amino acids and 2mM 
glutamine (Life technologies, #11130-051, 11140-050 and 
21051-024, respectively). 

Inhibitors including: 5 µM AKTi-1/2 in dimethyl 
sulfoxide (DMSO) (MERCK, #124017), 20 nM rapamycin 
in ethanol (Calbiochem, #553210), 10 µM PF4708671 
in DMSO (Sigma, #PZ0143), 40 µM 6-Diazo-5-oxo-L-
norleucine (DON) in water (Sigma, #D2141). These were 
added 30 minutes prior to re-stimulation with amino acid 
solution. 10mM CX-5461 stocks (provided by Cylene 
Pharmaceuticals and Senhwa Biosciences, San Diego, CA, 
USA) were prepared in 50 mM NaH2PO4 (pH 4.5).
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siRNA transfection

Gene-specific siRNAs including S6K1 (L-003616-
00-0010), MYC (LQ-003282-02-0002), and ONTARGET 
Plus Non-Targeting siRNA control (siCON: D-001810-10-
50) were purchased from Dharmacon (Millennium Science 
Pty Ltd., AUS). siRNA transfection was performed by 
reverse transfection, where cells were seeded directly onto 
plates containing transfection reagents and siRNA mixture 
as per the manufacturer’s protocols.

RNA extraction and RT-PCR

RNA was extracted either using the ISOLATE II 
RNA mini Kit (Bioline) or RNeasy Mini Kit (Qiagen) 
following the manufacturer’s instructions. RNA 
concentration was quantitated using the NanoDrop 
ND1000 Spectrophotometer (Biolab).

First-strand complementary DNA (cDNA) was 
synthesized using random hexamer primers (Promega) 
and Superscript III (Invitrogen) per the manufacturer’s 
instructions. qRT-PCR was performed in triplicate using 
FAST SYBR Green dye and primers (Supplementary 
Table S1) on the ABI StepOnePlus (Applied Biosystems). 
Data was analyzed using the ΔΔCT method.

Western blotting and immunofluorescence

Protein lysates were harvested as described 
previously [40]. 10 -30 µg of lysate was separated by 
SDS-polyacrylamide gel electrophoresis (SDS-PAGE) 
prior to transfer to polyvinyl difluoride membranes. The 
membranes were incubated with the following primary 
antibodies obtained from Cell Signaling: AKT (# 9272), 
P-AKT (S473, # 4058), PRAS40 (# 2610), P-PRAS40 
(T246, # 2997), P-p53 (S15, #9284), RPS6 (# 2217), and 
P-RPS6 (S240/244, # 2215), S6K1 (# 9202), P-S6K1 
(T389, # 9205), 4E-BP1 (# 9452), P-4E-BP1 (T37/46, # 
2855) and P-4E-BP1 (S65, # 9456). ACTIN (# 691002) 
was obtained from MP Biomedical. MYC (# ab32072) 
was obtained from Abcam. RRN3 antibody was provided 
by Prof Brian McStay, National University of Ireland, 
Galway, Ireland. POLR1B antibody was provided by 
Prof Lawrence Rothblum, University of Oklahoma 
Health Sciences Center, Oklahoma City, USA. p53 (sc-
126) and p21 (sc-397) were obtained from Santa Cruz 
Biotechnology. The secondary antibodies were horseradish 
peroxidase-conjugated goat anti-rabbit (BioRad, # 
1706515) or anti-mouse antibodies (BioRad, #1706516). 
Specific proteins were visualized by chemiluminescence 
with Western Lighting Plus ECL kit (Perkin-Elmer, 
Rowville, VIC, Australia). Densitometry was performed 
using the software Image.

Tandem affinity purification (TAP) was performed 

as described previously [70]. In brief, HEK293 cells 
overexpressing TAP-tagged RRN3 were cultured 
in DMEM supplemented with 10% FBS and 2 mM 
L-glutamine at 37 oC in 5% CO2. Cells were harvest after 
Tetracycline (Calbiochem) induction at 25 ng/ml for 48 
hours. TAP-tagged RRN3 was immunopurified using 
Strep-Tactin Sepharose (IBA, 2-1201-010), eluted with 
2.5mM d-Desthiobiotin (Sigma, D1411), and recaptured 
on monoclonal anti-HA-Agarose (Sigma, A2095). Elutes 
were subjected to immunoblotting.

For immunofluorescence, cells were fixed in 4% 
paraformaldehyde at room temperature for 10 minutes, 
washed with PBS, and blocked with 5% BSA in PBS and 
0.3% Triton X-100 for 1 hour at room temperature. Cells 
were sequentially incubated with rabbit anti-Fibrillarin 
polyclonal antibody (Abcam, # ab5821) and Alexa Fluor 
594 goat anti-rabbit secondary antibody (Life technologies, 
#A-11012). Stained cells were counterstained with prolong 
Gold antifade reagent with DAPI (Life Technologies, # 
P36935). Images were acquired on an Olympus BX-61 
microscope equipped with a SPOT RT camera and the 
SPOT Advanced software (SPOT imaging Solutions, MI, 
USA). 

Pulse labeling and analysis

Pulse labeling to determine rRNA abundance 
was performed as described by Stefanovsky et al. 
[71]. Briefly, cells were labelled with 0.5 mCi 32P 
orthophosphate (PerkinElmer, NEX053C025MC) for 
30 minutes prior to either harvest or “chase”. Chase 
experiments required a further 3 hours of incubation in 
label free medium (including inhibitors) before harvest. 
Equal RNA (2 to 5 μg) was separated on a 1.2% MOPS 
formaldehyde gel, which was visualized using ethidium 
bromide and the Gene Genius Bioimaging System 
(Syngene). The gel was dried (Model 583 Gel Drier) and 
exposed to a phosphorimager screen overnight. Bands 
corresponding to rRNAs were visualized with the Storm 
820 Phosphorimager and intensities quantitated with 
ImageQuant software (GE Healthcare).

Quantitative chromatin immunoprecipitation 
(qChIP)

qChIP was performed as described previously 
[40]. Briefly 6-7x106 cells were cross-linked with 0.6% 
formaldehyde, and assays were performed with 15 
µl of pre-immune rabbit sera or rabbit anti-POLR1A 
polyclonal antibody (obtained from Professor Larry 
Rothblum, University of Oklahoma Health Sciences 
Centre, Oklahoma City, USA). Samples were analyzed in 
triplicate using the FAST SYBR Green dye and primers 
(Supplementary Table S1) on the ABI StepOnePlus 
(Applied Biosystems). To calculate the percentage of 
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total DNA bound, unprecipitated input samples from 
each condition were used as a reference for all qRT-PCR 
reactions. 

Statistics

Data and statistical significance was assessed using 
Student’s t test in the GraphPad Prism software (Version 
6, La Jolla, CA, USA). In experiments with n > 3, the 
graphs represent mean ± standard error of the mean (SEM) 
and when n < 3, the graphs represent mean ± standard 
deviation (SD). p values < 0.05 were deemed significant 
(p < 0.05: *; p < 0.01: **; p < 0.001: ***). P values > 0.05 
were deemed not significant (ns).

ACKNOWLEDGMENTS

This work was supported by the National Health 
and Medical Research Council (NHMRC) of Australia 
project and program grants (509087; 566876; 1044881; 
1042890; 1053792; 566771; 1003270; 1038852), Cancer 
Council Victoria (1065118); Prostate Cancer Foundation 
of Australia (CG1511); Leukaemia Foundation, and 
Captain Courageous Foundation (ADBA #1). Researchers 
are funded by NHMRC Fellowships (R.D.H and R.B.P), 
the postgraduate scholarships from the University of 
Melbourne and Cancer Therapeutics CRC (E.P.K), and 
the Swiss National Science Foundation in the framework 
of the NCCR ‘RNA and disease’ (U.K).

CONFLICTS OF INTERESTS

The authors declared that they have no competing 
interests. 

Author Contributions

J.K., E.P.K. performed the experiments and analyzed 
the data. A.O. and L.B. performed the experiments. R.B.P., 
K.M.H., R.D.H., R.J.H. and J.K. conceived of the study 
and designed the experiments. S.H. and U.K. designed 
the experiments. J.K., R.B.P., K.M.H. R.D.H. and E.S. 
wrote the paper. All authors read and approved the final 
manuscript. 

Editorial note

This paper has been accepted based in part on peer-
review conducted by another journal and the authors’ 
response and revisions as well as expedited peer-review 
in Oncotarget.

REFERENCES 

1.	 Kusnadi EP, Hannan KM, Hicks RJ, Hannan RD, Pearson 
RB and Kang J. Regulation of rDNA transcription in 
response to growth factors, nutrients and energy. Gene. 
2015; 556:27–34.

2.	 Schmickel RD. Quantitation of human ribosomal DNA: 
hybridization of human DNA with ribosomal RNA for 
quantitation and fractionation. Pediatr Res. 1973; 7:5–12.

3.	 Moss T and Stefanovsky V. At the center of eukaryotic life. 
Cell. 2002; 109:545–548.

4.	 Goodfellow S and Zomerdijk J. Basic mechanisms in RNA 
polymerase I transcription of the ribosomal RNA genes. 
Subcell Biochem. 2013; 61:211–236.

5.	 Zhao J, Yuan X, Frödin M and Grummt I. ERK-dependent 
phosphorylation of the transcription initiation factor TIF-
IA is required for RNA polymerase I transcription and cell 
growth. Mol Cell. 2003; 11:405–413.

6.	 Mayer C, Zhao J, Yuan X and Grummt I. mTOR-dependent 
activation of the transcription factor TIF-IA links rRNA 
synthesis to nutrient availability. Genes Dev. 2004; 18:423–
434.

7.	 Panov KI, Friedrich JK and Zomerdijk JC. A step 
subsequent to preinitiation complex assembly at the 
ribosomal RNA gene promoter is rate limiting for human 
RNA polymerase I-dependent transcription. Mol Cell Biol. 
2001; 21:2641–2649.

8.	 Panov K, Friedrich J, Russell J and Zomerdijk J. UBF 
activates RNA polymerase I transcription by stimulating 
promoter escape. EMBO J. 2006; 25:3310–3322.

9.	 Bierhoff H, Dundr M, Michels AA and Grummt I. 
Phosphorylation by casein kinase 2 facilitates rRNA 
gene transcription by promoting dissociation of TIF-IA 
from elongating RNA polymerase I. Mol Cell Biol. 2008; 
28:4988–4998.

10.	 Bywater M, Pearson R, McArthur G and Hannan R. 
Dysregulation of the basal RNA polymerase transcription 
apparatus in cancer. Nat Rev Cancer. 2013; 13:299–314.

11.	 Hein N, Hannan KM, George AJ, Sanij E and Hannan 
RD. The nucleolus: an emerging target for cancer therapy. 
Trends Mol Med. 2013; 19:643–654.

12.	 Diesch J, Hannan R and Sanij E. Perturbations at the 
ribosomal genes loci are at the centre of cellular dysfunction 
and human disease. Cell Biosci. 2014; 4:43.

13.	 Williamson D, Lu YJ, Fang C, Pritchard Jones K and 
Shipley J. Nascent pre rRNA overexpression correlates 
with an adverse prognosis in alveolar rhabdomyosarcoma. 
Genes, Chromosomes Cancer. 2006; 45:839–845.

14.	 Derenzini M, Montanaro L and Trere D. What the nucleolus 
says to a tumour pathologist. Histopathology. 2009; 
54:753–762.

15.	 Bywater M, Poortinga G, Sanij E, Hein N, Peck A, 
Cullinane C, Wall M, Cluse L, Drygin D, Anderes K, 
Huser N, Proffitt C, Bliesath J, Haddach M, Schwaebe M, 



Oncotarget48902www.impactjournals.com/oncotarget

Ryckman D, et al. Inhibition of RNA polymerase I as a 
therapeutic strategy to promote cancer-specific activation 
of p53. Cancer Cell. 2012; 22:51–65.

16.	 Drygin D, Lin A, Bliesath J, Ho C, O’Brien S, Proffitt 
C, Omori M, Haddach M, Schwaebe M, Siddiqui-Jain 
A, Streiner N, Quin J, Sanij E, Bywater M, Hannan R, 
Ryckman D, et al. Targeting RNA polymerase I with an oral 
small molecule CX-5461 inhibits ribosomal RNA synthesis 
and solid tumor growth. Cancer Res. 2011; 71:1418–1430.

17.	 Peltonen K, Colis L, Liu H, Jaamaa S, Zhang Z, Af 
Hallstrom T, Moore HM, Sirajuddin P and Laiho M. Small 
Molecule BMH-Compounds That Inhibit RNA Polymerase 
I and Cause Nucleolar Stress. Mol Cancer Ther. 2014; 
13:2537–2546.

18.	 Peltonen K, Colis L, Liu H, Trivedi R, Moubarek M, 
Moore H, Bai B, Rudek M, Bieberich C and Laiho M. A 
targeting modality for destruction of RNA polymerase I that 
possesses anticancer activity. Cancer Cell. 2014; 25:77–90.

19.	 Devlin JR, Hannan KM, Hein N, Cullinane C, Kusnadi E, 
Ng PY, George AJ, Shortt J, Bywater MJ, Poortinga G, Sanij 
E, Kang J, Drygin D, O’Brien S, Johnstone RW, McArthur 
GA, et al. Combination Therapy Targeting Ribosome 
Biogenesis and mRNA Translation Synergistically Extends 
Survival in MYC-Driven Lymphoma. Cancer Discov. 2016; 
6:59–70.

20.	 Hockel M and Vaupel P. Tumor hypoxia: definitions and 
current clinical, biologic, and molecular aspects. J Natl 
Cancer Inst. 2001; 93:266–276.

21.	 Grummt I. Wisely chosen paths-regulation of rRNA 
synthesis. FEBS Journal. 2010; 277:4626–4639.

22.	 Hannan KM, Sanij E, Hein N, Hannan RD and Pearson RB. 
Signaling to the ribosome in cancer—It is more than just 
mTORC1. IUBMB life. 2011; 63:79–85.

23.	 Iadevaia V, Liu R and Proud CG. mTORC1 signaling 
controls multiple steps in ribosome biogenesis. Semin Cell 
Dev Biol. 2014; 36:113–120.

24.	 Poortinga G, Quinn L and Hannan R. Targeting RNA 
polymerase I to treat MYC-driven cancer. Oncogene. 2014; 
34:403–412.

25.	 Grummt I, Smith VA and Grummt F. Amino acid 
starvation affects the initiation frequency of nucleolar RNA 
polymerase. Cell. 1976; 7:439–445.

26.	 James MJ and Zomerdijk JC. Phosphatidylinositol 3-kinase 
and mTOR signaling pathways regulate RNA polymerase 
I transcription in response to IGF-1 and nutrients. J Biol 
Chem 2004; 279:8911–8918.

27.	 Hannan KM, Brandenburger Y, Jenkins A, Sharkey K, 
Cavanaugh A, Rothblum L, Moss T, Poortinga G, McArthur 
GA and Pearson RB. mTOR-Dependent Regulation of 
Ribosomal Gene Transcription Requires S6K1 and Is 
Mediated by Phosphorylation of the Carboxy-Terminal 
Activation Domain of the Nucleolar Transcription Factor 
UBF. Mol Cell Biol. 2003; 23:8862–8877.

28.	 Smith EM, Finn SG, Tee AR, Browne GJ and Proud CG. 
The tuberous sclerosis protein TSC2 is not required for the 
regulation of the mammalian target of rapamycin by amino 
acids and certain cellular stresses. J Biol Chem. 2005; 
280:18717–18727.

29.	 Sancak Y, Peterson TR, Shaul YD, Lindquist RA, Thoreen 
CC, Bar-Peled L and Sabatini DM. The Rag GTPases bind 
raptor and mediate amino acid signaling to mTORC1. 
Science. 2008; 320:1496–1501.

30.	 Sancak Y, Bar-Peled L, Zoncu R, Markhard AL, Nada S 
and Sabatini DM. Ragulator-Rag complex targets mTORC1 
to the lysosomal surface and is necessary for its activation 
by amino acids. Cell. 2010; 141:290–303.

31.	 Jewell JL, Kim YC, Russell RC, Yu FX, Park HW, 
Plouffe SW, Tagliabracci VS and Guan KL. Metabolism. 
Differential regulation of mTORC1 by leucine and 
glutamine. Science. 2015; 347:194–198.

32.	 Kim SG, Buel GR and Blenis J. Nutrient regulation of the 
mTOR Complex 1 signaling pathway. Mol Cells. 2013; 
35:463–473.

33.	 Shimobayashi M and Hall MN. Making new contacts: The 
mTOR network in metabolism and signalling crosstalk. Nat 
Rev Mol Cell Biol. 2014; 15:155–162.

34.	 Miller G, Panov K, Friedrich J, Trinkle-Mulcahy L, Lamond 
A and Zomerdijk J. hRRN3 is essential in the SL1-mediated 
recruitment of RNA Polymerase I to rRNA gene promoters. 
EMBO J. 2001; 20:1373–1382.

35.	 Hoppe S, Bierhoff H, Cado I, Weber A, Tiebe M, Grummt 
I and Voit R. AMP-activated protein kinase adapts rRNA 
synthesis to cellular energy supply. Proc Natl Acad Sci U S 
A. 2009; 106:17781–17786.

36.	 Mayer C and Grummt I. Cellular stress and nucleolar 
function. Cell Cycle. 2005; 4:1036–1038.

37.	 Stefanovsky V, Pelletier G, Bazett-Jones D, Crane-
Robinson C and Moss T. DNA looping in the RNA 
polymerase I enhancesome is the result of non-cooperative 
in-phase bending by two UBF molecules. Nucleic Acids 
Res. 2001; 29:3241–3247.

38.	 Stefanovsky VY, Langlois F, Bazett-Jones D, Pelletier 
G and Moss T. ERK modulates DNA bending and 
enhancesome structure by phosphorylating HMG1-boxes 1 
and 2 of the RNA polymerase I transcription factor UBF. 
Biochemistry. 2006; 45:3626–3634.

39.	 Stefanovsky V, Langlois F, Gagnon-Kugler T, Rothblum LI 
and Moss T. Growth factor signaling regulates elongation 
of RNA polymerase I transcription in mammals via UBF 
phosphorylation and r-chromatin remodeling. Mol cell. 
2006; 21:629–639.

40.	 Chan J, Hannan K, Riddell K, Ng P, Peck A, Lee R, Hung 
S, Astle M, Bywater M, Wall M, Poortinga G, Jastrzebski 
K, Sheppard K, Hemmings B, Hall M, Johnstone R, et 
al. AKT promotes rRNA synthesis and cooperates with 
c-MYC to stimulate ribosome biogenesis in cancer. Sci 
Signal. 2011; 4:ra56.



Oncotarget48903www.impactjournals.com/oncotarget

41.	 Drygin D, O’Brien S, Hannan R, McArthur G and Von Hoff 
D. Targeting the nucleolus for cancer-specific activation of 
p53. Drug Discov Today. 2014; 19:259–265.

42.	 Boulon S, Westman BJ, Hutten S, Boisvert FM and Lamond 
AI. The nucleolus under stress. Mol Cell. 2010; 40:216–
227.

43.	 Vlatkovic N, Boyd MT and Rubbi CP. Nucleolar control 
of p53: a cellular Achilles’ heel and a target for cancer 
therapy. Cell Mol Life Sci. 2014; 71:771–791.

44.	 Scheffner M, Werness BA, Huibregtse JM, Levine AJ 
and Howley PM. The E6 oncoprotein encoded by human 
papillomavirus types 16 and 18 promotes the degradation 
of p53. Cell. 1990; 63:1129–1136.

45.	 Bain J, Plater L, Elliott M, Shpiro N, Hastie CJ, McLauchlan 
H, Klevernic I, Arthur JS, Alessi DR and Cohen P. The 
selectivity of protein kinase inhibitors: a further update. 
Biochem J. 2007; 408:297–315.

46.	 Harrington LS, Findlay GM, Gray A, Tolkacheva T, 
Wigfield S, Rebholz H, Barnett J, Leslie NR, Cheng S 
and Shepherd PR. The TSC1-2 tumor suppressor controls 
insulin-PI3K signaling via regulation of IRS proteins. J Cell 
Biol. 2004; 166:213–223.

47.	 Dibble CC, Asara JM and Manning BD. Characterization 
of Rictor phosphorylation sites reveals direct regulation of 
mTOR complex 2 by S6K1. Mol Cell Biol. 2009; 29:5657–
5670.

48.	 Treins C, Warne PH, Magnuson MA, Pende M and 
Downward J. Rictor is a novel target of p70 S6 kinase-1. 
Oncogene. 2010; 29:1003–1016.

49.	 Wang X, Beugnet A, Murakami M, Yamanaka S and 
Proud CG. Distinct signaling events downstream of mTOR 
cooperate to mediate the effects of amino acids and insulin 
on initiation factor 4E-binding proteins. Mol Cell Biol. 
2005; 25:2558–2572.

50.	 Choo AY, Yoon SO, Kim SG, Roux PP and Blenis J. 
Rapamycin differentially inhibits S6Ks and 4E-BP1 to 
mediate cell-type-specific repression of mRNA translation. 
Proc Natl Acad Sci U S A. 2008; 105:17414–17419.

51.	 Thoreen CC, Chantranupong L, Keys HR, Wang T, Gray 
NS and Sabatini DM. A unifying model for mTORC1-
mediated regulation of mRNA translation. Nature. 2012; 
485:109–113.

52.	 De Benedetti A, Joshi B, Graff J and Zimmer S. CHO 
cells transformed by the translation factor eIF-4E display 
increased c-myc expression, but require overexpression of 
Max for tumorigenicity. Mol Cell Differ. 1994; 2:347–371.

53.	 West MJ, Stoneley M and Willis AE. Translational 
induction of the c-myc oncogene via activation of the 
FRAP/TOR signalling pathway. Oncogene. 1998; 17:769–
780.

54.	 Wall M, Poortinga G, Hannan KM, Pearson RB, Hannan 
RD and McArthur GA. Translational control of c-MYC 
by rapamycin promotes terminal myeloid differentiation. 

Blood. 2008; 112:2305–2317.
55.	 Csibi A, Lee G, Yoon SO, Tong H, Ilter D, Elia I, Fendt 

SM, Roberts TM and Blenis J. The mTORC1/S6K1 
Pathway Regulates Glutamine Metabolism through the 
eIF4B-Dependent Control of c-Myc Translation. Curr Biol. 
2014; 24:2274–2280.

56.	 Dibble CC and Manning BD. Signal integration by 
mTORC1 coordinates nutrient input with biosynthetic 
output. Nat Cell Biol. 2013; 15:555–564.

57.	 Long X, Ortiz-Vega S, Lin Y and Avruch J. Rheb binding 
to mammalian target of rapamycin (mTOR) is regulated 
by amino acid sufficiency. J Biol Chem 2005; 280:23433–
23436.

58.	 DeBerardinis RJ and Cheng T. Q’s next: the diverse 
functions of glutamine in metabolism, cell biology and 
cancer. Oncogene. 2010; 29:313–324.

59.	 Badertscher L, Wild T, Montellese C, Alexander LT, 
Bammert L, Sarazova M, Stebler M, Csucs G, Mayer TU, 
Zamboni N, Zemp I, Horvath P and Kutay U. Genome-wide 
RNAi Screening Identifies Protein Modules Required for 
40S Subunit Synthesis in Human Cells. Cell Rep. 2015; 
13:2879–2891.

60.	 Fiorotto ML, Davis TA, Sosa HA, Villegas-Montoya 
C, Estrada I and Fleischmann R. Ribosome abundance 
regulates the recovery of skeletal muscle protein mass upon 
recuperation from postnatal undernutrition in mice. The 
Journal of physiology. 2014; 592:5269–5286.

61.	 Lieberman BP, Ploessl K, Wang L, Qu W, Zha Z, Wise 
DR, Chodosh LA, Belka G, Thompson CB and Kung HF. 
PET imaging of glutaminolysis in tumors by 18F-(2S,4R)4-
fluoroglutamine. J Nucl Med. 2011; 52:1947–1955.

62.	 Ross SJ and Critchlow SE. Emerging approaches to target 
tumor metabolism. Curr Opin Pharmacol. 2014; 17:22–29.

63.	 Mitchell NC, Tchoubrieva EB, Chahal A, Woods S, Lee 
A, Lin JI, Parsons L, Jastrzebski K, Poortinga G, Hannan 
KM, Pearson RB, Hannan RD and Quinn LM. S6 Kinase 
is essential for MYC-dependent rDNA transcription in 
Drosophila. Cell Signalling. 2015; 27:2045–2053.

64.	 Chauvin C, Koka V, Nouschi A, Mieulet V, Hoareau-
Aveilla C, Dreazen A, Cagnard N, Carpentier W, Kiss 
T and Meyuhas O. Ribosomal protein S6 kinase activity 
controls the ribosome biogenesis transcriptional program. 
Oncogene. 2013; 33:474–483.

65.	 Ben-Sahra I, Howell JJ, Asara JM and Manning BD. 
Stimulation of de novo pyrimidine synthesis by growth 
signaling through mTOR and S6K1. Science. 2013; 
339:1323–1328.

66.	 Robitaille AM, Christen S, Shimobayashi M, Cornu M, 
Fava LL, Moes S, Prescianotto-Baschong C, Sauer U, Jenoe 
P and Hall MN. Quantitative phosphoproteomics reveal 
mTORC1 activates de novo pyrimidine synthesis. Science. 
2013; 339:1320–1323.

67.	 Tang H, Hornstein E, Stolovich M, Levy G, Livingstone 



Oncotarget48904www.impactjournals.com/oncotarget

M, Templeton D, Avruch J and Meyuhas O. Amino acid-
induced translation of TOP mRNAs is fully dependent 
on phosphatidylinositol 3-kinase-mediated signaling, is 
partially inhibited by rapamycin, and is independent of 
S6K1 and rpS6 phosphorylation. Mol Cell Biol. 2001; 
21:8671–8683.

68.	 Russell J and Zomerdijk J. RNA-polymerase-I-directed 
rDNA transcription, life and works. Trends Biochem Sci. 
2005; 30:87–96.

69.	 Schneider D. RNA polymerase I activity is regulated at 
multiple steps in the transcription cycle: recent insights into 
factors that influence transcription elongation. Gene. 2012; 
493:176–184.

70.	 Burckstummer T, Bennett KL, Preradovic A, Schutze G, 
Hantschel O, Superti-Furga G and Bauch A. An efficient 
tandem affinity purification procedure for interaction 
proteomics in mammalian cells. Nat Methods. 2006; 
3:1013–1019.

71.	 Stefanovsky V, Langlois F, Gagnon-Kugler T, Rothblum L 
and Moss T. Growth factor signaling regulates elongation 
of RNA polymerase I transcription in mammals via UBF 
phosphorylation and r-chromatin remodeling. Mol Cell. 
2006; 21:629–639.

72.	 Hahn WC, Counter CM, Lundberg AS, Beijersbergen RL, 
Brooks MW and Weinberg RA. Creation of human tumour 
cells with defined genetic elements. Nature. 1999; 400:464–
468.


