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(PEG-PAsp) into experimental colon adenocarcinoma, which could be
applicable for tumor-selective MR imaging| 10, The multivalent bonding
of PEG-based block copolymer to magnetic nanoparticles may thus help
to facilitate the accumulation of these nanoparticles into some solid
tumors. However, magnetic nanoparticles of any design have not yet
been successful in exhibiting sufficient accumulation in intractable solid
cancers, including pancreatic adenocarcinoma [1]. In addition to
improving the performance of iron-based contrast agents (e.g. biocom-
patibility), the co-administration of adjuvant small molecules could
increase the accumulation of these agents in target cancer tissue. In fact,
we have recently shown that the administration of the small molecule
TGF-B inhibitor (LY364947) at alow dose [ 11], which could minimize the
potential side effects of the TGF-§ inhibitor, can alter the tumor
microenvironment and enhance the EPR effect in these cancers {12].
Therefore, the combined use of TGF-R inhibitor could be promising to
diagnose intractable cancers with a long-circulating MRI contrast agent.
Here, we demonstrated the successful MR imaging of experimental
pancreatic cancer by the systemic administration of newly developed
SPIO nanoparticles coated by PEG-PAsp in aid of TGF-3 inhibitor.

2. Materials and methods
2.1. Reagents

B-benzyl L-aspartate and bis(trichloromethyl)carbonate (triphos-
gene) were purchased from Sigma-Aldrich Corporation (St. Louis, MO,
USA) and Tokyo Chemical Industry Co., Ltd. (Tokyo, Japan), respec-
tively. a-Methoxy-m-amino-poly(ethylene glycol) (CH30-PEG-NHy;
M,; = 12000) was purchased from NOF Corporation (Tokyo, Japan).
Tetrahydrofuran (THF), n-hexane, N,N-dimethylformamide (DMF),

" CH,Cl, were doubly-distilled according to the standard procedures.

The magnetite nanoparticles were supplied by Toda Kogyo Corpora-
tion (Hiroshima, Japan; average particle size of magnetite: 10 nm).
Resovist® was obtained from Bayer HealthCare Co., Ltd. (Osaka,
Japan). TGF-R inhibitor was purchased from EMD Chemicals Inc. (San
Diego, ‘CA, USA) (LY364947; catalog no. 616451).

2.2. Synthesis of poly(ethylene glycol)-poly(cB-aspartic acid) block
copolymer (PEG-PAsp)

PEG-PAsp was synthesized by a previously reported procedure
[13]. Briefly, poly (ethylene glycol)-b-poly(B-benzyl L-aspartate)
block copolymer (PEG-PBLA) was prepared by ring-opening poly-
merization of N-carboxy anhydride of -benzyl L-aspartate (BLA-NCA)
from the ®-NH, group of PEG (M, =12x10%). Molecular weight
distribution of PEG-PBLA was narrow as M/M, = 1.06;, which was
determined by gel permeation chromatography [columns: TSK-gel
G3000HHR, G4000HHR (Tosoh, Yamaguchi, Japan); eluent: DMF
containing 10 mM LiCl; flow rate: 0.8 ml/min; detector: refractive
index (RI); temperature; 40 °C]. The composition of these block
copolymers was determined by 'H NMR from peak intensity ratios of
methylene protons of PEG (OCH,CHz: d=3.7 ppm) and phenyl
protons of the B-benzyl groups of PBLA (-CH,CgHs: d=7.3 ppm). The
polymerization degree of BLA in block copolymer was calculated to be
38, The benzyl groups of PEG-PBLA were then removed by alkaline
hydrolysis using 0.1 N NaOH to obtain PEG-PAsp as follows:
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2.3. Preparation of PEG-PAsp-coated magnetite nanoparticles

PEG-PAsp-coated magnetite nanoparticles were prepared accord-
ing to the previous method with slight modification [10]. Briefly,
magnetite solution was quickly added to an aqueous solution of PEG-
PAsp with varying feed molar ratios of aspartic acid residues to Fe
([Aspl/{Fe}) in the range of 0.01 to 1. The final concentration of
magnetite was adjusted to 10 mmol/l. The mixed solutions were
incubated at room temperature for 24 h to obtain magnetite
nanoparticles coated with PEG-PAsp. Purification of the PEG~PAsp-
coated magnetite nanoparticles was carried out by ultrafiltration
{(MWCO 200 000; polysuifone membrane, Toyo Roshi Co. Ltd., Tokyo,
Japan). :

2.4. Physicochemical characterization of the nanoparticles

The morphology and size distribution of the nanoparticles were
examined by transmission electron microscopy {H-7000, Hitachi, Ltd.,
Tokyo, Japan) at an accelerating voltage of 75 kV. The TEM samples
were prepared by mounting a drop of aqueous iron oxide nanopar-
ticles suspension on carbon-coated 400 mesh Cu grids and allowing
them to dry in air. Fourier transform infrared (FT-IR) spectra were
obtained using a FT-IR spectrophotometer (FT/IR615, JASCO Corpora-
tion, Hachioji, Tokyo, Japan) with a resolution of 4 cm™. To
characterize the interaction between block copolymer and magnetite
nanoparticles, a small amount of nanoparticles powder was milled
with KBr, and then pressed into a disc for analysis. Each spectrum was
scanned 64 times to increase the signal-to-noise ratio. The Fe content
in the nanoparticles was determined by ion coupled plasma-mass
spectroscopy (1CP-MS, 4500, Hewlett Packard, Palo Alto, CA, USA). The
amount of adsorbed block copolymer on magnétite nanoparticles was
measured by thermogravimetric analysis (TGA) (EXSTAR6200 TG/
DTA, Seiko Instruments Inc., Chiba, Japan) in nitrogen atmosphere
with a heating rate of 10 °C/min in the temperature range of 25~
1100 °C.

2.5. Light scattering and {-potential measurements

The size distribution of the PEG-PAsp-coated magnetite nanopar-
ticles was examined by dynamic light scattering (DLS) DLS-7000
(Otsuka Electronics Co., Ltd., Osaka, Japan). Vertically polarized light
with a wavelength of 488 nm from an Ar-ion laser (15 mW) was used
as the incident beam. All measurements were conducted at 37 °C, and
the data were analyzed by the cumulant method to determine the
hydrodynamic diameters of the particles. The {-potential of PEG-
PAsp-coated magnetite nanoparticles at 37 °C was measured by a
Zetasizer NanoZS instrument equipped with a DTS5001 cell (Malvern
Instruments Ltd., Worcestershire, UK).

2.6. Characterization of the 1, relaxivities

The MR contrast effect of the magnetite nanoparticles was
examined by measuring their proton relaxivities, rp, of which the
definition is the slope of the concentration dependence given as:

1/T, = 1/ T,(0) + r,[Fe]

Thus, a plot of 1/T, versus concentration gives the relaxivity as the
slope, where T, is the transversal relaxation time, 1/T; is the
transversal relaxation rate constant in the presence of a paramagnetic
species, and 1/T2(0) is the transversal relaxation rate constant in the
absence of a paramagnetic species. The magnetite nanoparticles were
dispersed into deionized water at concentrations of 0.5, 1.0, 1.5, 2.0,
and 2.5 mM and the T, of these nanoparticle solutions was measured
at 25 °C in water with a 0.47 T minispectrometer (Minispec, Bruker
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Optics Inc., Woodlands, TX, USA) using the Carr-Purcell-Meiboom-
Gill (CPMG) method [14].

2.7. In vivo MR imaging

The BxPC3 human pancreatic adenocarcinoma cell line was obtained
from the American Type Culture Collection (Manassas, VA, USA). The
BxPC3 cells were grown in RPMI 1640 medium supplemented with 10%
FBS. BALB/c nude mice (fernale, 5-6 weeks of age), obtained from Charles
River Laboratories Japan Inc. (Tokyo, Japan), were inoculated subcuta-
neously with BxPC3 cells (1x107 cells/mouse). After 3-4 weeks, MR
imaging of the tumors was conducted with a 4.7 T scanner (INOVA200,
Varian, Inc., Palo Alto, CA, USA). Twenty-four hours prior to the in vivo MR
imaging, animals were treated with TGF- inhibitor, 5 mg/ml in 4 pl of
DMSO and diluted by 100 pl of PBS, at 1 mg/kg by intraperitoneal
injection. Subsequently, the mice were injected at a dose of 0.1 mmolFe/
ke, with Resovist® or PEG-PAsp-coated magnetite nanoparticles. A total
of 4 conditions (n=5 rhice each) were investigated, i.e. with or without
TGF-R inhibitor for both Resovist® or PEG-PAsp-coated magnetite
nanoparticles. Imaging was performed at different temporal points
(e.g., preinjection, 1 h postinjection, and 2 h postinjection). For the T>-
weighted MR imaging of live mice, the following parameters were
adopted: spin-echo method, point resolution==234x234 pm, section
thickness=2.0 mm, TE=60 ms, TR=3000 ms, number of acquisi-
tions=>5. All animals were treated in accordance with the guidelines of
the Animal Ethics Committee of the University of Tokyo.

2.8. Histology

The excised samples were fixed overnight in 4% paraformaldehyde
and then paraffin-embedded. Embedded samples were thin sliced at
10 pm thick and then stained using an Iron Stain Kit (Muto Pure
Chemicals Co., Ltd., Tokyo, Japan), based on McFadzean's protocol | 15],
with nuclear post-staining by 1% Safranin O. lron staining was
observed using an AX80 microscope (Olympus Corporation, Tokyo,
Japan). The photographs were further quantified using Adobe Photo-
shop software {Adobe Systems Incorporated,” San Jose, CA, USA),
Image] software (National Institute of Health, MD, USA), and Microsoft
Excel software (Microsoft Corporation, Redmond, WA, USA).

3. Results and discussion

3,1. The physicochemical properties of the PEG-PAsp-coated magnetite
nanoparticle: diameter and surface polymer density

For solid tumor diagnosis, it is important to develop well-designed '

magnetite nanoparticles. The key physicochemical properties of

Fig. 1. TEM image of the PEG-PAsp-coated magnetite nanoparticles. Bar: 100 nm.
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Fig. 2. Physicochemical properties of the PEG-PAsp-coated magnetite nanoparticles,
(A) Hydrodynamic diameter vs. relative concentration of aspartic acid residue in the
medium normalized by [Fe] (mol/mol-Fe) {=[Asp]/{Fe]), and (B) Change in the
adsorbed density of PEG-PAsp on the magnetite surface estimated from TGA analysis
with a bulk concentration of PEG-PAsp. Temperature =37 °C; medium: distilled water.

magnetite nanoparticles are size, surface polymer density, and surface
charge, since these characteristics can affect accumulation of
magnetite nanoparticles to solid tumor. The PEG-PAsp-coated
magnetite nanoparticles were prepared by mixing solutions of
magnetite nanoparticles and PEG-PAsp with various molar ratios of
the Asp residues to Fe (Asp/Fe); Asp/Fe ranged from 0.01 to 0.5, where
[Fe]=10 mmol/l. As seen in Fig. 1, the transmission electron
microscopy (TEM) image with 75 kV accelerating voltage of
nanoparticles mounted on carbon grid from aqueous solution
revealed that PEG-PAsp-coatéd magnetite nanoparticles take a cubic
shape with a mean particle diameter of approximately 10 nm. The
PEG-PAsp coating was observed as a layer with a thickness of
approximately 5 nm, surrounding the magnetite nanoparticles, It was
also observed in the TEM image that these PEG-PAsp-coated
nanoparticles form clusters with- a size range of 100 nm,

The hydrodynamic diameter of these nanoparticles in aqueous
medium was then measured with DLS and shown to be in the range of
100 to 120 nm with unimodal distribution, for Asp/Fe ratios ranging
from 0.02-0.5. This DLS data is consistent with the cluster formation
of nanoparticles indicated from TEM images. However, with a lowered
Asp/Fe ratio as 0.01, the hydrodynamic diameter increased signifi-
cantly (Fig. 2A). This result indicates that there is a critical surface.
concentration of PEG to effectively prevent the PEG-PAsp-coated
magnetite nanoparticles from the agglomeration. The purified
nanoparticles were stable in distilled water as 100 nm-scaled cluster
at room temperature as well as at 37 °C, maintaining the initial photon
count and distribution in DLS analysis for at least one month, even -
after the ultrafiltration to remove free PEG-PAsp possibly remained in
the reactant.

The density of the PEG-PAsp block copolymer on the magnetite
particle surface was estimated by TGA. Here, nanoparticles were
heated in the nitrogen atmosphere to selectively vaporize the polymer
fraction, Eventually, the amount of absorbed polymer on the surface'of
the nanoparticles was measured from the weight change by heating.
The polymer density was then calculated from the TGA measurement
for all the nanoparticles, assuming the cubic morphology as evidenced
by microscopy and a density of 5.05 g/cm?® for magnetite, As seen in
Fig. 2B, the number of polymer strands on the nanoparticle surface
was as high as 100. This data suggests that the PEG density on the
magnetite nanoparticles is a little lower than that of PEGylated gold
nanoparticles prepared through the surface tethering of PEG-SH {16].

3.2. The mechanism of PEG-PAsp adsorption on the magnetite nanoparticles
To confirm the formation of PEG-PAsp coating on the magnetite

nanoparticles, the {-potential of bare and PEG-PAsp-coated magnetite
nanoparticles was measured in 10 mM MOPS buffer as a function of
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Fig. 3. Change in the {-potential with pH for bare (®) and PEG-PAsp-coated (M)
magnetite nanoparticles. Temperature = 37 °C; medium: 10 mM MOPS buffer.

pH (Fig. 3). The isoelectric point (IEP) of the bare magnetite
nanoparticles was estimated as approximately 6.6, which is consistent
with the reported IEP value of iron oxide {17].In a lower pH (below the
IEP), the magnetite nanoparticle surface was protonated to result in a
positive ¢-potential. Thus, in this pH range, electrostatic attraction
between positively-charged magnetite nanoparticles and negatively
charged PEG-PAsp is expected to occur, allowing the PEG-PAsp
adsorption to the nanoparticle surface. Alternatively, the bare
magnetite nanoparticles possess negative {-potential at physiological
pH 74, whereas the {-potential shifted to the neutral value for PEG-.
PAsp modified nanoparticles in 10 mM MOPS buffer (pH 7.4), being
consistent with the formation of a PEG shell layer. Also, these data
suggest that there should be an adsorption mechanism other than
simple electrostatic interaction, because magnetite has a negative -
potential value at pH 7.4 to induce electrostatic repulsive force against
negatively charged carboxylates in PEG-PAsp. The adsorption
mechanism under physiological pH was suggested to be the mono-
dentate chelation (1) (Fig. 4) from the result of Fourier transform
infrared spectroscopy [18], as explained in detail in Supplemental Text
with Supplemental Fig. 1 and Supplemental Table 1.

3.3. Comparison study of the physicochemical characteristics of the PEG~
PAsp- and dextran-coated magnetite nanoparticles

The MRI detection limit was compared between the PEG-PAsp-
and dextran-coated magnetite nanoparticles in the field of 0.47 T at
25 °C from the relaxivity ry, exhibiting the sensitivity of the T, MRI
contrast agent. The dextran-coated magnetite used in this study was
the one already in clinical use, Resovist®. Eventually, the relaxivity ry
of the PEG-PAsp nanoparticle was calculated to be 138 mM~?s™, the
value similar to Resovist® [19].

The hydrodynamic diameter observed between the PEG-PAsp- .

coated and dextran-coated magnetite nanoparticles differed signifi-
cantly in an NaCl-concentration-dependent manner (Fig. 5A).
Although the hydrodynamic diameter of the PEG-PAsp-coated
magnetite nanoparticles did not change significantly up to 3 M NadCl,
indicating the appreciable stability of the PEG-PAsp-coating, that of
Resovist® significantly increased even at NaCl=:0.15 M, and reached
more than 1 pm at NaCl=0.5 M, due to the drastic aggregation. Note
that the PEG-PAsp-coated nanoparticles did not show any change in
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Fig. 4. Modes of carboxylate-metal complexation: monodentate (1), bidentate chelating
{11), and bidentate bridging (IIf).
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Fig. 5. NaCl concentration (A} and time (B) dependencies of the relative hydrodynamic
diameter of magnetite nanoparticles, O: PEG-PAsp-coated nanoparticles, O: dextran-
coated nanoparticles (Resovist®). Fe concentration=2 mmol/fl; temperature =37 °C;
medium 10 mM Tris-HC! buffered saline (pH 7.4). 10% fetal bovine serum was contained
in (B).

their size even after one month storage in 10 mM Tris~HCl buffered
saline (pH 7.4, 37 °C) (data not shown).

The colloidal stability of the PEG-PAsp-coated magnetite nano-
particles in physiological conditions was also examined. We incubated
them in 10 mM Tris-HCl buffered saline (pH 7.4) containing 10% fetal
bovine serum at 37 °C for 24 h and measured the change of the
hydrodynamic diameter (Fig. 5B). The size of the PEG-PAsp-coated
magnetite nanoparticles did not obviously change during the 24-hour
storage time. On the other hand, the size of Resovist® increased by the
formation of aggregates after 16 h of storage time.

The stability of the PEG-PAsp-coated nanoparticles may come
from the multivalent bonding between flanking carboxylic groups and
the magnetite surface, as suggested by FT-IR study. These findings are
consistent with a report showing that PEG-oligo(aspartic acid) block
copolymer-coated iron oxide nanoparticles were stable at pH 2-11
and in 1 M NaCl, where the repeating number of aspartic acid units
was 3 or more {20]. In contrast, instability of Resovist® against salt
addition may be due to weak interaction between magnetite and
hydroxyl groups of dextran {21},

3.4. MR imaging of experimental pancreatic cancer in vivo
The MR imaging of tumor tissue in vivo was then conducted by

comparing PEG~PAsp- and dextran-coated magnetite nanoparticles,
Resovist®, Resovist® has already been approved for clinical use as a

- liver-specific MRI contrast agent, due to accumulation into the

reticuloendothelial system (RES) of thehbrmal liver. Most malignant
liver tumors do not contain RES cells and therefore are contrasted
positive by Resovist®. A xenografted BxPC3 human pancreatic
adenocarcinoma cell line in nude mice, characterized histologically
by fibrosis and hypovascularity, was used as a model of intractable
cancer. Recently, we reported that the administration of TGF-B
inhibitor to tumor model mice significantly enhanced the intratu-
moral accumulation of nanoparticles encapsulating anticancer drugs
[11]. Thus, we tested the effect of the ip. adr.ninist'ration of TGF-B
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Fig. 6. MR imaging of experimental pancreatic cancer in vivo and the distribution of the nanoparticles in cancer and liver tissues. (A} To-weighted images of tumor-implanted mice
(tumor sites are circled by red dotted fine} at different temporal points after injection of PEG-PAsp-coated magnetite nanoparticles and TGF-8 inhibitor. All images were obtained ina
field strength of 4.7 T. (B) Histological sections of BXPC3 xenograft stained with Prussian blue. The distribution of Resovist® and PEG-PAsp-coated magnetite nanoparticles, at 5.5 mg/kg with
and without TGF-B inhibitor at 1 mg/kg, were examined 24 h after the administration. (C) Histological sections of liver stained with Prussian blue. The distribution of Resovist® and PEG-
PAsp-coated magnetite nanoparticles, at 5.5 mg/kg with TGF-R inhibitor at 1 mg/kg, was examined 24 h after the administration. {D and E) Areas of iron staining in the tumor and liver were
quantified. PEG-PAsp, PEG-PAsp coated magnetite nanoparticles with {4 ) and without {—} inhibitor. Error bars in the graphs represent standard errors of the mean {(n= 6}, and P values
were calculated by two-tailed Student’s ¢ test. n.s.: not significant.
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inhibitor with the iv. administration of Resovist® or the PEG-PAsp-
coated magnetite nanoparticles on their imaging capability in size-
matched xenografts of the BxPC3 cell line. Fig. 6A shows the T»-
weighted MR images of the tumors at different time periods after the
intravenous administration (preinjection, and 1 and 2 h postinjection)
of PEG-PAsp-coated magnetite nanoparticles with and without TGF-
inhibitor. .

Resovist® failed to image the tumor even with the co-administra-
tion of TGF-R inhibitor, presumnably due to the non-specific accumula-
tion into the reticuloendothelial system {8}. In contrast, the PEG-
PAsp-coated magnetite nanoparticles exhibited significant negative
enhancement of signal intensity in the tumor region of T,-weighted
images when combined with TGF-B inhibitor, suggesting the
accumulation of detectable amounts of the PEG-PAsp-coated magne-
tite nanoparticles within 2 h after injection. Therefore, the difference
in behavior of these two types of magnetite nanoparticles in vivohad a
crucial importance in achieving effective tumor accumnulation for
successful MR imaging,

To further verify the accumulation of iron oxide nanoparticles in
the tumor, we performed Prussian blue staining of the tumor tissues
to detect iron oxide, which stains blue, As shown in Fig, 6B, positive
staining of the tumor for iron oxide was only obvious in the condition
with PEG-PAsp-coated nanoparticles combined with the TGF-B
inhibitor. Areas of iron staining in the tumor were then quantified as
seen in Fig, 6D, demonstrating a significant increase in the areas of
positive staining by TGF-B inhibitor treatment. The presence of iron
oxide was consistent with the MRI results, Iron oxide was observed in
the area rich in fibrotic components, suggesting that the administra-
tion of TGF-R inhibitor transiently increases the permeability of the
tumor capillary to promote the extravasation of the PEG-PAsp-coated
magnetite nanoparticles, even though the BxPC3 tumor has the
characteristic of hypovascularity {11}

Lastly, we examined liver tissues from the mice treated with
Resovist® or the PEG-PAsp-coated magnetite nanoparticle, with or
without TGF-R inhibitor, by iron staining (Fig. 6C). Although aggregates
of Resovist® accumulated in the liver, particularly in cells with smaller
nuclei (presumably Kuppfer cells), far less PEG-PAsp-coated magnetite
nanoparticles accumulated in the liver without aggregation. These
results did not differ with or without TGF-B inhibitor, which was
determined by the area of Prussian blue staining (Fig. 6E).

4. Conclusion

In conclusion, we here demonstrated the physicochemical proper-
ties of PEG-PAsp-coated magnetite nanoparticles and the feasibility of
these nanoparticles as MR contrast agents for cancer diagnosis.
Improving the stability of nanoparticles might be important for
enabling a longer half-life in the bloodstream and a better accumula-
tion in tumor tissue, leading to effective MR imaging with contrast
agents. The neutral {-potential of the PEG-PAsp-coated nanoparticle
may contribute to avoidance of reticuloendothelial system uptake.
Formation of the stable and dense PEG layer on the magnetite surface
through the anchoring of PEG-PAsp by the monodentate chelation of
COO™ residues to iron atoms definitely plays a substantial role in the
increased stability of the nanoparticles in vivo. The use of PEG-PAsp-
coated magnetite nanoparticles combined with a TGF-f inhibitor
could thus become a novel regime in the diagnosis of intractable
cancers, including pancreatic adenocarcinoma.

Acknowledgements

The authors thank Dr James R. Christie II, The University of Tokyo,
for editing the English of the manuscript. This work was supported by
a Grant-in-Aid for Scientific Research from the Ministry of Education,
Culture, Sports, Science and Technology (MEXT), Core Research for

Evolution of Science and Technology (CREST), Japan Science and
Technology. Corporation (JST), and the 21st century COE program
‘Human-Friendly Materials based on Chemistry’ from MEXT.

Appendix A. Supﬁlementary data

Sixpplementary data associated with this article can be found, in
the online version, at doi:10.1016/j.jconrel.2009.06.002.

References

[1}] M.R. Dreher, W. Liy, CR. Michelich, M.W. Dewhirst, F. Yuan, A. Chilkoti, Tumor
vascular permeability, accumulation, and penetration of macromolecular drug
carriers, J. Natl, Cancer Inst. 98 (5) (2006) 335-344.

[2] H.A: Burris, M.J. Moore, J. Andersen, M.R. Green, M.L. Rothenberg, M.R. Modiano,
M.C. Cripps, R.K. Portenoy, A M. Storniolo, P, Tarassoff, R, Nelson, F.A. Dorr, C.D.
Stephens, D.D. Von Hoff, Improvements in survival and clinical benefit with
gemcitabine as first-line therapy for patients with advanced pancreas cancer: a
randomized trial, J. Clin. Oncol. 15 (6) (1997) 2403-2413,

[3] D.V. Sahani, ZK. Shah, O.A. Catalano, G.W. Boland, W.R. Brugge, Radiology of
pancreatic adenocarcinoma: current status of imaging, }. Gastroenterol. Hepatol.
23 (1) (2008) 23-33.

{4] D.L Huber, Synthesis, properties, and applications of iron nanoparticles, Small 1 (5)
(2005) 482-501,

[5] R. Weissleder, G. Elidonzo, }. Wmenberg, C.A. Rabito, H.H. Bengele, L. Josephson,
Ultrasmall superparamagnetic iron oxide: characterization of a new class of
contrast agents for MR imaging, Radiology 175 (2) (1990) 489~493.

{6} M. Lewin, N. Carlesso, C.H. Tung, X.W. Tang, D. Cory, D.T. Scadden, R, Weissleder, Tat
peptide-derivatized magnetic nanoparticles allow in vivs tracking and recovery of
progenitor cells, Nat. Biotechnol. 18 (4) (2000) 410-414.

{7} YW. Jun, J.H, Lee, J. Cheon, Chemical design of nanoparticle probes for high-
performance magnetic resonance imaging, Angew. Chem. Int, Ed, 47 (28) (2008)
5122-5135.

[8] D.D.Stark, R. Weissleder, G. Elizondo, et al., Superparamagnetic iron oxide: clinical
application as a contrast agent for MR imaging of the liver, Radiology 168 (2)
{1988) 297301, ,

{9] T. Neuberger, B. Schopf, H. Hofmann, M. Hofmann, B. von Rechenberg, Super-
paramagnetic nanoparticles for biomedical applications: possibilities and limita-
tions of a new drug delivery system, ]. Magn. Mater. 293 (1) (2005) 483-496.

[10] M. Kumagai, Y. Imai, T. Nakamura, Y. Yamasaki, M. Sekino, 5. Ueno, K. Hanacka,
K. Kikuchi, T. Nagano, E. Kaneko, K, Shimokado, K. Katacka, lron hydroxide
nanoparticles coated with poly(ethylene glycol)- poly(aspartic acid) block
copolymer as novel magnetic resonance contrast agents for in vivo cancer
imaging, Colloids Surf. B: Biointerfaces 56 (1-2) (2007) 174-181.

{11] MR. Kano, Y. Bae, C. Iwata, Y. Morishita, M. Yashiro, M. Oka, T. Fujii, A. Komuro,
K. Kiyono, M. Kaminishi, K. Hirakawa, Y. Ouchi, N. Nishiyama, K. Kataoka, K. Miyazono,
tmprovement of cancer-targeting therapy, using nanocarriers for intractable solid
tumors by inhibition of TGF-P signaling, Proc. Natl. Acad. Sci. U. S. A. 104 (9)
(2007) 3460-3465. :

[12] Y. Matsumura, H. Maeda, A new concept for macromolecular therapeutics in
cancer-chemotherapy-mechanism of tumoritropic accumulation of proteins and
the antitumor agent SMANCS, Cancer Res. 46 (12) (1986) 6387-6392,

[13] N. Nishiyama, M. Yokoyama, T. Aoyagi, T. Okano, Y. Sakurai, K. Kataoka, Preparation
and characterization of self-assembled polymer-metal complex micelle from cis-
dichlorodiammineplatinum(ll) and poly(ethylene glycol)-poly(alpha,beta-aspar-
tic acid) block copolymer in an aqueous medium, Langmuir 15 (2) (1999)
377-383.

[14] E. Fukushima, S.B.W. Roeder (Eds.), Experimental pulse NMR: a nuts and bolts
approach, Addison-Wesley, Reading, Mass, 1981, pp. 28-35,

[15} AJ.S. MacFadzean, L}. Davis, Iron-staining erythrocytic inclusions with especial
reference to acquired haemolytic anaemia, Glasgow Med. . 28 (1947) 237-279.

[16] S. Takae, Y. Akiyama, H. Otsuka, T. Nakamura, Y. Nagasaki, K. Kataoka, Ligand
density effect on biorecognition by PEGylated gold nanoparticles: regulated
interaction of RCA120 lectin with lactose installed to the distal end of tethered PEG
strands on gold surface, Biomacromolecules 6 (2} (2005) 818-824.

{17} L Cromiéres, V. Moulin, B. Fourest, E. Giffaut, Physico-chemical characterization of
the colloidal hematite/water interface: experimentation and modeling, Colloids
Surf,, A. Physicochem. Eng. Asp. 202 (1) {2002) 101-115.

[18]} LJ. Kirwan, P.D. Fawell, W. van Bronswijk, In situ FTIR-ATR examination of poly
(acrylic acid) adsorbed onto hematite at low pH. Langmuir 19 (14) (2003)
5802-5807.

[19] Y.XJ. Wang, S.M. Hussain, G.P. Krestin, Superparamagnetic iron oxide contrast
agents: physicochemical characteristics and applications in MR imaging, Eur.
Radiol. 11 (11) (2001) 2319-2331.

[20] S.R. Wan, }S. Huang, M. Guo, H. Zhang, Y. Cao, H. Yan, K. Liuet, Biocompatible
superparamagnetic iron oxide nanoparticle dispersions stabilized with poly
(ethylene glycol)oligo(aspartic acid) hybrids, J. Biomed. Mater. Res. A 80A (4)
(2007) 946-954.

[21] CW. Jung, Surface-properties of superparamagnetic iron-oxide MR contrast
agents — ferumoxides, ferumoxtran, ferumoxsil, Magn. Reson. Imaging 13 (5)
(1995) 675-691.




Published online 22 February 2009 Nucleic Acids Research, 2009, Vol. 37, No. 7 2249-2263

doi:10.1093 [nar|gkp066

Massive transcriptional start site analysis of human
genes in hypoxia cells

Katsuya Tsuchihara', Yutaka Suzuki®*, Hiroyuki Wakaguri?, Takuma Irie?,
Kousuke Tanimoto?, Shin-ichi Hashimoto®, Kouji Matsushima®,

Junko Mizushima-Sugano®?, Riu Yamashita®, Kenta Nakai®,

David Bentley®, Hiroyasu Esumi' and Sumio Sugano®

Cancer Physiology Project, Research Center for Innovative Oncology, National Cancer Center Hospital East:
6-5-1 Kashiwanoha, Kashiwa, Chiba 277-8577, 2Graduate School of Frontier Sciences, the University of Tokyo:
5-1-5 Kashiwanocha, Kashiwa, Chiba 277-8562, 3Graduate School of Medicine, the University of Tokyo: 7-3-1
Hongo, Bunkyokyu, Tokyo 113-0033, 4»Laboratory of Molecular Virology, Kitasato Institute for Life Sciences,
Kitasato University: 5-9-1 Shirokane, Minatoku, Tokyo 108-8641, ®Institute of Medical Science, the University
of Tokyo: 4-6-1 Shirokenedai, Minatoku, Tokyo 108-8639, Japan and ®lllumina, Inc: 25861 Industrial Boulevard

Hayward, CA 94545, USA

Received October 3, 2008; Revised January 20, 2009; Accepted January 22, 2009

ABSTRACT

Combining our full-length cDNA method and
the massively parallel sequencing technology,
we developed a simple method to collect precise
positional information of transcriptional start
sites (TSSs) together with digital information of
the gene-expression levels in a high throughput
manner. We applied this method to observe gene-
expression changes in a colon cancer cell line
cultured in normoxic and hypoxic conditions. We
generated more than 100 million 36-base TSS-tag
sequences and revealed comprehensive features
of hypoxia responsive alterations. in the transcrip-
tional landscape of the human genome. The fea-
tures include presence of inducible ‘hot regions’ in
54 genomic regions, 220 novel hypoxia inducible
promoters that may drive non-protein-coding trar'\-
scripts, 191 hypoxia responsive alternative promo-
ters and detailed views of 120 novel as well as
known hypoxia responsive genes. We further ana-
Tyzed hypoxic response of different cells using addi-
tional 60 million TSS-tags and found that the degree
of the gene-expression changes were different
among cell lines, possibly reflecting cellular robust-
ness against hypoxia. The novel dynamic figure of
the human gene transcriptome will deepen our
understanding of the transcriptional program of
the human genome as well as bringing new insights
into the biology of cancer cells in hypoxia.

INTRODUCTION

Aberrantly growing cancer cells in solid tumors frequently
encounter a shortage of blood flow, which leads to insuf-
ficient oxygen supply. Tumor cells adapt themselves
to such hypoxic microenvironment by shifting their
ATP production metabolism from oxidative phosphoryla-
tion to anaerobic glycolysis, and by enhancing glucose
intake. Tumor cells also induce angiogenesis to acquire
additional blood supplies. Such adaptations are supposed
to be essential in survival as well as malignant transfor-
mation of tumor cells in vivo (1,2). During this series of
events, transcriptional regulation plays a pivotal role.
It has been well documented that hypoxia inhibits protea~
somal degradation of o subunits of hypoxia inducible fac-"
tors (HIF1o and HIF2«). Stabilized subunits translocate
from the cytoplasm into the nucleus and form a hetero-
dimer complex with HIF1B. HIF complexes transactivate
various downstream genes, such as the genes encoding
glycolytic enzymes, glucose transporters, the enzymes era-
dicating organic acids and VEGF which induces angiogen-
esis. However, the specific function of each isoform of the
subunits remains unclear. Meanwhile, ‘HIF-independent’

" regulation of hypoxia-inducible genes has also been docu-

mented (3,4). Thus, the current view of hypoxic versatility
in transcriptome programs in cancer cells is still far from
comprehensive. A bird’s eye view on what range of genes
are induced in what manner still remains mostly elusive.
Although some genome-wide expression profiles using
microarrays have been reported, they represent mere col-
lective information of the fold inductions of the individual
genes (5-9). In this regards, we believed that information
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about exact positions of transcriptional start sites (TSSs)
and absolute levels of the transcriptions starting from
them would lead to more comprehensive understandings.

Several methods based on ¢cDNA analysis have been
developed for large-scale identification of TSSs (10-13).
We have also developed a method to selectively replace
the cap structure of the mRNA with a synthetic oligo,
which we named the oligo-capping method (11). By

sequencing 1.8 million ¢cDNAs isolated from oligo-cap -

c¢DNA libraries from various kinds of human cells and
tissues (14), we have collected the positional information
of the TSS and analyzed putative proximal promoter
reglons (15,16). We, as well as another research group
in RIKEN, have further improved the efficacy of this
approach by combining the cap-selection method with
the SAGE method (17,18). In these methods, 5-ends of
full-length cDNAs were concatenated, so that 10-15
20-base long 5'-end tag sequences could be identified by
single-pass sequencing. By intensive analysis of CAGE-tag

~ libraries in humans and mice, the FANTOM consortium

reported a first glimpse of the transcription landscape of
mammalian genomes (19,20). However, such an overview
of the TSSs has been obtained from collective analysis of
various cell types and tissues, for each of which the data
coverage still remains scarce. Therefore, it does not repre-
sent the actual transcriptional landscape in any given cell
type. Besides, it has been suggested recently that mamma-
lian genes seem to utilize multiple alternative promoters
very frequently, which enable a single locus to encode
functionally distinct proteins, thereby serving as a molec-
ular basis for realizing multifaceted use of a limited
number of human genes (21,22). Nonetheless, the depth
of the analysis has not reached the level of these alterna-
tive promoters, whose expression levels are often low and
limited to particular cell types or cellular environments.

Recently developed massively paralle] sequencing tech-
nologles have provided a potential mean to further
improve the throughput of TSS identification. For exam-
ple, lllumina GA sequencer (23) can sequence 10-30 mil-
lion sequences per run. Although the read length which
this sequencer can generate is short (currently up to 36
bases), it is sufficient to uniquely determine the precise
positions of TSS. By combining oligo-capping method
with the Illumina GA technology, we developed a simple
method to collect information of the TSS together with
the digital data of the expression levels of the transcripts.
Here we show this approach enabled us to see the genome
wide transcriptional landscape in response to hypoxia in
a human colorectal cancer cell line.

MATERIALS AND METHODS
Cell culture and RNA interference

Human cell line, DLD-1 cells was purchased from
American Type Culture Collection (ATCC number:
CCL-221). Cells were maintained in Dulbecco’s modified
Eagle’s medium (DMEM) (Invitrogen) supplemented with
10% fetal calf serum, 4.5gfl glucose, and antibiotics.
RNA interference was accomplished by transfecting
DLD-1 cells with the specific siRNA. HIF1A and

EPASI1 (HIF2A)-targeting siRNA pool and non-silencing
siRNA pool were purchased from Dharmacon. Short
oligo-RNAs were transfected using Dharmafect 1 trans-
fection reagent (Dharmacon) as recommended by the
manufacturer. For constructing other TSS-libraries,
HEK293, MCF7 and TIG3 cells (ATCC number: CRL-
1573, ATCC number: HTB-22 and Japan Cell Resource
Bank number: JCRBO0506, respectively) were cultured in
standard conditions and were subjected to the hypoxic
shocks in a similar manner.

Oligo-capping and massively parallel sequencmg by
Nlumina GA Sequencer

Six million DLD-1 cells were seeded 24 h before transfec-
tion. The cells transfected with HIF-targeting and control
siRNA were cultured in 21% O, and 5% CO, at 37°C for
24 h followed by incubation in 21% O, or 1% O, and 5%
CO,; for 24h. Cells were harvested and RNA was
extracted using RNeasy (Qiagen). Two hundred micro-
gram of the obtained total RNA was subjected to
oligo-capping with some modifications from the original
protocol; namely after the successive treatment of the
RNA with 2.5U BAP (TaKaRa) at 37°C for 1h and
40U TAP (Ambion) at 37°C for 1h, the BAP-TAP-
treated RNAs were ligated with 1.2pg of RNA oligo
(5-AAUGAUACGGCGACCACCGAGAUCUACACU
CUUUCCCUACACGACGCUCUUCCGAUCUGG-3)
using 250U T4 RNA ligase (TaKaRa) at 20°C for 3h.
After the DNase I treatment (TaKaRa), polyA-containing
RNA was selected using oligo-dT powder (Collaborative).
First strand ¢cDNA was synthesized from 10 pmol of
random hexamer primer (5-CAAGCAGAAGACGGCA
TACGANNNNNNC-3')  using Super Script 1I
(Invitrogen) by incubating at 12°C for 1h and at 42°C
overnight. Template RNA was degraded by alkarine treat-
ment. For PCR, one-fifth of the first strand cDNAs were
used as the PCR template. Gene Amp PCR kits
(PerkinElmer) were used with the PCR primers 5-AAT
GATACGGCGACCACCGAG-Y and 5-CAAGCAGA
AGACGGCATACGA-3 under the following reaction

‘conditions: 15 cycles of 94°C for 1min, 56°C for 1 min

and 72°C for 2min. The PCR fragments were size fractio-
nated by 12% polyacrylamide gel electrophoresis and the
fraction of 150-250bp was recovered. The quality and
quantity of the obtained single-stranded first. strand
c¢DNASs were assessed, again, using BioAnalyzer (Agilent).

.-~ One nanogram of the size fractionated cDNA was used

for the sequencing reactions with the Illumina GA.
15000-20000 clusters were generated per ‘tile’ and 36
cycles of the sequencing reactions were performed accord-
ing to the manufacturer’s instructions.

Data processing

The obtained sequences were mapped onto human geno—
mic sequences (hg18 as of UCSC Genome Browser; http://
genome.ucsc.edu/) using the sequence alignment program
Eland.- Unmapped or redundantly mapped sequences
were removed from the dataset. For uniquely mapped
sequences, relative positions to RefSeq genes were calcu-
lated based on the respective genomic coordinates.

010Z ‘eL Aep Uo Jejues JeueD [euogeN je Bio's[eunolplofxoreu/:diy woly papeoiumo(



Genomic coordinates of exons and other information of
the RefSeq transcripts are as described in hgl8 as of
UCSC Genome Browser. GO (as of June 14th, 2007)
and KEGG (Release 42) terms were associated with
RefSeq genes by using loc2go (as of June 14th, 2007)
using NCBI Entrez’ Gene database (http://www.ncbi.
nlm.nih.gov/sites/entrez?db=gene). For each RefSeq
gene, a RefSeq region was defined as the region from
50kb upstream of the most upstream 5-end exon to
the most downstream 3'-end exon. TSS-tags were further
clustered into 500-bp bins to generate TSS clusters (T'SCs).
Details and rationalization of the procedure is described in
the ref. (15). For the expression analysis at the gene levels,
TSS-tag counts of TSCs belonging to the corresponding
RefSeq regions were totalled. For the expression analyses
at the alternative promoter level, intergenic and antisense
transcripts, the TSS-tags belonging to the corresponding
TSCs were counted. In either case, TSS-tag counts were
divided by the total number of uniquely and perfectly
(with no mismatch) mapped TSS-tag to calculate TSS-
tag ppm (parts per million). For the analysis of intergenic
TSCs, overlap between the TSCs and miRNA and
snoRNA from miRBase (http://microrna.sanger.ac.uk/
sequences/index.shtrrﬂ) and snoRNABase (http://www-
snorna.biotoul fr/index.php), respectively, were examined.

Validation analysis

“Real-time RT-PCRs were performed using 7900HT (ABI)
following the standard protocol. PCR primer sequences
are shown in the Supplementary Table 10. For the RT-
PCR, 1ng of the first strand cDNAs, which were synthe-
sized by random hexamer primer, was used. In the case of
plasmids, 1pg of the DNA, quantified by O.D., was used,
instead. The primer sets were first tested by amplifying the
plasmid DNA and the primer sets giving less that 35 Ct
cycles were used. The absolute copy number of each tran-
script in the cDNA population was calculated based on

the Ct value of the corresponding plasmid (as 29€MCY,

Based on the quantitative data, correlation with the digital
expressions (TSS-tag counts) was calculated by linear
regression. Validation analysis of the fold induction was
similarly performed without the plasmid control. RNA
independently isolated from the DLD-1 cells cultured in
similar hypoxia (1% O;) and normoxia (21% O,) condi-
tions were used. The samples were normalized according
to the total amount of the first strand cDNAs and were
subjected to the real-time RT-PCR.

For the individual oligo-cap RACE, similarly isolated
total RNAs were oligo-capped with the RNA oligo (5-AG
CAUCGAGUCGGCCUUGUUGGCCUACUGG-3') by
the standard protocol. After the DNasel treatment, the
first strand cDNA was synthesized using random hexamer
primers, One nanogram of the first strand cDNA was used
for the PCR using the 5-end primer 5-AGCATCGAGTC
GGCCTTGTTG-¥ and the gene-specific 3’-end primers
used for the real-time RT-PCR.,

For validation experiments using microarray, RNAs
were isolated from the DLD-1 cells cultured in similar
hypoxia (1% O) and normoxia (21% O,) conditions.
The RNAs were further processed according to the

Nucleic Acids Research, 2009, Vol. 37, No.7 2251

manufacturer’s instructions Using the Agilent Human
Gene Expression Array G4112F platform.

For the microarray analysis, for each of the total RNA
preparations (from 1% and 21% O, conditions), 700ng of
total RNA was used for the labeling according to the
manufacturer’s instruction. The normalization was done
at the sample preparation step. The following signal inten-
sity processing was performed using GeneSpring (Agilent)
with default parameters. The cut-offs used in this study
was either 5-fold or 2.5-fold (Figure 2B). The experiments
were repeated twice with the labeling dye exchanged.

For the comparison with the previous microarray stu-
dies, we retrieved the records from the GEO database
(http://www.ncbi.nlm.nih.gov/geo/) [a: GDS2758-61 (7);
b: GDS1209 (8); c: GDS2018 (6); d: GDS1779 (9), for
the GEO accession numbers and references, respectively].
We examined the original papers and prepared the list of
the ‘hypoxia induced genes’ from each of the datasets.
Using these datasets, the overlap between the genes iden-

tified as ‘hypoxia induced’ by this study and the previous

studies was examined.

RESULTS
Construction of a TSS-tag library

By combining the oligo-capping method with a massively
parallel sequencing technology, Illumina GA sequencer,
we developed a simple method to collect TSS information
together with a quantitative analysis of the expression
levels of the transcripts (digital expression profile) in an
extremely high-throughput manner (Figure 1). First, the
primer sequence necessary for the sequencing was directly
introduced at the 5/-ends of capped transcripts by repla-
cing the cap structure with a cap-replacing RNA oligo
(11). Then, cDNA was synthesized using random hexam-
ers, amplified with 15 cycles of PCR and directly intro-
duced into the sequencer without cloning (for the detailed
protocol, see Materials and Methods section). The 36-base
long tags corresponding to the 5-ends of transcripts were
generated by the sequencer at the rate of 10-30 million
TSS-tags per run. This simple procedure eliminates
laborious cloning step and allows us to easily monitor
the genome-wide positions of TSSs. Furthermore, the
number of TSS-tags corresponds to the number of tran-
scripts within the cell starting from that site, since each
transcript has only one cap structure.

Validation of the TSS-tag library

We first validated whether the TSS-tags collected by this
method correctly indicate the positions of the TSSs and
whether the counts of the TSS-tags represent the expres-
sion levels of the transcripts in vivo. For this purpose, we
constructed a TSS-tag library from human embryonic
kidney 293 (HEK293) cells. In total, we generated 10401
151 TSS-tags which were uniquely and perfectly (with no
mismatch) mapped to the human genome (hg 18; UCSC
Genome Browser). We compared the mapped position of
the TSS-tags with 18001 protein-coding RefSeq gene
models. Genomic coordinates of exons and other informa-
tion of the RefSeq transcripts are as described in hgl8
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Figure 1. Scheme of 5-end sequencing using the Illumina GA Sequencer. Adaptors containing necessary sequence for the lllumina GA sequencer
are represented as grey boxes. For further information, see Supplementary Data. Gppp: cap structure. AAA: polyA.

as of UCSC Genome Browser (for the version informa-
tion, see Materials and Methods section). As shown in
Figure 2A, 8647513 (83%) of the TSS-tags were mapped
within the RefSeq regions. Among them, 2255 507 (26%)
and 4647102 (54%) of the TSS-tags were mapped
upstream and inside regions of the first exons, respectively.

739319 (9%) of the TSS-tags were mapped to intronic

regions of the RefSeq gene models, which may correspond
to the TSSs of unknown alternative promoters, because
there should be rare chance that they are derived from
broken-down products of the mRNAs [for further discus-
sion, see (15)]. Also, these numbers resemble the results
from our previous analysis using 1.8 million 5-ESTs (15).
We observed no significant difference in the size of repre-
sentative mRNAs between the TSS-library and the
HEK293 oligo-cap ¢cDNA library, which was constructed
using random primers (data now shown).

Many of the TSS-tags which were mapped outside of
the RefSeq regions overlapped with cDNAs in our cDNA
collection (14). In particular, at least 1374 TSS-tag sites

(mapped positions of the TSS-tags) overlapped with the

5'-ends of the 5’ESTs (also see Supplementary Figure 1 for
further details). Of these, 80 TSS-tag sites overlapped with
our completely sequenced cDNAs. For the latter cases,
average length of the representative cDNAs was 2323 bp.
Of these, 55 (70%) cDNAs were spliced and, in 53 (66%)
c¢DNAs, the longest protein-coding region was less
than 100 amino acids (300 bp). Therefore, many of those
intergenic TSS-tag should represent so-called mRNA-like
non-protein-coding transcripts (14,24,25). We further
compared the TSS-tag sites with the 5-end data from
the RNA-Seq analysis (26) and the CAGE analysis (19),
which have been the only two studies that produced
comparable amount of the TSS information. Among the
TSS-tag sites in our dataset, 1456 sites overlapped with
the ‘5’ extension’ data of the RNA-Seq analysis, of
which 1105 sites also overlapped with the CAGE data.
Although biological functions of many of those transcripts

still remain elusive,-the TSS-tags correctly represented the
TSSs of previously identified transcripts.

We also wished to directly demonstrate the correct iden-
tification of the T'SSs by luciferase reporter gene assays of
the upstream regions of the TSS-tag sites and by real-time
(quantitative) RT-PCR assays. In our previous study, we
reported systematic luciferase assays in HEK293 cells (27).
Among our TSS-tag dataset, luciferase data was available
for the upstream regions (1 kb-upstream) of 359 TSS-tag
sites. As shown in Figure 2B, distribution of the promoter
activities for the 359 TSS-tag sites was clearly distinct
from that of randomly isolated genomic fragments.
Especially we observed clear promoter activities even for
14 TSS-tag sites with which no 5 exons of the RefSeq gene

models overlapped and for six additional TSS-tag sites

which were located more than 50kb apart from any of
the RefSeq genes.

We then validated whether real-time RT-PCR primers
targeted at the TSS-tags sites with no RefSeq gene support
could detect transcripts, and to what extent the quantita-
tive data are correlated with the TSS-tag counts. For the
purpose of quantifications, we selected TSS-tag sites which
overlapped with the 5-ends of cDNA clones in our cDNA
collection. We performed real-time RT-PCR using imme-
diately downstream sequences of the TSS-tags for the

5'-end PCR primers (Figure 2C and D). We observed'

clear real-time RT-PCR signals for 80 TSS-tag sites
within the RefSeq regions but outside of the 5-ends of
RefSeq gene models, and for 25 TSS-tag sites mapped
outside of the RefSeq regions (overall success' rate was
78%). We also performed independent oligo-cap RACE
analysis and, for 21 TSS-tag sites (out of 25 cases
attempted), we confirmed amplification of the cDNA frag-
ments of the expected lengths. We further quantified the
absolute expression levels of those 105 (80 + 25) TSS-tag
sites by using the individually isolated and quantified
cDNA plasmids as controls. As shown in Figure 2C, we
observed that the correlation of the absolute expression
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right). Luciferase activities of upstream regions of the TSS-tags that were not supported by any RefSeq gene models are calculated separately (n = 20;
left). Luciferase activities were normalized against the average luciferase activity of randomly isolated 1kb genomic fragments (nn = 251). For further
details, see the reference (27). (C) Correlation between the TSS-tag counts and the copy number estimated by realtime RT-PCR normalized by
individual plasmids (7 = 105). Each value is the average of three experiments. Sequences of the used primers and quantitative data are presented in
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RACE analyses. Experimental conditions are shown in the margin. For details, see Materials and methods section. For the primer, ‘Tag’ indicates
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alternative promoter ID. M: molecular marker.

levels calculated by the TSS-tag counts and the real-time
RT-PCR are generally well-correlated, although we also
observed deviations in some cases (also see Discussion
section),

Based on these results, we concluded that our TSS-tag
library analysis should be reliable and useful for identify-
ing both the TSS positions and their corresponding
expression levels. '

Application of the TSS-tag library for the analysis of
liypoxia responses in a colon cancer cell line -

Taking advantage of this new method, we wished to reveal
the dynamic nature of the human gene transcriptome in a
focused cell type with particular environmental perturba-
tions. We performed genome-wide analysis of the altera-
tions in both promoter usage and expression levels of the
transcripts invoked by hypoxia. In a human colon cancer
cell line, DLD-1 cells, expression of a well known hypoxia-
induced gene, VEGF, is induced under hypoxic culture
condition as well as in xenografted tumor tissues in vivo
(4). We cultured DLD-1 cells under hypoxic and normoxic

conditions with and without transfection of siRNAs tar-
geted to HIF1A or HIF2A. This experimental design is
the same as the previous studies of other groups (5,7).
We generated 15-19 million 36-base TSS-tags per condi-
tion (Table 1). A summary of the sequence quality is
shown in Supplementary Table 1.

Overall mapping patterns were similar to the case of the
HEK293 library (Table 1). For example, in the case of the
‘hypoxia with non-targeted RNAi’ library, 14001295
(73%) out of total 19213284 TSS-tags were mapped in
the RefSeq regions. Of these, 4310405 (31%), 7384 800
(53%) and 1459 600 (10%) TSS-tags were mapped to the
upstream, first exon and intron regions, respectively.
Therefore, we estimated at least 84-94% of the TSS-tags
represent the real TSSs in this case, too. For the purposes
of the following analyses, the TSS-tags were further
clustered into 500-bp bins to generate TSS clusters
(TSCs) (15). In case of ‘hypoxia with non-targeted
RNAT library, a total of 19213284 TSS-tags constituted
2610785 unique TSS-tags. These unique TSS-tags were
further clustered into 1428455 TSCs. Of these TSCs,
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Table 1. Statistics of the TSS-tags generated from DLD-1 cells

Relative to RefSeq regions

Relative to exons of RefSeq gene models

#total mapped  #NM_associated Upstream” First exon Other exon Intron

tag tag (%) (%) () (%) (%)
Hypoxia non-targeted RNAi 19213284 14001295 (73) 4310405 (31) 7384800 (53) 846490 (6) 1459600 (10)
Hypoxia with HIF1A RNAi 17995370 13758453 (76) 4116100 (30) 6995301 (51) 1303571 (9) 1343481 (10)
Hypoxia with HIF2A RNA;j 17047001 14304678 (84) 4547387 (32) 8045603 (56) 830696 (6) 880992 (6)
Normoxia with non-targeted RNAj 17878365 14194520 (79) 3850858 (27) 8449751 (60) 820989 (6) 1072922 (8)
Normoxia with HIFIA RNAi 15190726 12628363 (83) 3554553 (28) 7469575 (59) 822034 (7) 782201 (6)
Normoxia HIF2A RNAi 17175662 14117263 (82) 3702462 (26) 8810503 (62) 685561 (5) 918737 (T)
Total 104500408 83004572 (79) 24081765 (29) 47155533 (57) 5309341 (6) 6457933 (8)

Mapped posmons of the TSS-tags were counted relative to RefSeq regions and relative to exons of RefSeq gene models, when mapped inside of the

RefSeq regions.

477936 (33%) were mapped to the RefSeq regions. The

rest were mapped to intergenic regions (709997; 50%) or
to anti-sense regions of the RefSeq genes (240 522; 17%).
Although the numbers of the TSCs, especially in the latter
two TSC groups, are high, many of the TSS-tag counts
within these TSC were usually one or two, possibly repre-
senting noise-level transcriptions in the cell (see

Supplementary Figure 1; overlap with the 5EST data s

is also shown there).

Genome-wide distribution of hypoxia responsive transcripts

We normalized TSS-tag counts of TSCs to tags per million
(ppm). In order to avoid noise level signals and possible
experimental errors, we focused on TSCs for which TSS-
tag ppm increased by at least 5-fold, having more than
1 ppm TSS-tags. One ppm corresponds to 15-20 indepen-
dent TSS-tags per TSC depending on the dataset. By the
conservative criteria of >1ppm and >5-fold, most of the
intergenic TSCs were removed. Some of the transcripts of
previously identified ‘hypoxic responsive genes’ were also
removed. We tentatively employed these very conservative
criteria, considering that this is the first analysis taking
the TSS-tag approach. However, further detailed analyses
and re-evaluation of the data should be necessary on very
rarely expressed intergenic transcripts, although some of
them' might be the system noise of the transcription

" machinery. For the number of ‘hypoxia-induced” TSCs

with different parameters, see Supplementary Table 2.

In order to validate the calculated fold inductions, we
performed real-time RT-PCR analysis. For this purpose,
RNAs were independently isolated from the DLD-1 cells
cultured in similar hypoxia (1% O;) and normoxia (21%
0,) conditions. From this analysis, again, we observed
that the expression information obtained using this
method was well-correlated with the results obtained
using real-time RT-PCR (Figure 3A). We then performed
microarray analysis and compared the obtained data with
the digital expression data using independently prepared
RNAs. As shown in Figure 3B, the hypoxia responsive
genes detected in microarrays were mostly detected so in
the digital expression profiling, too. At the same time, we
identified additional putative hypoxia responsive tran-
scripts (TSSs) by the new approach possibly owing to

the improved sensitivity and coverage of the analysis
(see below).

We also compared the results of digital gene-expression
data with the previous microarray studies. We first
searched for the data focusing on hypoxia responses of
human cells in GEO database (28). Then, we examined

the original papers and retrieved a list of the genes
“which: were identified as ‘hypoxia responsive genes’ in
- the corresponding study We examined overlap of the

‘hypoxia induced genes’ identified from the previous stu-
dies and from this study. As shown in Figure 3C, 11 genes,
which were reported as hypoxia responsive genes in at
least two of the previous studies (6-9), were detected so
in our tag-based approach.

Using the digital- expressnon data, we identified 9870
hypoxia-induced TSCs in total. Among them, 6366
(64%) were mapped to RefSeq regions on the sense
strand (for the full list of the induced TSCs, see
Supplementary Table 12). The rest were mapped to inter-
genic regions or anti-sense of the RefSeq regions. Gene-
rich chromosomes 17 and 19 had the largest number of
both genic and intergenic hypoxia-induced TSCs per genic
and intergenic base of the chromosomes (Supplementary
Table 3).

We found some genomic regions in which hypox1a~
induced TSCs particularly clustered. We identified 54
genomic regions in which seven or more hypoxia-induced
TSCs clustered in a 100-kb. window (Figure 4A). In
these regions, transcription was activated on hypoxia
from both inter (Figure 4B) and intra (Figures 4C and
4D) genic regions. Furthermore, transcription activation
in the genic regions shown in Figure 4C occurred regard-
less of their exon-intron structure (lower panel; also see
Supplementary Figure 6). We also noticed distal regions
of the chromosomes frequently have such ‘hot regions’
(Figure 4A; also see Supplementary Table 4). There
might be cross-talk between transcription activation in
these regions and chromatin remodeling accompanied by
telomere elongation (29), which is a hallmark of cancer
progression. We further searched for RefSeq regions
with multiple induced TSCs. Of 6366 RefSeq regions
that contained at least one hypoxia-induced TSC, 131
regions had five or more hypoxia-induced TSCs, reflecting
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A B
100 A 2.5-fold changes (>1ppm)
R=0.84 (n=57) tag count microarray
Fold (digital tag count) H R
»
~ / 1 5-fold changes (>1ppm)
01 . o‘ ] 100 tag count microarray
. Fold (real time RT-PCR)
01 - ()9
C .
fold: fold: fold: hypoxia/normoxia
NMID definition hypoxia/mormoxia hypoxia/mormoxia  (microarray in this  reference
(TSS-tag count) (realtime RT-PCR) study)
NM_001124 adrenomedullin 12.5 6.1 4.1 a, b,d
NM_005165 fructose-bisphosphate aldolase C 252 19.2 57 a, ¢
NM_022073 egl nine homolog 3 30 62.0 9.1 a,d
NM_181054, hypoxia-inducible factor 1, alpha
NM_001530 subunit 0.7 0.6 0.9 b,c
NM_000598, tnsulin-like growth factor binding ;
NM_001013398 protein 3 5.1 20 1.5 a,b,c,d
NM_002317 1ysyl oxidase preproprotein 54 2.1 2.4 a,b,c,d
NM_002318 lysyl oxidase-like 2 precursor 17 not amplified L2 a,d
NM_152878,NM_012323 transcription factor MAFF 44 not amplified L3 a,d
NM,_ 006096 N-mye downstream regulated gene 1 188 205 1.5 a,d

Figure 3. Validation analyses of the fold induction, (A) Correlation between the fold changes observed using digital-expression information (vertical
axis) and real-time RT-PCR (horizontal axis). In total, 57 genes out of 63 total glycolysis related genes, from which we obtained meaningful data,
were used for the validation. Each value is the average of three experiments. Sequences of the used primers are shown in Supplementary Table 10. R:
correlation-coefficient calculated by linear regression. (B) Validation experiments by the microarray analysis. Overlap of the microarray results and
digital gene-expression profiling is shown in the bottom margin. The numbers in the parentheses indicate the-number of genes induced by more than
1.5-fold (upper) and 2.5-fold (lower), although they were not detected as ‘induced” by the criteria of 2.5-fold induction (upper) and 5-fold induction
(lower). The statistical significance of the overlap by calculating hypergenometric distribution was P < 5E-67 for 2.5-fold change and P <3E-15 for
5-fold change. (C) Comparison with data from prévious studies. For the comparison with previous microarray studies, the overlap between the genes

those described in the corresponding papers.

the presence of multiple hypoxia-induced transcriptions
start in a single gene. Collective transcriptional induc-
tion events as represented in Figure 4 should not be
extremely rare.

Putative hypoxia responsive non-protein-coding transcripts

Among the 9870 hypoxia-induced TSCs, 3504 were
located at least 50kb away from any protein-coding
genes in the same strand, thus they seemed driving non-
protein-coding transcripts (25,30) (also see the legend for
Supplementary Figure 1). We first searched for hypoxia-
induced TSCs located in the proximal regions of pre-
viously reported intergenic miRNAs using miRBase (31).
We found only two such cases; TSCs 7kb upstream
of hsa-mir-612 and 1kb upstream of hsa-mir-675 were
up-regulated by 18-fold and 8:7-fold, respectively. The
latter TSC actually corresponded to the TSS of the H19
non-coding RNA, which is consistenit with the recent find-
ing that H19 RNA is induced in hepatocellular carcinoma
cells upon hypoxia (32,33). Similarly, we examined over-
lap of the intergenic TSCs with another class of non-
coding RNAs, namely snoRNAs (34). We searched
snoRNABase (35) and identified five TSCs which were
located within 2kb of regions which contained altogether

_ identified as *hypoxia induced’ by this study and the previous studies was evaluated. The ‘hypoxia responsive genes’ in the previous studies were as of

nine snoRNAs (see Supplementary Table 5A). Most of
them were reported to be involved in maturation of ribo-
somal RNAs, indicating a possibility that general transla-
tional machinery might be altered in response to hypoxia.

Although TSS-tag numbers were low for most of the
newly found hypoxia-induced intergenic putative non-
protein coding transcripts (Supplementary Figure 1),
there were still a number of cases where expression and
induction levels were at similar levels to the above two
cases (33ppm and 175ppm for hsa-mir-612 and 675,
respectively). There were 220 TSCs with TSS-tags of
>10ppm (10ppm corresponds about three copies per
cell, assuming 3 x 10° transcripts within a cell; also see
Supplementary” Table 5B). Indeed, among those 220
TSCs, four overlapped with our completely sequenced
c¢DNAs (Supplementary Table 5C), whose average
length was 1974 bp and, for all of which the longest poten-
tial open reading frame was less than 150 amino acids
(450bp). It is also noteworthy that the number 220 is
in the similar range of the number of hypoxia-induced
protein coding genes (see below). ‘

In order to further characterize these hypoxia-
responsive TSCs,. we analyzed the correlation of their
fold inductions against the most proximal protein-coding
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Figure 4. Hypoxia-induced TSCs for putatively non-protein-coding RNAs. (A) Genomic positions of the regions in which activated TSSs highly
concentrated (red circle). Number of RefSeq genes overlapping the corresponding 100kb region is shown in the left margin. Examples of regions in
which large numbers of transcription initiation sites were induced by hypoxia even in intergenic regions [(B): a 100kb region in Chromosome 8] and
inside genic regions [(C): a 100kb region in Chromosome 17]. The vertical axis represents fold induction of the TSS-tag counts. TSSs of the genic
region of NM_019613 (WDR45-like protein gene) are shown in the bottom margin. The direction of the transcription of the RefSeq gene is
represented by a red arrow. Radius of each circle represents the number of TSS-tags. Colour of each circle indicates the direction of the transcription
(red: same direction with the RefSeq gene; blue: opposite direction of the RefSeq gene). Putative alternative promoters on which confirmation
analysis by real-time RT-PCR is shown in (D) are indicafed in red and blue letters (AP1-3). AP: Alternative Promoter. (D) Real-time RT-PCR
analysis of the putative alternative promoters, AP1-3, shown in (C). Fold inductions calculated by TSS-tag counts and real-time RT-PCR are shown
in the third and fourth column, respectively. Primer sequences are shown in Supplementary Table 10. Note that we used first strand single-strand
¢DNA as template, so that the PCR amplification should be strand-sensitive. (*) Also note that fold inductions estimated for AP3 by TSS-tag counts
were the sum of the upstream promoters. As the AP3 were located inside of the last exon, it was impossible to design PCR primers which
discriminate the transcript products of AP3 from those of other upstream promoters. Results of the independent oligo-cap RACE analysis for
each of the APs are also shown in Supplementary Figure 6. ) :
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genes. For this, we used the 220 hypoxia-induced inter--

genic TSCs with TSS-tags of >10ppm. We found that,
in 28 cases, the nearest genes were also up-regulated
by >2.5-fold, while down-regulation by >2.5-fold was
observed only in five cases. The TSS-tag count level of
the intergenic TSCs correlated with that of the nearest
protein-coding genes (upper panels in Supplementary
Figure 2). When other intergenic TSCs were also consid-
ered as the nearest TSCs, this correlation became even

more significant. A similar tendency for co-elevation-

of proximal transcriptions was also observed for
hypoxia-responsive TSCs which were mapped to antisense
positions of RefSeq genes. Among 124 hypoxia-induced
antisense TSCs with >10ppm TSS-tdgs, the correspond-
ing protein-coding transcripts were also up- and down-
regulated by more than 2.5-fold in 24 cases and two
cases, respectively. Again, the TSS-tag counts of putative
non-coding transcripts and the corresponding antisense
protein-coding transcripts were at similar levels (lower
panels in Supplementary Figure 2).

Alternative hypoxia responsive promoters

Among 6366 hypoxia-induced TSCs, which were located
within RefSeq genes, 441 TCS had TSS-tags >10ppm.
Among them, 191 had expression levels of particular indi-
vidual alternative promoters significantly altered (>5-fold
when the individual TSCs were evaluated) while the total
gene-expression levels were not changed (<5-fold when
the TSCs belonging the correspondmg genes were
totalled). A list of the promoters is shown. in
Supplementary Table 6. Figure 5 shows a typical but bio-
logically interesting case in which alternative promoters
were employed differentially between hypoxic and nor-
moxic conditions. In the p53 tumor suppressor gene
family, usage of alternative promoters has been reported
for the p73 and p63 genes. In these genes, the upstream
promoters encode functional transcriptional activator
(TA) proteins and the downstream promoters encode
non-functional silencers (DN) (36). We observed clear dif-
ferential usages of these alternative promoters. In particu-
lar, in both of the p63 and p73 genes, the upstream (TA)
promoters were down-regulated by hypoxia, while the
downstream (DN) promoters were up-regulated. These
results were consistent with the previous report that
TAp63 down-regulates and DNp63 up-regulates VEGF
expression (36). We observed that TSS-tag counts of the
VEGF gene were induced by 9-fold by hypoxia. In addi-
tion to its pivotal roles in regulating cell cycle and apop-
tosis, p53 is also reported to be involved in modulating the
balance between the respiratory and glycolysis pathways
by controlling the expression levels of several downstream
effectors, including COX complex mitochondrial respira-
tory genes (37). In this study, 60% reduction of TSS-tag
counts for the COX complex assembly gene, the SCO2
gene, was observed. In DLD-1 cells, we observed neither
differential usage of the alternative promoters nor overall
gene-expression change in the p53 gene itself. It has been
reported that the protein-coding sequence of p53 is
mutated and the p53 protein product is non-functional
in DLD-1 cells. p63 and p73, which share a well-conserved
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DNA-binding domain with p53, may complementarily
regulate downstream target genes of p53. A drastic shift
of the p63 and p73 usage from TA to DN supposedly
contributes to adaptation of cancer cells to hypoxia.

HIF cascade in hypoxia responsive genes

There were 120 protein-coding genes whose expression
levels were induced >5-fold and >10ppm by hypoxia.
These are the putative ‘hypoxia-induced genes’ selected
using the strict criteria (a list of the genes and their anno-
tations are shown in Supplementary Table 7; note that
some of the previously identified hypoxia induced genes
are not included there because the either fold induction
was below § or expression level was below 10ppm). We
examined whether any of the gene groups were enriched in
these ‘hypoxia induced genes’ for particular Gene
Ontology categories (38) or KEGG (39) pathways. We
found that ‘glycolysis’ related genes were particularly
enriched (P <0.002 and P <0.0008 for GO and KEGG
categories, respectively, by calculating hypergeometric dis-
tributions), We also examined the fold induction of all
of the genes belonging to this gene category. We found
that distribution of the fold inductions were statistically
significantly deviated compared to. other gene groups
(Figure 6; P<0.06 and- P<0.002 for GO and KEGG
categories, respectively, by Wilcoxon signed rank test;
also see Supplementary Figure 3 and Supplementary
Table 11). Interestingly, while the genes encoding enzymes
which enhance glycolysis were ubiquitously up-regulated
under hypoxia, only FBP, which codes for glycolysis-
suppressing fructose-1,6-bisphosphatase, was strikingly
down-regulated. On the other hand, genes encoding
the enzymes involved in the Complex I of oxidative phos-
phorylation in mitochondria were down-regulated
(Supplementary Figure 4). Although it is a well-known
fact that the glycolysis pathway is activated in response
to hypoxia, shifting metabolism from oxygen-requiring
oxidative phosphorylation to  oxygen-independent
glycolysis to obtain ATP (40), this is the first report to
quantitatively measure gene expression changes (or
system-perturbation of a particular gene network) in
terms of the absolute copy number for each gene
component.

We then compared changes in TSS-tag counts by trans-
fecting siRNAs targeting HIF1A and HIF2A to evaluate
dependency of hypoxia-induced gene-expression levels on
HIF transcription factors. Expression of both HIF1A and
HIF2A was suppressed by about 70% according to the
TSS-tag counts and real-time RT-PCR analysis (Supple-
mentary Table 8; also see Supplementary Figure 7).
Among the 120 hypoxia-induced genes, 15 genes were
identified with mRNA levels reduced by 80% by RNAI
of HIF1A. Meanwhile, HIF2A RNAI caused reduction of
mRNA levels of 36 genes. We also examined the sequences
of the regions proximal to their TSSs (1 kb upstream to
200 bases downstream) and found clear consensus
sequences of the HIF1 and HIF2-binding sites (41) in 11
(79%) and 31 (86%) cases, respectively (a list of the genes
is shown in Supplementary Table 9). Although further
compilation of the experimental data is obviously essential
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Figure 5. Hypoxia-induced TSCs in p53 family genes. (A) Count of TSS-tags mapped at the corresponding genomic regions. Red and blue solid bars
represent the TSS-tag counts from normoxia and hypoxia, respectively. Exon-intron structures of the RefSeq transcripts are shown in the bottom
margins. The genome regions depicted in the bar graphs are magnifications of the regions indicated by thin blue lines. Whether the transcripts from
the corresponding promoters should encode the transcriptionally active (TA) or negative (DN) forms is shown in the margin, AP: altérnative
promoter. (B) Validation of the results shown in (A) by real-time RT-PCR analysis. Promoter ID is as of those represented in the bar graphs in
(A). For p63, PCR primers were set in exon 3, so that TA-type transcripts are selectively amplified. Primer sequences are shown in Supplementary

Table 10.

before concluding they are actually direct binding sites of
the HIF1 and HIF2, they should be the first targets for
exploring the transcriptional network mediated by HIF1
and HIF2,

Interestingly, all of the 15 ‘HIF1A-dependent’ genes
were also suppressed by HIF2A RNAi. On the
other hand, only one-third (12 out of 36 genes) of
‘HIF2A-dependent’ genes were suppressed by HIF1A
reduction. Under hypoxia, the total number of TSS-tags

corresponding to HIF1A was increased by 1.5-fold,
and HIF2A RNAIi reduced the HIF1A-expression level
by 60%. Meanwhile, HIF2A expression was not signifi-
cantly increased by hypoxia, and HIFIA RNAi did
not reduce the HIF2A-expression level. These results
suggest that HIF2A may regulate hypoxia-induced
HIF1A expression. Thus, the effect of hypoxia-activated
HIF2A appears to be transmitted to downstream
hypoxia-responsive genes not only directly but also
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Figure 6. Hypoxia-invoked response of the glycolysis gene network. Expression of glycolysis-enhancing enzymes (masked with pale pink) was
up-regulated while that of glycolysis-suppressing enzymes (masked with pale blue) was down-regulated. Human genes assigned to the glycolysis
pathway map of the KEGG database were selected, and TSS-tag numbers of the corresponding genes were evaluated. Red bars and blue bars
represent TSS-tag ppm in normoxia and hypoxia respectively. Fold induction for each of the genes is shown in Supplementary Table 11. Genes
included in the list of the ‘hypoxia-induced’ 120 genes are highlighted by green boxes. Note that, since we used the stricter criteria for selecting
hypoxia-induced genes (>10 p.p.m., >5-fold induction), many of the genes belonging to this pathway are not directly included in the list, though they

showed inductions at least to some extent.

indirectly via HIF1A in DLD-1 cells. Previous studies
have assumed pivotal roles for HIF1A; while the roles
of HIF2A remain mostly uncharacterized, perhaps
because of its low expression level (42). The total
TSS-tag number of HIFIA was about 4-fold larger

than that of HIF2A in this study. In contrast to
previous estimates, the high sensitivity of our
method may have revealed that the hitherto-supposed
‘minor’ HIF2A plays a dominant role in the hypoxia
response.
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Table 2. Statistics of the TSS-tags generated from other cell lines

Relative to RefSeq regions Relative to exons of RefSeq gene models

#total mapped #NM_associated Upstream First exon Other exon Intron

tag tag (%) (%) (%) (%) (%)
MCF7 1% 02 7950745 7259512 (91) 2221013 (31) 3859864 (53) 589298 (8) 589337 (8)
MCF7 21% O2 14189873 12955252 (91) 3828159 (30) 6974356 (54) 989360 (8) 1163377 (9)
HEK293 1% 02 10886858 10233645 (94) 3216794 (31) 5764173 (56) 786235 (8) 466443 (5)
HEK293 21% 02 8303754 7766894 (94) 2343996 (30) 4516688 (58) 593494 (8) 312716 (4)
TIG3 1% O2 9043423 8273656 (91) 1993830 (24) 4977677 (60) 799727 (10) 502422 (6)
TIG3 21% 02 9501473 8686047 (91) 2159571 (25) 5300938 (61) 657096 (8) 568442 (7)

As is the case in Table 1, mapped positions of the TSS-tags were counted relative to RefSeq regions and relative to exons of RefSeq gene models,
when mapped inside of the RefSeq regions.

Table 3. The number of *hypoxia responsive’ genes identified from indicated cell lines; overlap with the ‘hypoxia responsive’ genes in DLD-1 is
shown in the second line (Panel A); for the ‘glycolysis pathway’ genes (shown in Figure 6), average fold change (first line) and the TSS-tag counts in

p.p-m. in hypoxic conditions (second line) were calculated (Panel B)

Panel A
MCF7 HEK293 TIG3
>5-fold induction (>10p.p.m.) 86 24 9
Overlap with DLD1 27 3 4
Panel B
: DLD-1 MCF7 HEK293 TIG3

Average fold change 3.6 3.5 (P =092 1.2 (P = 7.6e-6) 2.0 (P=0.11)
Average p.p.m. in 1% O2 922.9 657.8 (P =0.33) 209.9 (P = 7.6e-T) 542.7 (P = 3.8¢-3)
Panel C

- MCF7 HEK293 TIG3
‘Hot region’ 37 8 9
Overlap with DLD1 . C 3 1§ 0

Statistical significances of the difference compared with the cases in DLD-1, which were calculated by paired Wilcoxon test, are shown in the

parentheses.

Hypoxia responses in different cell lines

In order to further investigate the biological relevance
of the cellular responses to hypoxia observed in. DLD-1,
we performed similar analysis using three different cell
types; MCF7, HEK293 and TIG3 cells. These cells are
breast cancer epithelial cells, non-cancerous immortalized
embryonic kidney epithelial cells and normal (primary)
embryonic lung fibroblasts, respectively. We constructed
a series of TSS-tag libraries from these cells cultured under
21% and 1% O,. From each of the libraries, 815 million
TSS-tags were generated. Overall qualities of the TSS-
libraries were similar to those of the DLD-1 libraries
(Table 2). -
Using these new TSS-libraries, we examined gene-
expression changes invoked by hypoxia in the different
cells. The numbers of ‘hypoxia responsive’ genes (as is
the case of the DLD-1: >5-fold induction; >10 ppm) sig-
nificantly differed between the cell types (Table 3A).
Eighty-six genes were ‘hypoxic induced’ in MCF7 cells,
while far less genes were induced in HEK293 cells and
TIG3 cells. Many of the hypoxia responsive genes in
MCEF7 cells overlapped with those in DLD-1 cells, while
the overlaps in the other cell lines were very scarce.
Particularly, we focused on the ‘glycolysis pathway’

(Figure 6) and observed significant difference in the expres-
sion changes between the cell types in this pathway. For the
genes belonging to the glycolysis pathway, gene-expression
changes in HEK 293 cells and TIG3 cells were smaller than
in DLD-1 cells in terms of fold inductions as well as abso-
lute gene-expression levels, while those of MCF7 cells were
almost at the level of DLD-1 cells (Table 3B).

We could also identify ‘hot regions’ in these cell lines
(Table 3C). However, the number of ‘hot regions’ was
different between the cell types. Particularly, there were
far more ‘hot regions’ in DLD-1 and MCF7 cells than
in TIG3 and HEK293 cells. Interestingly, three of the
‘hot regions’ overlapped between DLD-1 cells and
MCFT7 cells (Supplementary Table 4A), and should thus
be prioritized for further functional characterizations.

DISCUSSION

We have described a simple method to massively collect
positional information of TSSs together with digital infor-
mation of the expression levels of the transcripts. By this
approach, time, costs and efforts necessary for laborious
c¢DNA cloning and sequencing steps could be greatly
reduced. Most part of the technical difficulties to construct
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a full-length cDNA library or a 5 SAGE or CAGE library
could be skipped. Although other cap selection methods,
such as the cap-trapper (10) and Smart system (43), can
be also applied for massively parallel sequencing systems,
our oligo-capping method has a clear advantage. Among
those similar methods, only oligo-capping includes a step
to replace the cap structure with synthetic oligo, in which
sequence necessary for massively parallel sequencing
can be embedded. Therefore, the protocol presented here
should be applicable for any other massive sequencing
technologies.

This approach has several advantages compared to the
current expression profiling methods. Compared with
microarray-based or real-time PCR-based approaches,
our method does not need any probes-or PCR primers,
which should be designed based on presumed transcript
sequences, and thus prevent the detection of novel tran-
scripts with these previous methods. Also, while the pre-
vious methods are designed to detect relative change in
expression of the same transcript between two states,
absolute quantification of the transcripts could be enabled
only by our methdod. Compared with the recent RNA-Seq
method (26,44,45), our method has two major advantages
and one clear disadvantage. Advantages are: (i) exact
positional information of the TSS can be obtained; (ii)
throughput of the expression analysis is better because
our method does not sequence internal part of transcripts.
A disadvantage is that our method cannot detect the spli-
cing pattern of the exons.

A series of validation analyses showed that the data
from our new method is quite reliable (Figures 2 and 3).
However, in some cases, we also noticed that there were
some discrepancies (Figures 2B and 3A). Because we did
not use redundantly mapped TSS-tags, we may have
incorrectly assigned small number of TSS-tag counts,
when a real TSS is located within repetitive sequence ele-
ments, Conversely, the expression level could have been
overestimated, when a small population (but a large
number) of TSS-tags deviated from a huge TSS cluster
by sequence errors, which would be mapped elsewhere
otherwise, were uniquely mapped at the corresponding
gene region. Careful evaluation is crucial especially when
the redundantly mapped tags would be rescued (46).
In either case, confirmation analysis on individual genes
should be essential, as was the case with microarray ana-
lysis in its early days.

Taking advantages of our new method, we revealed
genome-wide changes of the transcriptional landscape in
response to hypoxia for the first time: (All the sequence
data and the cluster data will be made freely available
from our web site “(DBTSS: http://dbtss.hgejp/) and

" from NCBI Short Read Archives (http://www.ncbi.nlm.

nih.gov/Traces/srafsra.cgi?) under the accession number
of SRA003625. Visualization of some of the results for
each gene is also available there (for example, see
Supplementary Figure 5). In our analysis, we identified
‘hot regions’ where hypoxia-induced promoters are
enriched in particular genomic regions, as well as ‘hot’
genes which have many hypoxia-responsive alternative
promoters. It is possible that Liypoxia-invoked chromo-
somal changes came to allow access of transcriptional
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factors in a somewhat global manner. Consistently,
some of the transcriptions from proximal tegions, occa-
sionally including transcriptions of putative non-protein-
coding transcripts, seemed to be under similar regulation
(Supplementary Figure 3), with the extreme cases being
the above-mentioned ‘hot regions’. These observations
could be explained if the surrounding chromosome con-
text, which shapes the transcriptional landscape proxi-
mally, is shared between the TSCs of non-protein-coding
transcripts and the TSCs of RefSeq transcripts.

It is noteworthy that some of such ‘hot regions’ were
also identified from different cell types of distinct cancer
origin, though number and frequencies of them were dif-
ferent. It should be important to further analyze cells of
other mammalian species under hypoxia to see whether
these ‘hot regions’ or ‘hot’ genes are evolutionarily con-
served. Genome-wide high-throughput methods to moni-
tor DNA binding of proteins (42), DNA and histone
modifications (47,48) and DNase I hyper sensitive sites
(49) or combination of them (50), will be needed for
directly analyzing chromosomal structural changes.

It should be also noteworthy that the gene-expression
changes were somewhat similar between DLD-1 and
MCF7 cells, though they were distinct from HEK?293
and TIG3 cells. Both DLD-1 and MCF7 cells were derived
from solid tumour; which may have originally grown
in hypoxic conditions. The enhanced gene-expression
changes observed in DLD-1 and MCF7 should explain
the distinct biology of the cells in response to hypoxia.

Indeed, various new types of analyses have been
enabled by the hereby described method, in which detec-
tion of TSS positions and digital-expression information
can be obtained without a prior knowledge of transcript
structures. Although this is only the first step towards
monitoring dynamic behavior of the human transcrip-
tome, our new method and its application will supply a
unique tool for thorough understanding of the dynamic
nature of the transctiptional program encoded by the
human genome.

SUPPLEMENTARY DATA
Supplementary Data are available at NAR Online.
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