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S100A6 (oncogenesis)
CacyBP/SIP -

CacyBP/SIP(Calcyclin and Siah-1-interacting Protein), ,

1 CacyBP/SIP NSIP (PET28a-NSI
P) (Coomassie blue)

2a CacyBP/SIP NSIP

SDS-PAGE

2b 2a NSIP  CSIP , 12% SDS-
PAGE

3a NSIP (ELISA)

3b (parent cell) C
acyBP/SIP

4 CacyBP/SIP His tag-NSIP His tag

ELISA CacyBP/SIP

His tag-CSIP His tag-IL-5

5 CacyBP/SIP NSIP -
6 SIP60 1G3 CacyBP/SIP
7 S100A6 CacyBP/SIP
S100A6
8
[NC(Normal colon cells); , S(Stromal cells); , CC
(Cancer colon cells); 1
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CacyBP/SIP )
CacyBP/SIP(Calcyclin and Siah-1-interacting Protein)
CacyBP/SIP

CacyBP/SIP 2001 Reed B -
Siah(mammalian homologs of Drosophia Sina) Two-hybr
id [Matsuzawa, S and Reed, J. C., Mol Cell, 7:915-926, 2001]. Cac
yBP/SIP 93% 229 (aal1-80)
B - Siah-1 73 155
B - Skp-1 (aal25-229)
Ca 2+ S100A6(Calcyclin) . 1996
CacyBP/SIP EAT (Ehelich ascites tumor) S10
0A6 [Filip, A. and Wojda, U., Biochem. J., 320:585-587, 1996], 30k
Da Ca 2+ [Filip. A. et al., J. Biol. Chem., 27
7(23):21103-21109, 2002]. 2001 CacyBP SIP(Siah-1-interacting protein)
Sina/Siah SCF Skp-1 , p27kipl, p2
lwaf-1, E2F, Ik B B -
[Matsuzawa, S and Reed, J. C., Mol Cell, 7:915-926, 2001]. CacyBP/SIP
(erythropoietin receptor activation) JAK?2 c-my
c dpp-1 [Xia, Z. B. et al., J. He
matother. Stem Cell Res., 9:651-658, 2000; Pircher, T. J. et al., J. Biol. Chem., 276:8995-9002, 2001].
CacyBP/SIP , S100A6
93% CacyBP/SIP
, [Nowotny, M. et al., J.
Biol. Chem., 275:31178-31182, 2000; Filipek, A. et al., J. Biol. Chem., 277:28848-28852, 2002; Matsuzawa,

S. et al., J. Biol. Chem., 278:1837-1840, 2003]. , CacyBP/SIP Ca 2+
CacyBP/
SIP . , (genotoxic)
p53 B - (cell apoptosis)
, S100
CacyBP/SIP
B - S100A6
, CacyBP/SIP Cac
yBP/SIP
CacyBP/SIP CacyBP/SIP
CacyBP/SIP
CacyBP/SIP
CacyBP/SIP
, CacyBP/SIP
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CacyBP/SIP(Calcyclin and Siah-1-interacting Protein)

CacyBP/SIP
CacyBP/SIP ,
CacyBP/SIP . CacyBP/SIP
. , NIH GenBank Cacy
BP/SIP CacyBP/SIP ;
CacyBP/SIP ;
CacyBP/SIP , CacyBP/SIP
. GenBank ; NM-014412 1 CacyB
P/SIP
: CacyBP/SIP - (His tag)
His tag-CacyBP/SIP -
: His tag-Cacy
BP/SIP , CacyBP/SIP 1
60 His tag-NSIP 10 kDa
151 228 His tag-CSIP 16 kDa
NSIP  CSIP NSIP
(indirect enzyme-linked immunosorbant assay, ELISA)
NSIP

(Freund' complete adjuvant)
(booster injection) ,

NSIP (Freund' incomplete Adjuvant)
3
NSIP
, , NS-1 (myeloma cell)
10:1 , , R
PMI 1640 . (HAT )
HT
HT NSIP
(indirect enzyme-linked immunosorbant assay, ELISA)
(ELISA reader) NSIP
, (limiting dilution)
'SIP60 1G3' (KCTC) 2003 3 7

KCTC 10443BP

CacyBP/SIP ;
1) ;
2) ,
3) CacyBP/SIP
CacyBP/SIP
G, (IgG ;) SIP60 1G3 , NSIP
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NSIP
CacyBP/SIP
30 kDa CacyBP/SIP
CacyBP/SIP S100A6
S100A6 . S100A6
CacyBP/SIP S100A6
29 MRNA CacyBP/SIP ORF
RT-PCR . CacyBP/SIP
CacyBP/SIP ,
, CacyBP/SIP
(enzyme linked
immunosorbent assay; ELISA), (radioimmunoassay; RIA), (sandwich assay),
, (biological microchip)
, ELISA
(biological microchip) (microarray system)
- ELISA, RIA,
96 ELISA
. , (Polyvinyl)
96 (96 well plate), (Polystyrene) 96
L b 2 L
(peroxidase), (Alkaline phosphatase)
, FITC, RITC . ABTS[2, 2'-Azino-bis(3-ethylbenzothiazoline
-6-sulfonic acid)], OPD(o-Phenylenediamine), TMB(Tetramethyl Benzidine)
, ELIS
A
1 CacyBP/SIP
CacyBP/SIP CacyBP/SIP
HepG2(ATCC, HB-8065) mMRNA (reverse tran
scription) cDNA GenBank (Accession number: NM-014412)
CacyBP/SIP 2 3 CacyBP/SIP
4 5
CacyBP/SIP (PCR) DNA
, BamHI  Xhol 180 bp 240 bp DNA ,
BamHI  Xhol pET28a [Novagen 1] pET28
a-NSIP pET28a-CSIP . pPET28a 6 (histidin
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e) , PET28a-NSIP pET28a-CSIP
6 His tag-NSIP His tag-CSIP
2: CacyBP/SIP
CacyBP/SIP pET28a-NSIP CacyBP/SIP
pET28a-CSIP BL21(A DE3) ,
25 / (kanamycin) LB 37
NSIP  CSIP
1 mMIPTG . 12% S
DS-PAGE [ 1]
(100 mM NaH , PO ,, 10 mM Tris. HCI, 6M Guanidine HCI at pH 8.0)
. NTA [Quiage
n J (bead) .
NTA (100 mM NaH , PO ,, 10

mM Tris. HCI, 8M Urea at pH 6.3) 2

E1(100 mM NaH , PO 4, 10 mM Tris. HCI, 8M Urea at pH 4.5), E2(200 g M immidazole, 100mM NaH , PO
4 » 10 mM Tris. HCI, 8M Urea at pH 4.5), E3(400 p M immidazole, 100 mM NaH , PO ,, 10 mM Tris. HCI 8
M Urea at pH 4.5), E4(600 p M immidazole, 100 mM NaH , PO ,, 10 mM Tris. HCI, 8M Urea at pH 4.5), E5

(800 p M immidazole, 100 mM NaH , PO ,, 10 mM Tris. HCI, 8M Urea at pH 4.5) E6(1 mM immidaz
ole, 100 mM NaH , PO ,, 10 mM Tris. HCI, 8M Urea at pH 4.5)
12% SDS-PAGE 2a . NSIP 1
0 kDa CsSIP 16 kDa 12% SDS-PAGE
NTA
SDS-PAGE 25 mM CuCl , Cu 2+
. (Bradford method)
1 7/ . , 10 (SDS-PAGE)
2b
His tag-NSIP His tag-CSIP
2b (T7 tag IgG-HRP conjugate
[Novagen 1) . 12% SDS-PAGE
2
T7 tag IgG-HRP 1 .
0.5% 20(Tween 20) ECL L - ]
X-ray [Kodak 1] [ 5 1
2a 2b , NSIP  CSIP
NSIP CacyBP/SIP
CsIP NSIP
3:
, 2
NSIP 20 /100 (Freund's complete
adjuvant, FCA) 6 8 Balb/c [
1 . 10 NSIP
(Freund's incomplete adjuvant, FIA) .
4 5 (eye bleeding) ELISA
, 3 4 0.85% 20 NSIP
4;
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3 (spleen)
(tissue homogenizer) RPMI1640 ,
15 2 RPMI1640
, (parent cell) NS-1 FOX-NY (ATCC, CRL-1732) 5
=10 5/ 10% (FBS) RPMI 1640 . F
OX-NY RPMI1640 2
10 RPMI1640
10 8 10 7
, 37 1
45% (polyethylene glycol, PEG)-5% (DMSO)
(fusogen) 1 1 1 . (RPMI1640
)9 3 , (RPMI1640)
50 . 10%
(HAT ) 1 2x105/ , 96  (well)
0.2 37
5:
4 CacyBP/SIP  NSIP
NSIP
(micro-titer plate) 2 CacyBP/SIP  NSIP
50 1 /) ,
- 20(PBST) 50
1 - 20
. - 1gG- (goat anti-mouse IgG-horseradish peroxidase(HRP))
[Sigma ] 1 - 20
(OPD) :
492 nm
NSIP
, His tag CSIP
IL-5 (GenBank Accession number, NM- 000879)
His tag-CIL-5
2 NSIP ,
NSIP SIP6
01G3 , SIP60 1G3
(KCTC) 2003 3 7 , KCTC 10443BP

Monoclonal Antibody Isotyping Kit[Sigma-Aldrich ]
3a

200

His tag

SIP60 1G3

ImmunoType T Mouse

NSIP
NSIP
IL-5 NSIP
, CacyBP/SI
His tag-CSIP His tag-CIL
His tag
His tag-NSIP

(Immuno
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globulin Isotyping Kit)[Sigma ] , 1gG1
3b

5 CacyBP/SIP  NSIP
, (Balb/c) 0.5 (pristane) .1
1 5 %10 6 ,
) 10,000 rpm
, . -70

CacyBP/SIP  NSIP
(ammonium sulfate) .
24 42 G (Protein

G agarose affinity column)[Bio-Rad ] [Biorad 1]
- 70
7. CacyBP/SIP -
6 SIP60 1G3 , CacyBP/SIP
, Chang liver(ATCC CCL-13), HepG2 (ATCC HB-8065) Hep3B(ATC
C HB-8064) 10 % (Fetal bovine serum) DMEM(Gibco/BRL) ,
. (lysis buffer; 50 mM Tris HCI[pH 7.6], 150 mM
NaCl, 1 % NP-40, 1 mM aprotinin, 1 mM PMSF) 4 1 12,000 r
pm 30
12% SDS-PAGE
3% 1
.1 2 . 0.5%
3 2 -
G(Goat anti-mouse-1gG-HRP)[ICN ] 1 . 0.5%
20 ECL(Enhanced chemiluminescence)
6 SIP60 1G3 CacyBP/SIP
6 CacyBP/SIP  NSIP
HepG2, Hep3B Chang liver 30 kDa CacyBP/SIP
8: NSIP
CacyBP/SIP Ca 2+
S100A6 . ,
29 2000
mMRMA (reverse transcriptase)
cDNA . cDNA 2 5 CacyBP/SIP
1% .7 CacyBP/SIP
S100A6
7
7 CacyBP/SIP
10% (formalin)

(microtome)
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(xylene) (histoclear) . 1M
1 1M 200 CacyBP/SIP
40 20 . M
2 (biotin) - (avidin-horseradish peroxidase)
[Immunotech ] 40 10 . 2
0.05% H ,0 , 3- -9- (8-amine-9-ethylcarbazol
e) (Meyer's hematoxylin)
, 8 (CC, colorectal cancer) CacyBP/SIP
(NC, Normal colon) CacyBP/SIP
, CacyBP/SIP
, CacyBP/SIP
(57)
1.
SIP60 1G3[KCTC 10443BP] , CacyBP/SIP(Calcyclin and Siah-1-i
nteracting Protein)
2.
1 , (subclass type) 1gG 4
3.
1 [KCTC 10443BP].
4,
(@) [KCTC 10443BP]
(2
3 CacyBP/SIP(Calcyclin and Siah-1-interacting Protein)
CacyBP/SIP
5.
1 CacyBP/SIP(Calcyclin and Siah-1-interacting Protein) , -
CacyBP/SIP
6.
5 , - (ELISA),
(radioimmunoassay; RIA), (sandwich assay),
7.
5 1
8.
5 , : : 2
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NSIP Con CSIP

kDa M 1

98
65

42

29

21

14
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<110>

<120>

Korea Research Institute of Bioscience and Biotechnology

Monoclonal antibody specific for human Calcyclin and

Siah-1-interacting Protein and fusion cell strain producing same

<160> 5
<170>
<210> 1
<211>
<212>
<213>
<400> 1
gcagcgecge
ttcctgttec
gcttcagaag
aggaaaagag
aacaagatgc
gctgtggttg
cagtcagata
gagaatgtgc
gggaagagtt
tcaaaaaaag
aggtgggatt
gacactgaaa
ggagacgatg
gccaaaggag
ggaaatactg
tagctattta
ttatttaaat
gtcattttgt
tgcccaataa
ttgcttgcct
gaagttttgc
ccccttatta

caggtgtttc

2435
DNA

Homo sapiens

gactcgtgcg
tccttctgeg
agctacagaa
tacgtgatgc
aacagaaatc
ctcccattac
agtttgtgaa
aggtgcattt
actccatgat
tcaagactga
acctgaccca
cagatcctag
atatgaagcg
acacggaatt
atgtttccag
catagccttc
aaaatatgct
tcaaggaagg
aaacgctaca
tttaagttac
ataaaatgca
ccaccttaag

tatctagatt

Kopatentin 1.71

ggtaggegte
cggctgcage
agatctagaa
ccttacagct
acagaagaaa
aacgggctat
aatctacatt
cacagagagg
tgtgaacaat
tacagttctt
ggttgaaaag
tgagggattg
aaccattaat
ttgagacttt
taagggaata
taagtaaagg
tattaaacac
gttatattgc
ttgtgtgtat
tgacatcagc
aatcggtgec
caatgtatat

taaatatatt

tgcgeteggt
tcgggacttc
gaggtaaagg
gaaaaatcca
gcagaacttc
acggtgaaaa
accttaactg
tcatttgatc
ctcttgaaac
atattgtgta
gagtgcaaag
atgaatgttc
aaagcctggg
aaagtcgttt
ttggtgaget
caatgaattc
tcctgcaaag
attctcacgt
tttttgttca
ttccaccagt
tgtgcttgaa
gccatgcatt

tgtcaatgaa

ttgagggctc
ggcctgacce
tgttgctgga
agattgagac
ttgataatga
tcagtaatta
gagttcatca
ttttggtaaa
ccatctctgt
gaaagaaagt
aaaaagagaa
taaagaaaat
tggaatcaag
tgggaactgt
gcatatataa
tccatttcct
atggttttat
gaaatataaa
gctaagaatt
gtaaaaattg
ggttgctgta
accatgcact

tgtggaatag

ggcgcggggt
agcccccatg
aaaggctact
agaaatcaag
aaaaccagct
tggatgggat
agttcccact
gaatctaaat
ggaaggcagt
ggaaaacaca
gcectectat
ttatgaagat
agagaagcaa
gatgtgatgt
atttgacaga
actggaggat
tagtaccctg
aagcaagtct
ggaaaagtat
agtaaaacct
gagcatctga
aattcaatca

aaaatctaaa

- 14 -

60
120
180
240
300
360
420
480
540
600
660
720
780
840
900
960

1020
1080
1140
1200
1260
1320

1380
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catgacaata
tttataaaag
caataaagtt
tcagaaaaat
cctgtgatct
aagcaattga
atcacttcag
cttgggtaac
acacacagga
ggaagaagtg
atactgaaac
aatgcatatg
ctaagataac
aaaagtaaag
aaacctagaa
gacaagaaaa
aagaatactt
gttcagaaga

<210> 2

<211> 29

atagacatat
taataaccat
aagtttttct
caggctttta
ccattacttt
agccaggeat
cccaggagtt
agattgagaa
aaaatccaga
gtaggattta
acattatgcc
aaagttacag
tgaaaatagg
catacaaata
gaaataaata
accccaccat
catacaaaaa

gaataaacca

<212> DNA

<213>
<220>
<223>

<400> 2

ctttgtatgg
aaagcaaaaa
tcattagaac
gtaggaatta
attttcctgg
gaaggctgge
taaggctgca
cctgtctcat
agggtaaact
aaatacagaa
tctgtaattg
aatatggtaa
catatagata
ctagaagaaa
aaactattga
aacccaaggc
gaaatgtaaa

gtgtttttac

Artificial Sequence

forword primer of NSIP

cgggatccat ggcttcagaa gagctacag

reverse primer of NSIP

<210> 3

<211> 33

<212> DNA

<213> Artificial Sequence
<220>

<223>

<400> 3

taccagttag
ataatttgaa
agttttatga
ctcctattcc
aggtattagc
gcccgtaate
gtgagctatg
taaaaaaaaa
aaactaaagc
acagtttatg
gggttgacac
aagtggggta
tattccaagc
atggaggaaa
tcaattttaa
aaacaatgta
tgacctttaa

ctttc

ccgctcgagt catggttttt cattatcaag aag

ttttgcegty
agcccgtcta
tttatttgtc
ccctgaagtc
caacacagtt
ccagctacta
atgatgccac
aaaaaaaaaa
tacaattaat
tataggatag
atgaacagaa
aagatgggtt
cgcctgacga
acgacattat
ctacataaaa
ttgacaggat

catgtaaaga

gatcagatgg
ttcctatget
taggagtatg
aggaccagtg
agatcagaga
aggctggagg
tgtactgcag
aagccgttag
atgggaattt
ctataagtaa
tagcagacac
tttaatgata
tctaattgta
atgtgactta
atgtttatag
tccaataatt

tgctcacctt

- 15 -

1440
1500
1560
1620
1680
1740
1800
1860
1920
1980
2040
2100
2160
2220
2280
2340
2400

2435

29

33
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<210>
<211>
<212>
<213>
<220>
<223>

<400>

4
29
DNA

Artificial Sequence

forword primer of CSIP

4

cgggatccct tatattgtgt agaaagaaa

<210>
<211>
<212>
<213>
<220>
<223>

<400>

ccgctcgagt caaaattccg tgtctccttt

5
30
DNA

Artificial Sequence

reverse primer of CSIP

5

- 16 -

29

30
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