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1. Introduction

ABSTRACT

Purpose: To evaluate what is useful among various parameters including CT findings, laboratory param-
eters (¥VC, %DLco, KL-6), patients related data (age, sex, duration of disease) to discriminate between
responder and non-responder in patients who received autologous peripheral blood stem cell transplan-
tation (auto-PBSCT) for interstitial pneumonia (IP) with systemic sclerosis (SSc).
Method: Auto-PBSCT and follow-up of at least one year by chest CT, serum KL-6, $VC, and %DLco were
performed in 15 patients for IP with SSc. Analyzed CT findings included extent of ground-glass opacity
(GGO), intralobular reticular opacity, number of segments that showed traction bronchiectasis, and pres-
ence of honeycombing. We regarded the therapeutic response of patients as responders when TLC or VC
increase over 10% or DLco increase more than 15%, otherwise we have classified as non-responder. We
applied univariate and multivariate analyses to find the significant indicators to discriminate responders
from non-responders. P<0.05 was considered statistically significant.
Results: Univariate and multivariate analyses showed that the significant parameter to discriminate
responders from non-responders were pretreatment KL-6, presence of honeycombing, extent of GGO,
and early change in extent of GGO. Among them, extent of GGO and early change in extent of GGO were
the strongest discriminators between responders and non-responders (P=0.001, 0.001, respectively).
Conclusion: Several CT findings and pretreatment KL-6 may be useful to discriminate between responder
and non-responder in patients who received auto-PBSCT for IP with SSc.

© 2011 Elsevier Ireland Ltd. All rights reserved.

70-90% of patients [1,2], and interstitial change was evident on high
resolution CT (HRCT) in 60-93% of SSc {3-5].

The frequency of interstitial pneumonia (IP) in collagen vascu-
lar disease (CVD) is relatively high [1-4], and it is more common
and more severe in systemic sclerosis (SSc) than in other types of
CVD and is a significant cause of morbidity and mortality [1]. Inter-
stitial lung fibrosis in SSc occurs at a frequency of approximately
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tion; IP, interstitial pneumonia; SSc, systemic sclerosis; GGO, ground-glass opacity;
PM/DM, polymyositis/dermatornyositis; CVD, collagen vascular disease; HRCT, high
resolution CT; NSIP, nonspecific interstitial pneumonia; DLco, diffusing capacity of
the fung for carbon monoxide; VC, vital capacity; TLC, total lung capacity; KL-6, krebs
von den lungen-6.
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Concerning the therapy for IP with SSc, immunosuppressive
therapy using corticosteroid with or without cyclophosphamide
is usually selected [6], but two recent prospective randomized
trials failed to demonstrate a clinically relevant major beneficial
effect of intravenous cyclophosphamide as compared to placebo in
the treatment of SSc-associated IP [7,8]. In addition, Benan et al.
reported that immunosuppressive treatment is not effective in
preventing the development of pulmonary involvement in SSc;
however, it delays the manifestation of pulmonary symptoms for
nearly 4 years [2].

Autologous peripheral blood stem cell transplantation (auto-
PBSCT) is a promising therapy not only for hematologic malignancy
but also for refractory CVD [9-12]. It has been reported to have
a therapeutic effect both on cutaneous symptoms and IP in SSc
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[9-12]. However, this therapy involves risk, because transplant-
related mortality has been reported to be 5-23% [9-12]. If we could
predict the therapeutic effect with the help of pretreatment CT
findings, it might be a significant factor in determining treatment
choice. Over the past decade, many studies have been conducted
on the effect of auto-PBSCT for IP associated SSc [9-12]. How-
ever, there has been no report analyzing the relation between
pretreatment CT findings and the therapeutic effect on IP with
SSc.

The proportions of histopathologic subtype of interstitial
pneumonias associated with CVD vary; nonspecific interstitial
pneumonia (NSIP) accounts for a large proportion, especially in SSc
(75%) [13]. HRCT findings of NSIP such as the extent of traction
bronchiectasis and reticular opacities or the presence of hon-
eycombing correlates with increased fibrosis on CT-pathologic
correlation according to Johkoh [14].

According to a guideline for therapeutic response of IP by
American thoracic society/European respiratory society, total lung
capacity (TLC), vital capacity (VC), and diffusing capacity of the lung
for carbon monoxide (DLco) measured using a pulmonary func-
tion test were used for markers to evaluate therepeutic response
[15]. In addition, KL-6 (Krebs von den Lunge-6) is a mucin-like
high molecular weight glycoprotein, which is strongly expressed
on type II alveolar pneumocytes and bronchiolar epithelial cells,
and is a useful marker for estimating the activity of IP [16]. We
can speculate that a favorable effect could occur in cases with mild
fibrosis, whereas a poor effect is likely in cases with severe fibrosis.
However, transbronchial lung biopsy or video-assisted thoraco-
scopic surgery could not be performed in the cases who suffer
from poor respiratory conditions regardless of the degree of fibro-
sis. For example, extensive alveolitis with mild fibrosis also cause
severe respiratory condition. Hence, it might be useful to predict
the degree of fibrosis based on HRCT finding for estimating the
therapeutic effect.

Thus, the purpose of this study was to evaluate what is use-
ful among various parameters including CT findings, laboratory
parameter (%VC, %DLco, KL-6), patients related data (age, duration
of disease) to discriminate between responder and non-responder
in patients who received auto-PBSCT for IP with SSc.

2. Materials and methods
2.1. Patient selection

Between May 2002 and April 2008, 15 patients (11 women,
4 men; mean age and standard deviation, 52.9 years+7.3;
age range, 34-63 years) received auto-PBSCT for refractory
SSc and were followed up for at least 12 months by HRCT,
serum KL-6, and pulmonary function test at our hospital. All
15 patients received HRCT of the chest within one month
before PBSCT, and follow-up CT scans were obtained every
6 months after the PBSCT, and no patient was excluded for
CT related reason. The protocol of this therapy and analy-
sis of CT images were approved by our institutional review
board.

2.2. Inclusion and exclusion criteria of auto-PBSCT and CT
analysis

The inclusion criteria of auto-PBSCT for refractory SSc were
determined by the Department of Collagen Vascular Disease at
our hospital [9]. Patients with SSc were eligible when they had
severe diffuse SSc that had rapidly developed over the previous
4 years. They also had to have at least one of the following:
(a) pulmonary involvement including VC or DLco, 70% predicted
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or arterial oxygen pressure (PaO2) at room temperature below
70mm Hg and evidence of interstitial lung disease as defined by
HRCT; (b) cardiac disease, namely reversible congestive heart fail-
ure or significant arrhythmia; and (c) renal involvement such as
hypertension, persistent urine analysis abnormalities, microangio-
pathic haemolytic anaemia, and renal insufficiency. The inclusion
criteria for CT analysis is that patients should receive HRCT of the
chest within one month before PBSCT, and follow-up CT scans
were obtained every 6 months after the PBSCT. The exclusion
criteria of auto-PBSCT for refractory CVD were also determined
by the Department of Collagen Vascular Disease at our hos-
pital [9]. Patients were excluded from the study when they
had uncontrolled arrhythmia, severe heart failure (ejection frac-
tion £50%), severe pulmonary hypertension (mean pulmonary
arterial pressure =50 mm Hg), an extremely low level of diffus-
ing capacity of the lung (%¥DLCO < 20%), or severely decreased
renal function (Ccr < 40 mi/min/m2). For CT analysis, patients were
excluded from the study when they did not receive HRCT of
the chest within one month before or every 6 months after the
PBSCT.

2.3. CT examination

All patients received HRCT of the chest within one month
before PBSCT. Follow-up CT scans were obtained every 6 months
after the PBSCT. These CT examinations were performed using
various scanners (Toshiba Aquilion 64, Aquilion 4, and Siemens
Volume Zoom). After the conventional whole thorax CT scan
with 5mm thickeness, the thin-section CT scans were obtained
from the lung apices to the lung base at full inspiration level
and supine position. The scan parameters for thin-slice heli-
cal scans on 4 multi-detector-row CT (Aquilion 4 and Volume
Zoom) were detector row width, 4 x 1 mm; helical pitch, 5.5
or 6; slice thickness and interval, 2 or 1.25mm/10mm; rota-
tion time, 0.5 or 0.75s; field of view, 200-250 mm; 120kVp;
160-200mA. On the 64 multi-detector-row CT (Aquilion 64),
the parameters were detector row width, 64 x 0.5mm; helical
pitch, 53; slice thickness and interval, 2mm/10mm; rotation
time, 0.5s; field of view, 200-250mm; 120kVp; 160-200 mA.
Theseimages were reconstructed by using a high-spatial-frequency
algorithm. None of the patients received intravenous contrast
medium.

2.4. CT evaluation

The CT images before and 6 months after PBSCT were retrospec-
tively reviewed by two chest radiologists (Y.M. and H.Y. with 14 and
22 years experience, respectively) without clinical information or
biopsy results; a consensus interpretation was reached in cases of
disagreement. We used an image viewer (Rapideye, Toshiba Med-
ical Systems, Tokyo, Japan) to review CT images. The lung window
was set with a width of 1500 Hounsfield units and a window level
of —600 Hounsfield units. In accordance with the previous studies
of CT imaging of IP by Johkoh and Sumikawa [14,17], the CT images
were reviewed for the presence and the extent of areas of GGO, con-
solidation, honeycombing, intralobular reticular opacities, nodular
opacities, interlobular septal thickening. These CT terms were in
accordance with those of the Fleishner Society [18]. The extent of
these findings was determined by visually estimating their extent
inthe upper, middle, and lower lung zones in each lung based on the
percentage of the lung field that showed each abnormality in each
zone (estimated to the nearest 10% of parenchymal involvement).
The overall percentage of involvement was obtained by averaging
the six zones. The upper zone was defined as the area above the
level of the carina; the lower zone as the area below the level of the
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Table 1
Patients’ profiles, pretreatment HRCT findings, early change of HRCT findings at 6 months after PBSCT, and pretreatment KL-6, $VC, and ¥DLco.
Caseno.  Agefsex  Pretreatment HRCT Early change of HRCT findings Pretreatment
findings at 6 months after PBSCT laboratory parameter
Honey- GGO (%) Reticular  Traction CT Honey- AGGO AReticular Traction KL-6 BVC (%) %DLco
combing opaci- bronchi- pattern combing (%) opaci- bronchi-  (IU/ml) (%)
ties ectasis (UIP vs. ties ectasis
(%) (seg- NSIP) (%) (seg-
ments) ments)
1 59F - 40 20 9 NSIP - -10 -5 0 1285 534 36.2
2 55M + 10 3 8 uip + 10 2 0 813 71.8 384
3 48F - 50 5 0 NSIP - -20 0 4 3725 74 249
4 59M + 10 25 12 uip + 0 0 0 2351 60.5 42.1
5 54F - 5 3 10 NSIP - -2 2 0 955 84.2 53.8
6 53F - 233 20 18 NSIP - -133 0 0 1507 73.6 263
7 34F + 10 10 8 uip + 5 0 2 941 353 274
8 63F - 13 5 0 NSIP - -3 0 0 495 90 774
9 61F - 217 5 14 NSIP - -13.7 0 -6 2108 735 42.6
10 43F 10 3 11 NSIP - -5 2 1 1568 52.7 70.1
11 52M 20 10 16 NSIP - -10 2 0 2319 704 49.8
12 54F + 10 3 18 UIP + 5 7 0 617 64.1 27.1
13 54M - 5 5 0 NSIP - -2 -2 0 323 91.7 74.1
14 55F - 30 10 9 NSIP - ~15 0 -1 2094 88 52.6
15 49F - 40 25 18 NSIP - -~15 -15 -2 3057 583 221
Table 2
Univariate analysis results.
Parameter Responder Non-responder P-value
Age 53.9+48 520+9.2 0.63
Sex
Male 1 3 0.57
Female 6 5
Period 21.7+120 59.8485.7 0.25
Pretreatment KL-6 2299.3+850.7 1007.9£659.9 <0.01
Pretreatment ¥VC 702+114 68.8+19.6 0.87
Pretreatment %Dlco 364136 513+206 0.13
Presence of honeycombing
Yes 0 4 0.08"
No 7 4
Extent of GGO 321+114 91427 0.00154
Extent of reticular opacities 13.6+8.0 71+£76 0.14
Traction bronchiectasis 12065 84+6.0 0.29
CT pattern
uip 0 3 0.2
NSIP 7 5
Early change in extent of GGO -139+34 1.0£5.1 <0.001°
Early change in extent of reticular opacities ~-26+59 14+£27 0.14
Early change in traction bronchiectasis -0.71£3.0 038+0.74 038

' <0.10.

inferior pulmonary vein; and the middle zone as the area between
the upper and lower zones. The extent of traction bronchiectasis
was evaluated by counting the number of segments that showed
involved by traction bronchiectasis among the 18 segments of the
total lung.

2.5. Evaluation of therapeutic effect

We evaluated the activity of IP by TLC, VC, %$VC, DLco and %DLco
measured using a pulmonary function test. The TLC, VC, ¥VC, DLco

Table 3
Multivariate analysis resuits.
Parameter Responder Non-responder P-value
Pretreatment serum KL-6 2299.3 +850.7 1007.9+659.9 0.009
Presence of honeycombing
Yes 0 4 0.029
No 7 4
Extent of GGO 3214114 9.1:£27 0.001
Change in extent of GGO -139+34 1.0+5.1 0.001

and %DLco on the pulmonary function test were recorded one
month before and 12 months after PBSCT. We regarded the thera-
peuticresponse of patients as improvement (responders)when TLC
or VCincrease over 10% or DLco increase more than 15%, otherwise
we have classified as stable/progression (non-responder) according
to a guideline for therapeutic response of IP by American thoracic
society/European respiratory society [15].

2.6. Statistical analysis

2.6.1. Univariate analysis

For analysis of the difference in frequency of each CT findings,
pretreatment laboratory parameters (%VC, %DLco, KL-6), patients
related data (age, sex, duration of disease) between responders and
non-responders, the Fisher's exact test or t-test was used.

2.6.2. Multivariate analysis

The level of significance used for inclusion in the model in
multiple logistic regression was less than 0.10 at the univariate
analysis. A multivariate stepwise logistic regression model was
used to identify significant discriminators between responders
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Fig. 1. HRCT in a 48-year-old woman with systemic sclerosis. (A and B) Pretreatment HRCT scan shows extended ground-glass opacities predominantly localized in the
subpleural area of both lungs. Pretreatment serum KL-6 was 3725 1U/ml, and %VC was 74.0%. (C and D) HRCT scan obtained 12 months after PBSCT shows marked improvement
of ground-glass opacities. Therapeutic response was considered as responding, because VC increased in 20.3% and DLco increased in 6.0%, respectively that indicated a

responder.

and non-responders. P-values<0.05 were considered statistically
significant. Computer software (SPSS 14.0] for Windows; SPSS,
Chicago, IL) was used to analyze the raw data in all statistical anal-
yses.

3. Results

Among the CT findings that we analyzed, consolidation, nodu-
lar opacity, and interlobular septal thickening were not seen in
any patients. Therefore, we could not statistically analyze these CT
findings. In addition, honeycombing was seen only in 4 patients
and their extent was seen only narrow part of them. In the same
way, we could not analyzed the extent of honeycombing but ana-
lyzed whether honeycombing was present or not. Patients’ profiles,
pretreatment HRCT findings, early change of HRCT findings, pre-
treatment KL-6, ¥VC, and %DLco are given in Table 1.

3.1. Univariate analysis results

The significant parameters to discriminate responders from
non-responders were pretreatment KL-6, presence of honeycomb-
ing, extent of GGO, and early change in extent of GGO (Table 2).
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3.2. Multivariate analysis results

The significant parameters to discriminate responders from
non-responders were pretreatment KL-6, presence of honeycomb-
ing, extent of GGO, and early change in extent of GGO. Among
these parameters, extent of GGO and early change in extent of
GGO were the strongest discriminators between responders and
non-responders (P=0.001, 0.001, respectively) (Table 3). Fig. 1A-D
shows a representative case of IP with SSc that showed exten-
sive GGO on pretreatment HRCT and a good response to PBSCT,
whereas Fig. 2A-D shows a representative case of IP with SSc that
showed honeycombing on pretreatment HRCT and a poor response
to PBSCT. )

4. Discussion

We have shown that the extent of GGO, pretreatment KL-6
and the presence of honeycombing on pretreatment CT and early
change in the extent of GGO on follow-up CT were well correlated
with the therapeutic effect of PBSCT for progressive IP associated
with SSc. The presence of honeycombing on pretreatment CT could
predict a poor response to PBSCT. Therefore, we should carefully
consider the indications of PBSCT in patients with honeycombing
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Fig. 2. HRCT in a 54-year-old woman with systemic sclerosis. (A and B) Pretreatment HRCT scan shows honeycombing (black arrow heads), reticular opacities (arrows), and
traction bronchiolectasis (white arrow head) in the subpleural area of both lungs. Pretreatment serum KL-6 was 617 IU/ml, and $VC was 64.1%. (C and D) HRCT scan obtained
12 months after PBSCT shows slight deterioration of reticular opacities (arrows). Therapeutic response was considered as non-responding, because VC slightly decreased in

3.0% and DLco decreased in 2.5%, respectively that indicated a non-responder.

on pretreatment CT, because the therapeutic effect is not promising
in such patients despite the risk of transplant-related mortality.

Ground-glass opacity on HRCT in patients with IP has been
reported to histologically correspond to active alveolitis [6], and
it is believed to be a reversible change and a good prognostic fac-
tor [19,20]. Our results also showed that this finding correlated
well with the therapeutic effect, as did previous study [20]. The
extent of traction bronchiectasis and that of intralobular reticula-
tion are reported to correlate with increased fibrosis in NSIP [13],
and these are also reported to be both reversible and irreversible
changes [21]. These findings suggest that they may have no statis-
tically significant correlation with the therapeutic effect in total.
The presence of honeycombing on HRCT suggests that fibrosis is
highly progressed in patients with IP associated with CVD. Accord-
ing to the correlation study between thin-section CT findings and
pathologic subgroups in NSIP patients by Johkoh, honeycombing is
seen almost exclusively in patients with fibrotic NSIP [14]. Thus,
we speculate that the therapeutic effect in patients with advanced
fibrosis such as honeycombing would be unfavorable.

Recent studies of histological and CT analysis of IP with SSc¢ show
a mostly NSIP pattern [13,22]. Bouros et al. classified the histologi-
cal appearances of surgical lung biopsies performed in 80 patients

with IPwith SSc, and their results showed that NSIP was much more
prevalent than UIP, end-stage lung disease, or other patterns [13].
Desai et al. compared HRCT findings of IP with SSc and those of idio-
pathic NSIP and IPF, and they reported that interstitial lung disease
in patients with SSc is less extensive, less coarse, and characterized
by a greater proportion of ground-glass opacification than that in
patients with IPF [22]. They concluded that the CT features of lung
disease in patients with SSc closely resemble those in patients with
idiopathic NSIP. We speculate that PBSCT showed a good response
in patients with a cellular or mild fibrotic NSIP pattern, whereas it
showed a poor response in patients with a UIP or advanced fibrotic
NSIP pattern based on our results.

There have been reports on the correlation with serial CT change
of IP with PM/DM and pulmonary function; however, there have
been no reports on the serial CT change after immunosuppressive
therapy for IP with SSc. Moreover, no report has been documented
concerning the pretreatment CT findings that could predict the
therapeutic effect on IP with SSc. Concerning previous studies
on serial HRCT changes of IP with CVD, there have been several
reports that showed a good correlation between CT changes and
the therapeutic effect of corticosteroids and/or other immuno-
suppressive drugs. Bonnefoy et al. analyzed serial CT changes of
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patients with interstitial lung disease associated with PM/DM that
were treated with steroids, immunosuppressive agents, or both,
and reported that unfavorable evolution is constant when honey-
combing is present at the initial CT [23]. Our results are consistent
with their results in that honeycombing is an unpromising factor,
although our patients were all SSc patients and were unrespon-
sive for steroids with immunosuppressive agents and were treated
with PBSCT, which is a more aggressive therapy than steroids with
immunosuppressive agents.

Our study has some limitations. First, our study population was
small. The limited size of our series reflects the novelty of PBSCT as
a treatment for refractory CVD. Second, the observation period was
only one year after the therapy, although the therapeutic effects
of PBSCT on refractory CVD have been reported to present slowly
within several years after initiation of the therapy [12]. There-
fore, long-term survival or the long-term therapeutic effect on
pulmonary function was unclear but warrants further investiga-
tion in future study. Constant pulmonary function or serum KL-6
data do not always mean that PBSCT has been ineffective because
the absence of progression of disease activity over several years
signifies the interruption of the progression of the disease. Third,
histological confirmation of [P was available in only 3 of 15 patients
in our study because the patients may have been too ill to undergo
aninvasive procedure such as video-assisted thoracoscopic surgery
or transbronchial lung biopsy. Fourth, our study was conducted ina
retrospective fashion, and a further cohort trial with a large popula-
tion is needed to validate the true predictability of the therapeutic
effect of PBSCT. However, regardless of these limitations, this is the
first report to investigate the relationship between pretreatment
HRCT findings and the therapeutic effect of PBSCT for IP associated
with refractory SSc. We might be able to determine the indications
of PBSCT based on pretreatment HRCT findings, and thus patients
for whom PBSCT is expected to be ineffective can be protected from
unnecessary treatment-related toxicity.

In conclusion, several CT findings including presence of honey-
combing, extent of GGO, early change of the extent of GGO and
pretreatment KL-6 may be useful to discriminate between respon-
der and non-responder in patients who received auto-PBSCT for IP
with SSc.
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Abstract

RNAseq.

Background: Cellular function is regulated by the balance of stringently regulated amounts of mRNA. Previous
reports revealed that RNA polymerase Il (RNAPII), which transcribes mRNA, can be classified into the pausing state
and the active transcription state according to the phosphorylation state of RPB1, the catalytic subunit of RNAPII.
However, genome-wide association between mRNA expression level and the phosphorylation state of RNAPI is
unclear. While the functional importance of pausing genes is clear, such as in mouse Embryonic Stem cells for
differentiation, understanding this association is critical for distinguishing pausing genes from active transcribing
genes in expression profiling data, such as microarrays and RNAseq. Therefore, we examined the correlation
between the phosphorylation of RNAPII and mRNA expression levels using a combined analysis by ChiPseq and

Results: We first performed a precise quantitative measurement of mRNA by performing an optimized calculation
in RNAseq. We then visualized the recruitment of various phosphorylated RNAPIIs, such as Ser2P and SerSP. A
combined analysis using optimized RNAseq and ChiPseq for phosphorylated RNAPII revealed that mRNA levels

correlate with the various phosphorylation states of RNAPIL.

Conclusions: We demonstrated that the amount of mRNA is precisely reflected by the phased phosphorylation of
Ser2 and Ser5. In particular, even the most “pausing” genes, for which only Ser5 is phosphorylated, were detectable

at a certain level of mRNA. Our analysis indicated that the complexity of quantitative regulation of mRNA levels
L could be classified into three categories according to the phosphorylation state of RNAPII.

Background
Cellular function is accomplished by the accurate, regu-
lated transcription of genes in the genome. The quantity
of transcribed mRNA of protein-coding genes varies, and
the regulation of transcription is carried out by a wide
variety of nuclear factors on the chromatin structure.
One of the key regulatory mechanisms is the control of
the activation of RNA polymerase II (RNAPII) [1].
RNAPII transcribes all protein-coding genes and many
non-coding genes, and the activity of RNAPII correlates
with the phosphorylation state of RPB1, the large cataly-
tic subunit of RNAPII [2]. RPB1 has an unusual C-
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terminal domain (CTD) that consists of repeats of the
heptapeptide consensus sequence N-Tyrl-Ser2-Pro3-
Thr4-Ser5-Pro6-Ser7-C, of which there are 52 copies in
mammals [3]. The amino acids in these repeats are
potential targets for modification, such as phosphoryla-
tion and glycosylation. During transcriptional regulation,
free hypophosphorylated RNAPII is recruited to gene
promoters. RNAPII's escape from the promoter requires
TFIIH, a general transcription factor that mediates
phosphorylation of CTD Ser5 [4]. After promoter
escape, RNAPII can move downstream of the transcrip-
tion start site (TSS) [5]; however, pausing factors, such
as NELF and DSIF, prevent productive elongation of
mRNA [6]. This phenomenon is known as promoter
proximal pausing [7]. Productive elongation of mRNA is
coupled with phosphorylation of the CTD Ser2 residue

© 2011 Odawara et al; licensee BioMed Central Ltd. This is an Open Access article distributed under the terms of the Creative
Commons Attribution License (http//creativecommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and
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[8]. The influence of promoter proximal pausing of
RNAPII may contribute to the control of gene expres-
sion levels [9-11]. It is possible that full length mRNA
cannot be detected because of pausing, and that a wide
variety of expression levels, including high expression,
are regulated by pause site entry and escape of RNAPII
[7]. Recent studies revealed that RNAPII could bind to
the promoter region of inactive genes in human fibro-
blasts [9], as well as in ES cells [10]. Additionally, in
mouse ES cells, Ser5 phosphorylated and Ser2 unpho-
sphorylated RNAPII accumulates around the TSSs in
bivalent genes [11]. These genes, as differentiation mar-
kers, can be detected at low levels, despite their associa-
tion with pluripotency [12]. High throughput
sequencing technology and cDNA analysis have emerged
as revolutionary tools in recent years, but whether these
sequencing data come from active transcription or paus-
ing state genes, and the genome-wide phosphorylation
status of RNAPII in vivo, have not been studied. Several
genes in which RNAPII is in the pausing state play key
role in differentiation [12]; therefore, understanding the
correlation of RNAseq and RNAPII phosphorylation
state is very important. To evaluate the phosphorylation
status of RNAPII for all genes identified with RNAseq,
we have to exclude free RNAPII, in which Ser2 and
Ser5 residues are not phosphorylated, and distinguish
actively transcribed genes, for which both of Ser2 and
Ser5 residues are phosphorylated, from pausing state
genes, for which Ser5 residues are only phosphorylated.
Evaluation of the relationship between the phosphoryla-
tion state of RNAPII and mRNA expression level will
permit the identification of those genes that are actively
transcribed and those that are pausing.

A variety of techniques have been developed to quan-
tify and analyze gene expression levels, such as northern
blotting, RT-qPCR, SAGE, and microarrays. Recently
emerged deep sequencers enable the analysis of mRNA
expression with much less bias compared with previous
technologies, by reading tens of millions of tags in a sin-
gle run (RNAseq) [13]. RNAseq can clarify the amount
of previously identified transcripts [14], identify novel
transcripts [15], and analyze tissue-specific alternative
splicing [16]. RNAseq is 1,000 times more sensitive than
microarrays for quantifying transcripts, and appears to
be the best currently available tool for the evaluation of
mRNA [17]. However, RNAseq has its own limitations.
One such limitation is the need for reference sequences.
The deep sequencer examines 25-200 bp short frag-
ments, unlike previous technologies, and sequences tens
of millions of fragments in a single run. These frag-
ments, also known as ‘reads’, are mapped to a reference
transcriptome to identify gene expression. However,
because the transcriptomes are incomplete, even for
well-studied species such as human and mouse, analysis
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of RNAseq data is restricted by the reference sequence,
and requires another calculation to identify novel tran-
scripts. TopHat [18] does not depend on a reference
transcriptome, and provided a new way to evaluate
novel transcripts, including new splicing sites. In addi-
tion, Cufflinks [19] can map reads to a reference gen-
ome and identify all transcripts quantitatively per
kilobase of nucleotides and considers splicing. The weak
point of quantification by these mapping techniques is
the comparatively short sequence tag used to map to
the reference genome. Success in mapping a sequence
depends on the structure of the mRNA; it may have
homologs that have a common structure, which may
introduce bias to the statistical results. Therefore, to
overcome these biases, it is necessary to use not only
unique information, where one tag is mapped to one
genomic region, but also multiple hit information,
where one tag is mapped to two or more genomic
regions. In TopHat the parameter ‘Max multihits’ con-
trols how many regions one tag is allowed to map to,
thereby optimizing mapping efficiency. However, a
detailed evaluation of the influence of this parameter
setting on the identification of mRNA has not been
performed.

Thus, we used a deep sequencer to clarify how various
mRNA expression levels are controlled, by analyzing the
regulation of RNAPII through CTD phosphorylation.
We categorized gene expression by identifying the phos-
phorylation control of RNAPII for all genes. In addition,
by combining these data with genome-wide gene expres-
sion data that were obtained from RNAseq using the
optimized ‘Max multihits’ parameter, we clarified the
correlation between various mRNA expressions and
RNAPII phosphorylation.

Results and Discussion

The accuracy of RNASeq is improved by permitting a
small number of ‘multihits’

To understand the transcriptional regulation mechan-
isms mediated by RNAPII, it was necessary to evaluate
mRNA expression as accurately and quantitatively as
possible. Many mRNAs possess high sequence similarity
to their homologs in the genome, and when an
increased number of ‘Max multihits’, one of parameters
of TopHat, are permitted, we predicted that a greater
number of genes would be identified. Figure 1A shows
RNAseq analysis data in Hela cells, a popular human
cell line for which there are abundant existing microar-
ray data and reference sequence information, and shows
the number of FPKM > 0 genes (FPKM: fragments per
kilobase of exon per million fragments mapped, calcu-
lated by both TopHat and Cufflinks) identified with
increasing Max multihits. It is clear that higher numbers
of genes are identified when ‘Max multihits’ is increased,
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Figure 1 Plots to assess the effect of the parameter ‘Max multihits’ (X-axis). ‘Max multihits' is a TopHat parameter that indicates how many
times one tag is permitted to be aligned. (a) Number of genes found by RNAseq (Y-axis) against ‘Max multihits. (b) Spearman’s correlation
between microarrays (GSM23372, GSM161670, and GSM246123) and RNAseq. () Y-axis indicates how many splicing sites found in TopHat were
included in known genes or FPKM > 0 genes. (d) Histogram showing the distribution of FPKM. As the number of permitted ‘Max multihits’
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which means the sequences of two or more genes are
taken forward for analysis. Figure 1B shows Spearman’s
correlation coefficient plotted against increasing ‘Max
multihits’ for three previously published expression
microarray data sets: GSM23372 [20], GSM161670 [21],
and GSM246123 [22], and the value of FPKM. Though
they are independent data sets, they show a high level of
correlation that is not inferior compared with previously
published analyses [17]. The correlation coefficient
shows a tendency to rise with increasing ‘Max multihits’.
However, when ‘Max multihits’ becomes ten or more,
both the number of identified genes (Figure 1A) and the
correlation coefficient between the expression microar-
ray and RNAseq (Figure 1B) hardly changes. This takes
into account the fact that if a moderate multihit limit
were not allowed, homologous sites would be excluded

from RNAseq analysis. Conversely, increasing multihits
too far introduces the danger of counting genes that
were not originally expressed. To identify any negative
influences of increasing ‘Max multihits’, we analyzed
RNAseq data taking into account splicing. TopHat per-
forms an alignment to the genome by dividing the
cDNA sequence, and when it matches the genome,
TopHat presumes that place to be a splice junction. Fig-
ure 1C shows the number of splice junctions found by
TopHat in known genes or FPKM > 0 genes plotted
against increasing ‘Max multihits’. The proportion of
splice sites found in genes other than already-known
genes, or FPKM > 0 genes, increases as ‘Max multihits’
increases. In addition, we examined the influence of
increasing Max multihits (1, 10, or 100 permitted) on
the number of genes present in a range of FPKM values

63



Odawara et al. BMC Genomics 2011, 12:516
http://www.biomedcentral.com/1471-2164/12/516

(15 groups, FPKM). The figure shows that the only sig-
nificant change was an increase in the number of genes
in the FPKM 0-0.5 group. From these results, we deter-
mined that the optimum setting for ‘Max multihits’ was
10. This identified the maximum number of genes, satu-
rated the correlation between RNAseq and past expres-
sion microarray data sets, and reduced the possibility
false positives. The accuracy of this optimization was
reinforced by performing RT-PCR on genes with a small
FPKM value (0.05-1.97) when ‘Max multihits’ was set to
10, and confirming the mRNA expression (Additional
File 1, Figure S1).

The distribution of phosphorylated RNAPII

It has been reported that RNAPII transcribing activity
correlates with the phosphorylation status of RNAPII
(Figure 2A) [7]. Systematic and genome wide evaluation
for the separation of pausing and active transcription
states of RNAPII has not been done with the most fre-
quently used antibodies, which recognize the phosphory-
lation state of RNAPII. Some of these antibodies were

Page 4 of 14

characterized as having limited activity to specific phos-
phorylation states [23]. Thus, we produced antibodies
that specifically recognized Ser-2-phosphorylated
(Ser2P) or Ser-5-phosphorylated (Ser5P) RNAPII to ana-
lyze the relationship between transcriptional levels and
RNAPII phosphorylation for ChIPseq. Stock et al. (2007)
showed that RNAPII could be classified into hyperpho-
sphorylated RNAPIL, in which Ser2 and/or Ser5 residues
of the C-terminal domain are phosphorylated, and hypo-
phosphorylated RNAPII, in which neither were phos-
phorylated, by western blotting analysis. Figure 2B
shows that, in whole cell lysate of Hela cells, the antibo-
dies to Ser2P and Ser5P specifically recognized hyper-
phosphorylated RNAPII, while antibody sc-899, which
was raised against the N-terminus of RNAPII, recog-
nized RNAPII regardless of its phosphorylation status.
Monoclonal antibodies against the CTD can be influ-
enced by the context of the antigen and the phosphory-
lation status of surrounding peptides [23]. Thus, to
confirm the specificity of our antibodies to phosphoryla-
tion of Ser2 or Ser5, ELISA was performed using the
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CTD repetitive sequence (N-Tyr-Ser-Pro-Thr-Ser-Pro-
Ser-C) phosphorylated at Ser2, Ser5, and Ser7 (singly or
in combination) as an antigen (Table 1). The antibody
to Ser2P recognized only Ser2P of RNAPII and was
hardly influenced by phosphorylation of surrounding
Ser5 or Ser7. By contrast, the antibody against Ser5P
was influenced by Ser7P on the downstream side, but
not by Ser2P. Thus, our antibodies specifically recog-
nized Ser2P and Ser5P of the CTD under suitable con-
ditions. Next, to evaluate the distribution of RNAPII on
the genome, ChIPseq (which uses chromatin immuno-
precipitation (ChIP) and deep sequencing to analyze
DNA-protein interactions) was performed with these
antibodies. All genes containing a region that coincided
with part of a peak that was judged to be a significant
peak under the condition of false discovery rate (FDR) <
0.05 and P-value < 0.05 by Peakseq [24] were selected.
For these genes, using a previous model of analysis [25],
detected gene body tags of ChiPseq were confirmed for
all tags, and the total number of tags relative to input
per one gene was calculated. Figure 2C shows the anti-
body to Ser5P exclusively detects high peaks around the
transcription start site (TSS), and the antibody to Ser2P
detects high peaks over the entire gene body, particu-
larly around the transcription end site (TES). These
results agreed with those of a previous study [12]. While
relative tag count per one gene was almost the same for
anti-Ser2P and anti-Ser5P around the TES, the total of
relative tag count of Ser5P around the TSS was about
ten times higher than that of Ser2P. These results indi-
cate that these antibodies could distinguish between
hyperphosphorylated RNAPII in the promoter proximal
pausing state (Ser5P+, Ser2P-) and the active transcrip-
tion state (Ser5P+, Ser2P+), and they also indicate that
RNAPII performs genome wide movement, as previously
described [7].

RNASeq can detect the expression of most genes, even in
the “pausing” genes

In embryonic stem (ES) cells, Ser5-phosphorylated
RNAPII already exists on bivalent genes and pauses at
the promoter proximal region [12]. This may suggest

Table 1 The composition of the CTD and the reactivity of
each antibody

1D Peptide anti-Ser2P  anti-Ser5P
unmodified  SPTSPSYSPTSPSYSPTSPS - -

Ser2P SPTSPSYSphPTSPSYSPTSPS ++ -

Ser5p SPTSPSYSPTSphPSYSPTSPS - ++

Ser7p SPTSPSYSPTSPSphYSPTSPS - -
Ser2PSer5P SPTSPSYSphPTSphPSYSPTSPS  + ++
Ser5PSer7P  SPTSPSYSPTSphPSphYSPTSPS -

Ser7PSer2P  SPTSPSphYSphPTSPSYSPTSPS — ++
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that pausing genes have a key role at the beginning of
differentiation. However, to date, no report has estab-
lished which phosphorylation state of RNAPII corre-
sponds to the gene expression identified by RNAseq.
How many genes defined as ‘pausing’ genes actually
express mRNA and how much mRNA from ‘pausing’
genes is transcribed is also still unclear. To examine
how many active transcribing genes and pausing genes
were identified by RNAseq, we constructed a Venn dia-
gram (Figure 3A, Additional File 2, Figure S2) from
ChIPseq and RNAseq data. When the parameter of
‘Max multihits’ was expanded, the genes detected only
by RNAseq, but not by RNAseq and ChIPseq, increased
(Additional File 2, Figure S2). Increasing multihits too
far introduces the risk of counting silent genes; there-
fore, we used the optimized parameter ‘Max multihits =
10°, and used genes with FPKM > 0. Peaks that con-
formed to P-value < 0.05 and FDR < 0.05 were assumed
to be positive peaks using Peakseq [24], a Peakcaller in
ChIPseq. Although an RNAPII that pauses around the
promoter could be bound only to the region upstream
of the TSS, a previous report demonstrated that a paus-
ing RNAPII extends over the coding region [12]. There-
fore, we defined that the association of Ser2- and/or
Ser5-phosphorylated RNAPII with a gene was positive
only when a part of the positive peak corresponded to a
part of the gene body, to prevent the risk that other
genes were mistakenly selected from very gene-dense
genomic regions. All 23,821 human genes defined by
RefSeq were evaluated. As a result, 14,954 genes (62.7%)
of all genes had an FPKM > 0 in RNAseq or were
judged to be positive for Ser2- and/or Ser5-phosphory-
lated RNAPII in ChIPseq.

Among 7,918 genes in which Ser2P is positive, 6,860
genes (87%) were assumed to be Ser5P positive too. On
the other hand, among the 11,590 genes in which Ser5P
is positive, 6,860 genes (59%) are assumed to be Ser2P
positive. This result indicates that Ser5 and Ser2 of RNA-
PII have to be sequentially phosphorylated for active
transcription, as described previously [26]. However,
1,058 genes (13%) are Ser2P positive only. When these
genes are observed in the UCSC genome browser (Uni-
versity of California, Santa Cruz) (Figure 3B), Ser2P sin-
gle positive genes appear in the comparatively gene-
dense areas. Moreover, when the ChIP-qPCR data were
verified (Figure 3C), for instance, for SOXI5, which is
judged to be a Ser2P single positive, more Ser2P was
identified around the TSS than around the TES, although
the amount of Ser2P did gradually increase towards the
TES (Figure 2C). These results suggest that Ser2P single
positive genes are false positives caused by the influence
of surrounding genes or non-annotated transcripts in
these regions. RNAPII with an unphosphorylated CTD is
first recruited to a promoter region and is then released
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when its Ser5 is phosphorylated. Active transcription is
then initiated when Ser2 is phosphorylated; however,
RNAPII keeps running until its termination, even if tran-
scription ends [27]. This results in the deterioration of
the resolution of ChIPseq and it may be one factor that
causes false positives in gene-dense areas. To overcome
this limitation, we set a criterion in which we scored a
peak as positive only when the peak extended over the
gene body. Although this may affect the detection of
RNAPII that is in the state of promoter proximal pausing,
Ser5-phosphorylated RNAPII that is pausing around the
TSS seems to be sufficiently detected when using this
condition (Figure 3A-C).

Interestingly, RNAseq detected highly expressed genes
not only in the state of active transcription (Ser5P+,
Ser2P+), but also in the state of promoter proximal
pausing (Ser5P+, Ser2P-), in the majority of FPKM > 0
genes. These results indicated that the phosphorylation
of Ser5 and Ser2 correlates with gene expression in two
stages. It also indicates that RNAseq, because of its high
sensitivity, disregards the background epigenetic expres-
sion adjustment machinery associated with RNAPII
phosphorylation. Some of the differentiation markers
that were Ser5P single positive showed low mRNA
expression in mouse embryonic stem cells [12]. How-
ever, we should take note of the expression of differen-
tiation markers, as interpreted by RNAseq, in stem cells,
because some of these genes could be identified as a
result of RNAseq’s high sensitivity.

Among the 13,462 genes which RNAseq judged to
have an FPKM value > 0, 11,156 genes (83%) are Ser2P
and/or Ser5P positive. The remaining 2,306 genes (17%)
with FPKM > 0 in RNAseq, were identified as neither
Ser2P nor Ser5P in ChIPseq. Among 12,648 genes
which ChiIPseq judged to be Ser2P and/or Ser5P posi-
tive, 11,156 genes (88%) were FPKM > 0 genes in
RNAseq.

To further investigate functional relationship among
pausing/active genes and gene functions, we analyzed
significant associations using Gene ontology [28] and
Fishers’ exact test(Additional File 3, Table S1). Hun-
dreds of GO terms were calculated to be significant for
active genes, and some of GO terms associated with
mitochondorial genes were judged to be significant for
pausing genes. Neither calculation seemed to give signif-
icant enrichment of specific genes, except for house-
keepking genes.

Gene expression levels reflect the level of
phosphorylation of RNAPII

To assess how much the phosphorylation of the CTD of
RNAPII correlates with genome-wide gene expression,
we examined the amount of mRNA expression by RNA-
seq in each part of the Venn diagram (Figure 3A). To
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validate results in independent data, expression microar-
ray data sets, GSM23372 [20], GSM161670 [21], and
GSM246123 [22], were evaluated at the same time. A
heatmap (Figure 4A) and a histogram (Figure 4B) were
then produced using the data of RNAseq and the
expression microarrays. The amount of mRNA expres-
sion was the highest in the area representing Ser2P and
Ser5P double positive by ChIPseq, and decreased in the
order of Ser5P single positive, Ser2P single positive, and
Ser2P/Ser5P double negative, for FPKM > O genes (Fig-
ure 4A, B). However, in genes judged to be FPKM = 0,
no high levels of expression were observed in any of the
three expression microarray data sets. In addition, we
extracted genes at random and performed qPCR to vali-
date the data (Figure 4C). qPCR generated similar
results to Figure 4A, and expression was confirmed for
all of the genes judged FPKM > 0 by RNAseq. The
amount of expression tended to decrease in the order of
Ser2P/Ser5P double positive, Ser5P single positive,
Ser2P single positive, and Ser2P/Ser5P double negative.
Moreover, gPCR confirmed the results for three of the
six FPKM = 0 genes (WDR69, SPATAS, GGN), despite
their low expression levels (Figure 4C). Generally, RNA-
seq seems to be more sensitive than ChlPseq for detect-
ing mRNA, because sequence tags of RNAseq
concentrate on exons, and more genes could be detected
by RNAseq than by ChIPseq (Figure 3A). However, the
results shown in Figure 4C indicate that some gene
expressions that could not be confirmed with RNAseq
were identified with ChIPseq. ChIPseq has the advan-
tage of being able to map RNAPII to an intron or UTR
that has few homologs and does not need to consider
splicing; therefore, for certain genes, ChiPseq could
have higher sensitivity than RNAseq. On the other
hand, we also examined whether there was a correlation
between the height of the peak of RNAPII and the
amount of mRNA (Figure 4D), but no such correlation
was found. These data indicated that in terms of the
quantification of the amount of mRNA, RNAseq has a
much higher sensitivity than ChIPseq.

RNAPII status can be classified into three categories for
transcribed genes

The analysis of expression data from RNAseq allowed us
to classify genes into Ser2P/Ser5P double positive, single
positive, and double negative, according to their differ-
ent levels of expression. However, this was only for the
data from peaks judged to have a P-value < 0.05 and
FDR < 0.05 according to ChIPseq, and did not assess
the comparison of accumulated amounts of tags in
ChlIPseq nor tags accumulated in genes outside of this
peak. Thus, to re-evaluate the phosphorylation state of
RNAPII between these gene categories, we did not uti-
lize the threshold of P-value and FDR and counted tags
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in each part of the gene body that were covered by
Ser2P and/or Ser5P and how frequently they existed in
each gene. Figure 5 and Supplementary Figure S3 show
in which part of gene the Ser5P-associated tags accumu-
lated (Figure 5A, Additional File 4, Figure S3 A). The
data for Ser2P-associated tags are shown in Figure 5B
and Supplementary Figure S3 B, which assumes that
gene body is from 0 to 1. Considering Ser5P tag counts,
although FPKM > 0/Ser2P(-)/Ser5P(+) genes and FPKM
> 0/Ser2P(+)/Ser5P(+) genes have similar levels of Ser5P
tags around the TSS, of the number of Ser5P tags asso-
ciated with Ser5P single positive genes decreases around
the TES compared with Ser2P/Ser5P double positive.
Even if only the existence of Ser5P around the TSS and
TES is considered, the classification of our gene groups
clearly distinguishes two states of RNAPII, i.e. promoter
proximal pausing and active transcription. Moreover,
the genes which RNAseq judged FPKM > 0 and ChIP-
seq judged not to be Ser5P positive, because of the con-
dition of P-value < 0.05 and FDR < 0.05, have Ser5P
around the TSS compared with FPKM = 0/Ser2P
(-)/Ser5P(-) genes, though at a low level, when the tags
are collected and counted.

When tags were summed for genes with FPKM > 0/
Ser2P(+)/Ser5P(-), the number of Ser2P tags tended to
be high (Additional File 4, Figure S3 B). However, for
these genes, the tag count outside of the gene (X axis is
more than 1 or less than 0) for Ser2P and Ser5P are
also higher than for other gene categories, and this may
indicate that they were picked up from the background
noise generated by surrounding genes. The Ser5P tags
showed a small peak around the TSS of these genes
(Additional File 4, Figure S3 A), and when the back-
ground was excluded, the shape of the graph obtained
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from FPKM > 0/Ser2P(+)/Ser5P(-) genes was approxi-
mately the same as that from FPKM > 0/Ser2P(-)/Ser5P
(-). These results suggest that the genes whose expres-
sion is confirmed by RNAseq can be classified into
three categories by combining ChIPseq data concerning
Ser2P/Ser5P: ‘High pausing, High elongation (Ser5P+,
Ser2P+)’, ‘High pausing, Low elongation (Ser5P+, Ser2P-
), and ‘Low pausing, Low elongation (Ser5P-, Ser2P-)’.

Control of mRNA expression is correlated to phased
phosphorylation of Ser2 and Ser5

The amount of mRNA expression of the genes grouped
by phased phosphorylation of Ser2 and Ser5 of RNAPII
had a tendency to increase with the level of phosphory-
lation, leading the predicted three category mode: ‘High
pausing, High elongation’, ‘High pausing, Low elonga-
tion’, and ‘Low pausing, Low elongation’. Thus, a gene
could be categorized by its FPKM value using logistic
regression analysis. 13,462 genes judged to have FPKM
values > 0 by RNAseq became the object of the analysis.
As mentioned before, false positives could arise by the
influence of surrounding genes, and was thought to be
about 588 genes (Ser2P single positive); therefore, these
genes were counted in this analysis in addition to the
Ser2P/Ser5P double negative group. Whole model test
and parameter estimates are shown in Table 2. In addi-
tion, the phosphorylation status of Ser2 and/or Ser5 of
RNAPII was observed for each gene examined according
to the FPKM value, and a probability plot was produced
(Figure 6). As the value of FPKM obtained by RNAseq
rises, the probability that RNAPII is phosphorylated (as
judged by ChIPseq; P-value < 0.05, FDR < 0.05) rises.
Finally, half of the genes with an FPKM value of about 0
belong to the ‘Low pausing, Low elongation’ group, in

>

TSS TES
(O e

f=2
o

gene body

L

| —FPKM>0 S2P(+) S5P(+)
| —FPKM>0 S2P(-) S5P(+)
{ ——FPKM>0 S2P(-) S5P(-)
{ —FPKM=0 S2P(-) S5P(-)

o
o

2

EN
(=}

w
(=]

S5P tags relative to input/ 1 gene

position relative to gene body

0 to 1. Where 0 represents the transcription start site and 1 represents

Figure 5 Relative tags from ChIPSeq indicate three states of RNAPIL. (a) The average Ser5P RNAPII enrichment tags per one gene from
ChiPseq data, normalized to input by Peakseq, were summed according to their shifted positions with the definition that gene length was from

pausing and low elongation, high pausing and low elongation, and high pausing and high elongation. (b) Ser2P was also analyzed. No
significant enrichment was seen, except for Ser2P and Ser5P double positive genes.
.

w

88 TES

: gene body !

=
N
’

ne

H

10 e FPKM>0 S2P(+) S5P(+)
—FPKM>0 S2P(-) S5P(+)
. e FPKM>0 S2P(-) S5P(-)

—=FPKM=0 S2P(-) S5P(-)

fe2]
.

S2P tags relative to input/ 1 gel

position relative to gene body

the transcription end site. This indicated three states of RNAPII: Low

69



Odawara et al. BMC Genomics 2011, 12:516
http://www.biomedcentral.com/1471-2164/12/516

Page 10 of 14

Table 2 Logistic regression analysis for RNAPII CTD phosphorylation Whole model test

Model Log likelihood DF Chi-square Prob > ChiSq

Difference 1132.762 2 2265525 < 00001

Full 12914338

Reduced 14047.1

Rsquare (U) 0.0806

Observations (or sum weights) 13462

Parameter estimates

Term Estimate Std Error Chi-square Prob > ChiSq Lower Upper CI
Cl(95%) (95%)

Intercept [S2P- S5P-] 06877 0.0445 23889 < 0.0001 0.6005 0.7749

l0g2(FPKM+1) [S2P- S5P-] -0.4149 00158 691.98 < 00001 -0.4458 -0.384

Intercept [S2P+ S5P+] -0.2791 0.0412 45.89 < 00001 -0.3599 -0.1984

log2(FPKM+1) [S2P+ S5P+] 02127 0.0105 41032 < 00001 0.1921 0.2333

For log odds of [S2P-S5P-J/[S2P-S5P-+], [S2P+S5P+1/[S2P-S5P+]

which the existence of phosphorylated RNAPII cannot
be proven. However, among the genes for which the
existence of phosphorylated RNAPII could be proven,
more than half of the genes for which the FPKM value
was one or less were Ser5P single positive. The probabil-
ity of Ser5P single positive genes increases until their
values of FPKM rise to about 6 (Figure 6). It can be said
that the genes whose FPKM is relatively high have an
unexpected high possibility of being judged as ‘pausing’
genes. The number of genes associated with Ser2P/
Ser5P double positive RNAPII increased with increasing
FPKM value, finally reaching 90 percent or more. Our
analysis presumes a qualitative value, like the phosphor-
ylation of Ser2 and Ser5, from a various amounts of
gene expression (FPKM). Although each group’s

borderline, which inclines sideways in the probability
plot of the logistic regression analysis, indicates the exis-
tence of another factor, it seems that the phosphoryla-
tion of RNAPII correlates with the gene expression
level. This is the first model of various mRNA expres-
sions using epigenetic factors. Ultimately, the amount of
mRNA expression could be explained using a similar
model in combination with other epigenetic factors,
such as transcription factors and histone modification.

Conclusions

We studied the association between mRNA expression
level and RNAPII phosphorylation state in Hela cells
using a deep sequencer for RNAseq and ChIPseq analy-
sis. During verification to improve the accuracy of
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Figure 6 Nominal logistic fit of RNAPII phosphorylation state by FPKM on log scale. All FPKM > 0 genes were analyzed (n = 13462). To
avoid using the log of 0, we added 1 to each of the FPKM values prior to calculating logs.
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RNAseq, we found that the correlation between RNAseq
and past expression microarray data could be increased
by adjusting the ‘Max multihits’ parameter. We opti-
mized this parameter such that it minimized the risk of
reading genes that are not simultaneously expressed.
We also produced an antibody against the phosphory-
lated form of RNAPII, which allowed the genome-wide
visualization of the state of RNAPII phosphorylation
using ChIPseq. RNAseq and ChIPseq showed a very
high correlation, and the existence of RNAPII on
approximately 82% of genes that were detected with
RNAseq was confirmed in ChIPseq. In addition, when
we examined the relationship between the phosphoryla-
tion state of RNAPII and the level of mRNA expression,
phosphorylation of both Ser2 and Ser5 of RNAPII was
confirmed for almost all highly expressing genes. When
only Ser5 of PNAPII was phosphorylated, low mRNA
expression was detectable by RNAseq, in spite of the
pausing state. Moreover, when tag counts of Ser5P were
counted for genes identified only with RNAseq, the exis-
tence of a slightly higher level of Ser5P was detected
compared with the negative control. This indicated that
transcriptional adjustment is performed in two stages:
promoter escape and active elongation. We also provide
a hypothesis that gene expression can be classified into
three groups according to the phosphorylation state of
RNAPIL

Methods

Cell culture

Hela cells were cultured in Dulbecco’s modified Eagle’s
medium (DMEM) supplemented with 10% fetal bovine
serum under a humidified atmosphere with 5% CO, at
37°C.

Production of rat monoclonal antibodies

The RNA polymerase II (RNAPII) Ser2P and Ser5P anti-
gens were synthesized based on their specific sequences,
Ser2P: SPTSPSYSphPTSPSYSPTSPS and Ser5P:
SPTSPSYSPTSphPSYSPTSPS (Sigma-Aldrich). A C-
terminal cysteine residue that was not part of the
sequence was introduced to allow coupling to the car-
rier protein maleimide-activated keyhole limpet hemo-
cyanin (Thermo Scientific). The coupling reaction was
performed according to the supplier’s instructions. Rat
monoclonal antibodies were generated based on the rat
lymph node method established by Sado et al. [29]. A
10-week-old female lzm rat (Japan SLC) was injected in
the rear footpads with 500 ul of an emulsion containing
200 ug RNAP2 Ser2P or Ser5P peptide and Freund’s
complete adjuvant. After two weeks, the cells from the
lymph nodes of the immunized rat were fused with
mouse myeloma Sp2/0-Agl4 cells at a ratio of 5:1 in
50% polyethylene glycol (Merck) solution. The resulting
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hybridoma cells were plated onto 96-well plates and cul-
tured in HAT selection medium [hybridoma SFM med-
ium (Invitrogen); 10% fetal bovine serum; 10% BM-
Condimed H1 (Roche); 100 uM hypoxanthine; 0.4 M
aminopterin; 1.6 uM thymidine]. At seven days post-
fusion, the hybridoma supernatants were screened using
an enzyme-linked immunosorbent assay (ELISA) against
each antigen. Positive clones were subcloned and
rescreened by ELISA (Table 1). To prepare hybridoma
supernatants containing highly concentrated antibodies,
the resulting positive clones, 3E7C7 for RNAP2 Ser2P
and 1H4B6 for RNAP2 Ser5P, were cultured at a high
cell density using a MiniPERM bioreactor (Vivascience).

ELISA

BSA conjugated RNAPII Ser2P or Ser5P peptides (5 pg/
mL) at dilutions ranging from 1:100 to 1:100000 in
ELISA buffer {10 mM sodium phosphate pH7.0] were
adsorbed on the surface of 96-well costar Serocluster 96
Well “U” Bottom Plates (Corning) by overnight incuba-
tion at 4°C. To avoid non-specific binding, the plates
were blocked with 1% bovine serum albumin (BSA) in
PBS. Hybridoma supernatants were applied to the plates
and incubated for 1 h at room temperature and then
washed three times with PBS. The plates were incubated
for 30 min at room temperature with alkaline phospha-
tase-conjugated anti-rat IgG antibody (Sigma) at a dilu-
tion of 1:10000. After washing three times with TBS-T,
immunoreactivity was visualized using a pNPP phospha-
tase substrate system (KPL).

Immunoblotting

Hela cells were washed twice with phosphate buffered
saline (PBS), centrifuged, and then resuspended in 2 x
SDS sample buffer. The samples were separated by SDS-
PAGE and transferred to a nitrocellulose membrane
with iBlot (Invitrogen). The membrane was blocked for
1 h in 5% (w/v) skimmed milk in Tris-buffered saline
containing 0.05% (v/v) Tween 20 (TBST), then incu-
bated with primary antibodies in solution 1 (TOYOBO).
The blot was then incubated with horseradish peroxi-
dase-labeled secondary antibodies and detected using
the WestDura chemiluminescence kit (Pierce). The pri-
mary antibodies were anti-RNAPII Ser2P (3E7C7, hybri-
doma supernatant, 1:1000; Figure 2B and Table 1), anti-
RNAPII Ser5P (1H4B6, hybridoma supernatant, 1:1000;
Figure 2B and Table 1), and sc-899, the antibody against
the N-terminus of RNAPII (1:1000; Figure 2B). Second-
ary antibodies were horseradish peroxidase-conjugated
anti-rat IgG antibodies (1:5000; GE Healthcare).

Quantitative RT-PCR
Total RNA was isolated and reversed-transcribed with
Takara Prime Script Reverse Transcriptase and an oligo
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dT primer, as previously described [30]. Quantitative-
PCR (Q-PCR) was performed using TaKaRa SYBR Pre-
mix Dimer Eraser. Q-PCR data are presented as the
mean + standard deviation of three independent experi-
ments. Primer sequences are available upon request.

RNASeq

Libraries were generated by the modified Illumina pro-
tocol using the mRNAseq preparation kit. Briefly, 1 pg
of total RNA was enriched for polyA RNA by two suc-
cessive rounds of oligo(dT) selection. The polyA RNA
was then fragmented, and first-strand cDNA synthesis
was performed using random hexamer priming. Follow-
ing second-strand cDNA synthesis, dSDNA was repaired
using T4 DNA polymerase, Klenow enzyme, and T4
polynucleotide kinase (PNK) (New England Biolabs), fol-
lowed by treatment with Klenow exo™ to add an A base
to the 3’ end. After ligation of the Solexa adaptor using
TaKaRa ligation Mix (TaKaRa), the adaptor-ligated
DNAs were amplified using Solexa PCR primers for 18
cycles, and the amplified library was isolated from an
agarose gel. The samples were purified using the QIA-
quick MinElute kit (Qiagen) at each preparation step.

RNASeq data analysis

For each sample, cDNA was sequenced (single 36 bp
read) by an Illumina Genome Analyzer GAllx. The
base-called sequences were obtained using SCS2.7 from
RNAseq image data. To calculate the total amount of
the transcripts of each mRNA, a series of programs-
Bowtie [31], TopHat (v1.1.4) [18], and Cufflinks (v0.9.3)
[19]-were used. Briefly, RNAseq reads were mapped
against the whole reference genome (hgl9) using Bow-
tie. The reads that did not align to the genome but were
mapped to potential splice junctions by TopHat were
considered to bridge splice junctions. The quantification
of transcripts, with normalization for gene length, was
performed by Cufflinks. All of the parameters, except
‘Max multihits’ (TopHat), were substituted with default
options (TopHat: -g options as utilized as “multihits”.
Cufflinks: default suggested as -m 230 -s 20 -1 300000).
The ‘Max multihits’ was set at 1, 2, 5, 10, 20, 40, 100,
and 1000, and then the number of FPKM > 0 genes was
determined (Figure 1A, Additional File 2, Figure S2).
The Spearman’s correlation coefficients with microarray
data (Figure 1B), the percentage of splice sites that were
included in the gene body (Figure 1C), and histograms
of FPKM distributions at three ‘Max multihits’ values
(Figure 1D) were plotted.

Gene ontology and Fishers’ exact test

For the analysis, we used Funcassociate 2 [32]}, which is
a web application tool http://llama.mshri.on.ca/funcas-
sociate/ that finds significant Gene ontology terms from
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large-scale experimentation. All of the parameters were
substituted with default options, i.e. Mode:unordered,
Over/Under:over, Simulations:1000, and Significance
Cutoff:0.05.

Chromatin Immunoprecipitation (ChiP)

ChIP assays were performed by modifying the Upstate
Biotechnology protocol, as described previously [33]
except adding 40 mM f-glycerophosphate and 1 mM
sodium fluoride to immunoprecipitation buffer, utilizing
rat monoclonal antibodies against RNAPII Ser2P
(3E7C7, 5 ug; Figure 2B and Table 1) and RNAPII
Ser2P (3E7C7, 5 pg; Figure 2B and Table 1). Relative
recruitment (Figure 3C) was defined as the ratio of
amplification of the PCR product relative to 1% of input
genomic DNA. Q-PCR data are presented as the mean
+ standard deviation of three independent experiments.
We designed PCR primers for gene regions within the 3
kb downstream of the 5’-start of each gene and within
the 3 kb upstream of the 3’-end of each gene because
Ser5 phosphorylated RNAPII is positioned in the coding
region at +2 to +4 kb from start site, as well as
upstream of start site [12]. Coding regions were used to
prevent any effects from neighboring genes. Primer
sequences are available upon request.

ChiIPSeq

For ChlIPseq, sample preparation was performed using
the ChIP protocol described above. The ChIP DNA and
the Input DNA ends were repaired using T4 DNA poly-
merase, Klenow enzyme, and T4 polynucleotide kinase
(PNK) (New England Biolabs), followed by treatment
with Klenow exo” to add an A base to the 3’ end. After
ligation of the Solexa adaptor using TaKaRa ligation
Mix (TaKaRa), the adaptor-ligated DNAs were amplified
using Solexa PCR primers for 18 cycles, and the ampli-
fied library was isolated from an agarose gel. The sam-
ples were purified using the QIAquick MinElute kit
(Qiagen) at each preparation step. The purified library
was used for cluster generation and sequencing analysis
using the Genome Analyzer GAIIx (Illumina K. K.).

ChiPSeq data analysis

Base-called sequences were obtained using SCS2.7 from
ChIPseq image data. The sequence tags for RNAPII
Ser2P and Ser5P and Input were aligned to the human
genome (hgl9) using Bowtie [31] software. Peak detec-
tion and identification of binding sites of RNAPII Ser2P
and Ser5P were obtained by correcting from Input DNA
using Peakseq software, as described previously [24].
The box plot of RNAPII Ser2P and Ser5P enriched
regions that were found in Peakseq when using the
threshold of P-value < 0.05, Q-value < 0.05 is shown in
Figure 3B. We defined RNAPII recruitment as positive if
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the box plot overlapped the gene body to create the
Venn diagram (Figure 3A, Additional File 2, Figure S2).
For the detection of the binding site of RNAPII Ser2P
and Ser5P, all tags normalized to input by Peakseq were
summed according to their shifted positions, with the
definition that a gene length was 1, and along the hori-
zontal axis. O indicates the TSS (Transcription start site)
and 1 indicates the TES (Transcription end site) (Figure
2C, 5 and Additional File 4, Figure S3).

Any experimental procedure in this study does not
contain any animal experiment.

Data availability

The raw illumina sequencing data are available from the
DNA Data Bank of Japan (DDBJ) with accession number
[DDBJ: DRA000363].

Logistic regression analysis

Logistic regression was used to estimate the probability
of each RNAPII CTP phosphorylation state across the
FPKM range. A logistic probability plot for RNAPII
state was also created. All calculations were performed
using JMP v 8.0.2 (SAS, Cary, NC) running under Win-
dows XP.

Additional material

Additional file 1: Supplementary Figure S1. mRNA expressions of
representative genes whose FPKM values were low. Their expressions
could be confirmed by PCR. We chose the low FPKM value genes at
random from the group in which the existence of phosphorylated
RNAPI could not be confirmed by ChiPseq.

Additional file 2: Supplementary Figure S2. (a) Venn diagram
summarizing the overlap between FPKM > 0 genes, Ser2P genes, and
Ser5P genes according the ‘Max multihits’ parameter. (b) A line graph
showing how many detected genes increase in each category when
‘Max multihits’ parameter increases from 1. Both (a) and (b) indicated
that when ‘Max multihits’ parameter increases, the number of genes
detected by RNAseq rises, mainly in the group RNAseq(+), Ser2P(-), SersP
().

Additional file 3: Supplementary Table S1. Significant GO terms for
each category. To investigate the functional relationship among pausing/
active genes and gene functions, we analyzed significant association
using Gene ontology and Fishers’ exact test. Though hundreds of GO
terms were judged to be significant for double positive (RNAseq+/-,
Ser2P+m Ser5P+) genes, for the other categories, significant GO terms
were merely found.

Additional file 4: Supplementary Figure S3. Relative tags from FPKM >
0/5er2P(+)/SerSP(-) genes in ChiPseq indicate their source as background
noise. When Ser5P (a) and Ser2P (b) tags were summed for genes with
FPKM > 0/5er2P(+)/Ser5P(-), the tag count outside of the gene was
higher than for other gene categories. This may indicate that they were
picked up from the background noise generated by surrounding genes.

List of abbreviations

ChiP: chromatin immunoprecipitation; RNAPI: RNA polymerase I, CTD: C-
terminal domain; TSS: transcription start site; TES: transcription end site; TFiIH:
Transcription factor Il H; NELF: Negative elongation factor; DSIF: DRB
sensitivity including factor
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