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Abstract Estrogen hormones and growth factors in serum play important roles in the carcino-
genesis and development of breast cancer. The study of the effects of the above factors on pro-
tein components and their contents in breast cancer cells is necessary for understanding the mo-
lecular mechanisms. In this study isobaric tags for relative and absolute quantification
iTRAQ labeling coupled with two-dimensional liquid chromatography-tandem mass spectrom-
etry 2D-LC-MS/MS was employed to compare the differential protein expressions in MCF7
cells upon 17B-oestradiol E2 stimulation or serum deprivation SD versus in normal condi-
tions. A total of 576 proteins with the confidential level of =95% were identified 26 proteins
among the 576 proteins were found to be differentially expressed after E2 stimulation or serum
deprivation and among them 10 proteins were up-regulated and 16 proteins were down-regula-
ted by more than two folds. Interestingly both E2 and serum significantly altered the level of
proteins involved in protein synthesis. This demonstrated iTRAQ coupled LC-MS/MS is an effi-
cient methodology in comparative proteomics.
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- 2D-LC-MS/MS Gibco /
Hyclone 178-
Sigma Dc Protein
Assay Bio-Rad iTRAQ Reagent
DIGE ' Multi-Plex Kit Applied Biosystems
LC-MS/MS 1.2
SILAC stable isotope labeling 1.2.1
by amino acids in cell culture ? MCF7 10% RPMI-1640
ICAT isotope-coded affinity tags ° iTRAQ iso- 5% CO, 37 C
baric tags for relative and absolute quantification 2.5 g/L 178-
! 1 g/L -80 C
LC-MS 4 10 cm
i 40% ~ 50% 4
DIGE 1 10%
/ RPMI-1640
2 10 nmol/L 17B- 10%
SILAC / RPMI-1640
ICAT 17B- 10 nmol/L 3
SD RPMI-1640
iTRAQ N- 4 10 nmol/L 178-
4 ~8 RPMI-1640
70 178- 10 nmol/L
48 h
10 estrogen recep- 4 C 0.1 mol/L
tor ER 3
1.5 mL
200 pL
e 3 10 s
FGF Dc Protein Assay
EGF PDGF
1.2.2 iTRAQ
" 80 pg
- iTRAQ
m/z
114 115 116 117 iTRAQ
18 19
mRNA 4
20
iTRAQ 2D-LC-MS/MS 1.2.3 -
17B-oestradiol E2 ER MCF7
1 mL 10 mmol/L KH,PO, pH
3.0 PolySulfoethyl A
1 0.32 mm x50 mm 5 pm 20 nm PolyLC Inc.
1.1 1 mL
MCF7 ER TCEP tris 2-carboxyethyl phosphine SDS
RPMI-1640 sodium dodecyl sulfate CaCl, iTRAQ
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10 20 30 40 50 60 80 100 300 500 Paragon o ProteinPilot 2. 0
mmol/L KC1 Applied Biosystems IPI
500 IPI_HUMAN335. fasta
pL 95% ProtScore=1.3
100 pL 0.1% m/z 114 115 116 117
2% - m/z 114 A,
AIIS/A114 A116/A114 A117/A114
40 pL 0.3 mm x5 mm 5 pm Mi- bias correction
3 0,
chrom BioResources Inc. A 0.1% =999
10 wL/min 10 min
C18 50 mm x 75 pm
K =99%
3.5 pm 30 nm Zorbax 300SB C-18 Agilent
W g MS/MS
A B 90% -0. 1%
. 2 min 2
250 nL/min 2% B —>
80 min 2 1
10% B——50% B .
; ; +30%
QStar XL MS/MS Applied Biosystems =
2 iTRAQ-LC-MS/MS
information dependent acquisition mode m/z 114 E2
IDA IDA m/z 350 ~ 5 E2
1700 4 4
4 5 E2
m/z 100 ~2 000 2s Q2 7 11
+0.015% 150
ppm 2 min 1
1.2.4 1 10 16
Analyst® QS1. 1 2
1
Table 1 Differentially expressed proteins from experimental groups compared with control group
Peptide . 2 o Aps/And An/Anst A AL
overage ;
IPI identifier number' & 0 Protein name e HeT R
a b a b a b a b a b
IPI00182533.5 2 3 10.9 16.8 60S ribosomal protein L28 RPL28 2.76 2.57 3.50 3.29 2.65 2.55
IPI00025491. 1 6 7 18.2 20.0 eukaryotic initiation factor 4A-I EIF4Al 2.22 1.87 0.62 0.59 2.50 2.41
IPI00017617. 1 5 4 12.2 11.0 probable ATP-dependent RNA helicase 2.16 2.25 1.57 1.63 2.20 2.01
DDX5 DDX5
IPI00025874.2 4 3 9.6 7.1 dolichyl-diphosphooligosaccharide-protein 2.04 1.76 2.05 1.45 2.45 1.87
glycosyltransferase 67 kDa subunit
precursor RPNI1
IPI00414676. 6 9 10 38.3 45.3  heat shock protein HSP 90-beta HSP90ABI1 2.00 1.94 .11 1.43 1.73 2.15
IPI00012102. 1 2 2 3.3 9.6 N-acetylglucosamine-6-sulfatase precursor GNS 0.49 0.47 0.44 0.58 0.35 0.42
IPI00169276. 1 5 3 12.1 10.9 trypsinogen C 0.48 0.55 1.16 1.53 0.61 0.78
IPI00011694. 1 4 5 17.4  23.1 trypsin-1 precursor PRSSI 0.40 0.35 1.25 1.32 0.62 0.67
IPI00012202. 1 1 2 3.2 9.6 methylosome protein 50 WDR77 0.34 0.35 1.09 1.15 0.48 0.50
1P100220327.3 9 8 29.5 24.2  Kkeratin type II cytoskeletal 1 KRT1 0.92 1.00 2.33 2.63 1.08 1.18
IPI00386621. 1 2 2 30.6 31.6 CALMS3 protein CALM3 0.79 0.88 2.09 1.93 1.88 1.91
IPI00216691. 5 6 7 68.1 70.0 profilin-1 PFNI 1.03 1.03 0.49 0.51 0.89 0.97
IPI00788802.1 10 10 22.8 23.6 transketolase variant fragment TKT 0.92 0.91 0.48 0.45 0.75 0.82
IPI00419258.4 12 12 47.9 49.1  high mobility group protein Bl HMGBI 1.13 1.06 0.45 0.47 0.68 0.78
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Table 1 Continued
Peptide ) 3 4 5
IPI identifier number' Coverage™ /% Protein name Aus/ A Aue/Anna A/ A
a b a b a b a b a b
IPI00026087. 1 3 3 18.0 15.9 barrier-to-autointegration factor BANF1 0.68 0.61 0.41 0.48 0.17 0.15
IPI00008529.1 2 2 17.4  10.4 608 acidic ribosomal protein P2 RPLP2 1.52 1.49 1.54 1.56 2.88 2.93
IPI00550900. 1 3 1 13.4 7.6 translationally-controlled tumor protein TPT1 1.50 1.39 1.37 1.22 2.19 1.97
IPI00746438.2 4 3 24.3 19.2  isoform 2 of 60S ribosomal protein L11 RPLI1 1.60 1.50 1.08 0.91 2.02 1.55
IPI00644055. 1 3 3 6.1 3.0 heterogeneous nuclear ribonucleoprotein 0.79 0.75 1.13 1.17 0.50 0.51
R isoform 1 HNRNPR
IPI00291006.1 17 15 65.4  62.4 malate dehydrogenase mitochondrial 0.57 0.56 1.00 1.05 0.50 0.53
precursor MDH2
IPI00759493.3 4 4 13.3 5.5 succinate-CoA ligase GDP-forming 0.66 0.53 0.87 1.08 0.48 0.68
alpha subunit SUCLGI1
IPI00658109. 1 7 6 24.9 22.5 creatine kinase ubiquitous mitochondrial 0.58 0.58 0.88 0.90 0.47 0.51
precursor CKMTIB CKMTIA
IPI00413671. 1 1 1 1.3 0.9 isoform 2 of Bcl-2-associated transcription 0.68 0.66 1.13 1.15 0.46 0.47
factor 1 BCLAFI
IPI00453473.6 14 17 62.1 63.0 histone H4A H4A 0.74 0.74 1.18 1.23 0.46 0.52
IP100008603. 1 14.9 43.5 actin aortic smooth muscle ACTA2 0.81 0.72 0.57 0.57 0.40 0.29
IPI00741756. 1 3 4 16.7 30.0 similar to Nonhistone chromosomal protein 0.58 0.65 0.84 1.12 0.24 0.32

HMG-17 HMGN2P7

1 peptide number unique peptide identified. 2
for 17B-oestradiol

E2

E2 treatment group versus control group. a and b two parallel tests.

2

*

Table 2 Standard deviations among different peptides used for relative protein quantification *

coverage coverage based on peptide sequences with confidence level =95%. 3

treatment group versus control group. 4 for serum deprivation SD group versus control group. 5 for SD +

IPI identifier Protein name Peptide Peptide sequence Standard deviations
number Aps/Ay A/ A Ay /Ay
IPI00182533.5  60S ribosomal protein 2 3.11 £0. 68 3.50 2.65
128 RPL28 GVVVVIK 3.59 3.50
NCSSFLIK 2.63 2.65
IP1I00025491. 1 eukaryotic initiation factor 6 2.13 £0.85 0.62 £0.04 2.36 £0.31
4A-1 EIF4A1 AILPCIK 2.78 0.66
ATQALVLAPTR 1.28 2.40
KEELTLEGIR 1.05 1.92
TATFAISILQQIELDLK 1.85 2.44
VFDMLNR 2.93
VLITTDLLAR 2.86 0.59 2.66
IPI00017617. 1 probable ATP-dependent RNA 5 2.21 £0.39 1.63 £0.22 2.21 +£0.32
helicase DDX5 DDX5 DWVLNEFK 2.74 2.46
KKWNLDELPK 1.77
LLQLVEDR 2.37 1.53 1.86
LMEEIMSEK 1.87 1.49 2.02
NFYQEHPDLAR 2.29 1.89 2.49
IPI00025874.2  dolichyl-diphosphooligosac- 4 2.32+0.96 2.31+1.21 2.44+0.97
charide-protein glycosyl- FFTVK 1.85 3.17 2.87
transferase 67 kDa subunit IDHILDAL 3.70
precursor RPNI1 LAHLGVQVK 1.51 1.45 1.33
TVDLSSHLAK 2.23 3.13
IPI00414676. 6 heat shock protein HSP 90- 9 2.31 +£0.81 0.75+0.12  1.97 £0.90
beta HSP90ABI AKFENLCKLMKEILDKKVEK 1.96 0.63 1.17
HLEINPDHPIVETLR 1.96 1.82
GFEVVYMTEPIDEYCVQQLK 1.13 0.75 1.11
HLEINPDHPIVETLR 3.12
HSQFIGYPITLYLEK 1.82 1.82
KHLEINPDHPIVETLR 1.50 3.84
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Table 2 Continued
. . . Peptide . Standard deviations
IPI identifier Protein name Peptide sequence
number Aps/ A Ane/Ans Ay /Ay
RAPFDLFENK 3.32 0.87 1.84
SIYYITGESK 2.73 1.48
YHTSQSGDEMTSLSEYVSR 3.24 2.64
IPI00012102.1  N-acetylglucosamine-6- 2 0.49£0.02 0.46+0.45 0.39+0.32
sulfatase precursor GNS AFQNVFAPR 0.47 0.78 0.62
NFNIHGTNK 0.50 0.14 0.16
IPI00169276.1  trypsinogen C 5 0.46 +0.09 1.24 +0.54 0.68 +0.46
HPKYNRITLNNDIMLIK 0.38 0.87 0.34
ITLNNDIMLIK 0.56 1.73 1.27
IVGGYTCEENSV 0.42 1.93 1.10
KYNRITLNNDIMLIK 0.38 0.81 0.35
RHPKYNRITLNNDIMLIK 0.56 0.86 0.36
IPI00011694. 1 trypsin-1 precursor PRSSI1 4 0.37 +0.12 1.14 £0.33 0.61 £0.35
RHPQYDRKTLNNDIMLIK 0.26 0.76 0.28
QVSLNSGY 0.54 1.32 1.02
NKPGVYTK 0.37 1.50 0.79
HPQYDRKTLNNDIMLIK 0.30 1.00 0.35
IP100012202. 1 methylosome protein 50 1 0.35 1.12 0.51
WDR77 SSGTQAVSGSK 0.35 1.12 0.51
1P1I00220327.3 keratin type II cytoskeletal 9 1.06 +0.26 2.12+0.80 0.85=x0.22
1 KRTI1 AEAESLYQSK 1.06 2.33 0.75
LNDLEDALQQAK 1.04
SKAEAESLYQSK 1.64 1.78
SLDLDSITAEVK 0.83 1.98 0.70
SLNNQFASFIDK 1.20
SLNNQFASFIDKVR 0.96 1.80
WELLQQVDTSTR 1.07 3.59 1.11
YEELQITAGR 0.76 1.26
FLEQQNQVLQTKWELL- 0.98
QQVDTSTR
IPI00386621. 1 CALM3 protein CALM3 2 0.79 2.09 1.82 +0.14
ADQLTEEQIAEFK 1.72
EAFSLFDK 0.79 2.09 1.92
IPI00216691.5  profilin-1 PFNI 6 1.12+£0.19 0.56£0.26 1.09 +0.34
CYEMASHLR 1.44 0.63 1.41
DSPSVWAAVPGK 0.98 1.05 1.12
EGVHGGLINKK 1.01 0.35 0.55
SSFYVNGLTLGGQK 0.98 0.42 0.80
TFVNITPAEVGVLVGK 1.05 0.52 1.30
TLVLLMGK 1.27 0.38 1.34
1PI00788802. 1 transketolase variant 10 0.90+0.14 0.48+0.12 0.67 £0.31
fragment  TKT VLDPFTIKPLDR 1.09 0.31
TVPFCSTFAAFFTR 0.93 0.36 0.84
TSRPENAIIYNNNEDFQVGQAK 0.76 0.59
SKDDQVTVIGAGVTLHE- 0.68 0.45 0.28
ALAAAELLKK
NSTFSEIFKK 0.98 0.44 0.59
NSTFSEIFK 0.69 0.71
KISSDLDGHPVPK 1.01
ITALDGDTK 0.97 0.45 1.14
HQPTAITAK 1.01 0.46 1.02
ESWHGKPLPK 0.88 0.59
IPI00419258.4  high mobility group protein 12 1.23 £0.44 0.49 £0.33 0.66 £0.50
Bl HMGBI FKDPNAPK 1.63
GEHPGLSIGDVAK 0.63 0.74
GKFEDMAK 1.14 0.55 0.94
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Table 2 Continued
. . . Peptide . Standard deviations
IPI identifier Protein name Peptide sequence
number Aps/ A Ane/Ans Ay /Ay
HPDASVNFSEFSK 1.31 0.64
IKGEHPGLSIGDVAKKLGE- 0.94 0.19 0.05
MWNNTAADDK
KFKDPNAPK 2.27
KHPDASVNFSEFSK 1.16 0.57 0.94
KHPDASVNFSEFSKK 0.98 0.17 0.20
KKHPDASVNFSEFSKK 0.91 0.13 0.06
KLGEMWNNTAADDK 1.17 1.14
RPPSAFFLFCSEYRPK 1.40 0.53 0.99
TYIPPKGETK 1.37
1P100026087. 1 barrier-to-autointegration 3 0.85+0.34 0.47+0.22 0.37 +0.50
factor BANFI AYVVLGQFLVLK 1.24 0.95
GFDKAYVVLGQFLVLK 0.61 62 0.13
KDEDLFREWLKDTCGANAK 0.68 32 0.04
IPI00008529. 1 60S acidic ribosomal protein 2 1.54 £0.33 1.55+0.29 2.95+0.42
P2 RPLP2 NIEDVIAQGIGK 1.77 1.34 2.66
VISELNGK 1.30 1.75 3.25
IP100550900. 1 translationally-controlled tumor 3 1.54 £0.39 1.37£0.00 2.16+0.44
protein TPTI EIADGLCLEVEGK 1.11 2.55
MIFFK 1.65 1.37 2.24
MIIYR 1.86 1.37 1.68
IPI00746438.2  isoform 2 of 60S ribosomal 4 1.79 £0.41 1.08 1.67 £0.74
protein L11 RPLI11 TGCIGAK 2.36
VLEQLTGQTPVFSK 1.37 1.08 1.14
WFQQK 1.69
YDGIILPGK 1.76 2.19
IPI00644055. 1 heterogeneous nuclear ribon- 3 0.82 +0.11 1.26 £0.37 0.51 £0.01
ucleoprotein R isoform GAPLGPPRGSRGGRGGP 1.69
1 HNRNPR GYAFITFCGK 0.90 1.04 0.52
LKDYAFVHFEDR 0.75 1.06 0.51
IPI00291006. 1 malate dehydrogenase mito- 17 0.62 +0.19 1.18 £0.44 0.58 +0.24
chondrial precursor MDH2 STPLLLGK 1.12 1.76
GCDVVVIPAGVPR 0.91 1.55 0.83
SQETECTYFSTPLLLGK 0.79 0.22
MISDAIPELK 0.70 1.34 0.76
EGVVECSFVK 0.68 1.22 0.71
VNVPVIGGHAGK 0.62 1.04 0.61
IQEAGTEVVK 0. 60 1.21 0.66
AGAGSATLSMAYAGAR 0.60 0.64 0.37
AKVAVLGASGGIGQPLSLLLK 0.59 0.37
IFGVTTLDIVR 0.57 0.81
VDFPQDQLTALTGR 0.55 1.26 0.54
TIPLISQCTPK 0.55 0.66 0.14
ANTFVAELK 0.53 1.07 0.62
FVFSLVDAMNGK 0.48 1.46 0.66
GYLGPEQLPDCLK 0.48 1.33 0.60
HGVYNPNKIFGVTTLDIVR 0.46 0.09
VAVLGASGGIGQPLSLLLK 0.32 1.84 0.91
IPI00759493.3  succinate-CoA ligase GDP- 4 0.64 +0.18 1.04 £0.27 0.54 £0.08
forming alpha subunit GGQTHLGLPVFNTVK 0.67 1.26
SUCLG1 IGIMPGHIHK 0.88 0.65 0.48
IICQGFTGK 0.47 1.14 0.50
MGHAGAIIAGGK 0.55 1.13 0.63
IPI00658109. 1 creatine kinase ubiquitous 7 0.62 +0.15 1.02+£0.26 0.62 +0.25
mitochondrial precursor AGVHIKLPLLSK 0.47 0.49 0.19
CKMT1B CKMTIA GIWHNNEK 0.53 1.06 0.56
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Table 2 Continued
. . . Peptide . Standard deviations
IPI identifier Protein name Peptide sequence
number Aps/ A Ane/Ans Ay /Ay
GLSLPPACTR 0.67 1.29 0.71
GWEFMWNER 0.87 1.09 0.84
IPTPVIHTK 0.50 0.90 0.49
SFLIWVNEEDHTR 0.75 1.14 0.94
VVVDALSGLK 0.57 1.18 0.59
IPI00413671. 1 isoform 2 of Bcl-2-associated 1 0.65 1.12 0.46
transcription factor 1 RGRGRGTFQRGRGR 0.65 1.12 0.46
BCLAF1
IPI00453473.6  histone H4A 14 0.90 £0.22 1.31 £0.72 0.54 +£0.42
KTVTAMDVVY 1.37 1.54
DAVTYTEHAK 1.12
ISGLIYEETR 1.11
RDNIQGITKPAIR 1.07 1.61 0.59
TVTAMDVVYALK 1.03 2.64
TVTAMDVVYALKR 0.89 1.08 0.38
DNIQGITKPAIR 0.85 1.23 0.69
GVLKVFLENVIRDAVTYTEHAK 0.83 1.25 0.18
GVLKVFLENVIR 0.82 0.66
RKTVTAMDVVYALKR 0.81 0.11
RISGLIYEETR 0.79 1.11 0.39
KTVTAMDVVYALK 0.69 2.23
KTVTAMDVVYALKR 0.63 0.78 0.17
GVLKVFLENVIRDAVTY 0.55 1.03 0.31
IPI00008603. 1 actin aortic smooth muscle 3 0.91 +0.26 0.53+0.18 0.22+0.28
ACTA2 GILTLKYPIEHGIITNWDDMEK 0.79 0.40 0.03
GILTLKYPIEHGIITNWDDM- 1.21
EKIWHHSFYNELR
LCYVALDFENEMA- 0.74 0.66 0.42
TAASSSSLEK
IPI00741756. 1 similar to nonhistone chromo- 3 0.56 £0.13  0.59+0.38 0.14 +£0.08
somal protein HMG-17 LSAKPAPPKPEPK 0.64 0.78 0.18
HMGN2P7 LSAKPAPPKPEPKPK 0.41 0.16 0.05
PAPPKPEPKPK 0.64 0.85 0.19

# The data in the table were obtained from test a in Table 1. The ratio without standard deviation is derived from single peptide

identification confidence =95%

99%

iTRAQ-LC-MS/MS
iTRAQ

2.2

iTRAQ-LC-MS/MS

MCF7

iTRAQ-LC-MS/MS

E2

EIF4Al

E2
E2
E2

MCF7

Akt

24

Caz +

. The standard deviations are calculated using the arithmetic averaging method.
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Fig. 1 Mass spectra for the identification and relative quantification of a peptide ATQALVLAPTR from EIF4Al protein

a. The ion intensities of reporter ions m/z 114 115 116 and 117 represent the relative abundances of the peptides in control group
17B-oestradiol E2 treatment group serum deprivation SD group and SD + E2 treatment group respectively. b. product ion series
detected after collision induced dissociation.
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Fig. 2 Mass spectra for identification and relative quantification of a peptide VLEQLTGQTPVFSK
from 60S ribosomal protein L11
a. The ion intensities of reporter ions m/z 114 115 116 and 117 represent the relative abundances of the peptides in control group
17B-oestradiol E2 treatment group serum deprivation SD group and SD + E2 treatment group respectively. b. product ion series
detected after collision induced dissociation.
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keratin
KRT1 keratin type II
cytoskeletal 1 1
E2

ACTA2 actin aortic smooth muscle

ACTA2
ACTA2 B,
transforming growth factor 8, TGF-g,
2 TGF-B,
ACTA2

E2
ER

iTRAQ-LC-MS/MS

E2

1 Unli M Morgan M E Minden J S. Electrophoresis 1997
18 11 2071

10

11
12

13

14

15

16

17

18

20

21

22

23

24
25

26

Ong S E Blagoev B Kratchmarova I et al. Mol Cell Pro-

teomics 2002 1 5 376

Gygi S P Rist B Gerber S A et al. Nat Biotechnol 1999

17 10 994

DeSouza L. Diehl G Rodrigues M J et al. J Proteome Res

2005 4 2 77

Levin Y Schwarz E Wang L et al. J Sep Sci 2007 30
14 2198

Li X Jiang X N Zou H F. Chinese Journal of Chromatogra-

phy . 2008 26 2 189

Quaglia M Pritchard C Hall Z et al. Anal Biochem 2008

379 2 164

Hardt M Witkowska H E  Webb S

2005 77 15 4947

Phanstiel D Zhang Y Marto J A et al. J Am Soc Mass

Spectrom 2008 19 9 1 255

RussoJ Ao X Grill C et al. Breast Cancer Res Treat
1999 53 3 217

Zumoff B. Proc Soc Exp Biol Med 1998 217 1 30

Key T Appleby P Barnes I et al. J Natl Cancer Inst
2002 94 8 606

Santen R J. J Clin Endocrinol Metab 2002 87 7 3007
Egeblad M Jaittela M. Int J Cancer 2000 86 5 617
Kato S Endoh H Masuhiro Y et al. Science 1995 270
5241 1491

Johnson M R Valentine C Basilico C et al. Oncogene
1998 16 20 2647

Finlay G A Hunter D S Walker C L et al. Am J Physiol
Cell Physiol 2003 285 2  C409

Gadal F Starzec A Bozic C et al. J Mol Endocrinol
2005 34 1 61

Stender J D Frasor J Komm B et al. Mol Endocrinol
2007 21 9 2112

Chen G Gharib T G Huang C C
teomics 2002 1 4 304

Shilov IV Seymour S L. Patel A A et al. Mol Cell Pro-
teomics 2007 6 9 1638

Gan C S Chong P K Pham T K et al. J Proteome Res
2007 6 2 821

Liu H Adler A S Segal E et al. PLoS Genet 2007 3
6 e91

Li L Sacks D B. Mol Cell Endocrinol 2007 19 3 439
Gallo D Jacquot Y Laurent G et al. Mol Cell Endocrinol
2008 291 1/2 20

Casey T M Eneman J Crocker A et al. Breast Cancer
Res Treat 2008 110 1 39

et al. Anal Chem

et al. Mol Cell Pro-





