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Serum 450ul
5mM Nas[Co(COs)s] -3H20 50;&

| 37°C, 60min

Senm 22651 “Serum 2251

(+) 80mM NTA 25ul () l‘Solvent
l<—, (total 250ul) —" 25,

| RT, 30min

! HPLC
f l 20yl injection ‘ l

X2 Non-metal HPLC ZF U \=IIiE NTBI ) EE

. NEmy ( CKif)
hepcidin-20 ~ [CIFCCGCCHRSKCGMCCKT
hepcidin-22 = FPICIFCCGCCHRSKCGMCCKT » &Rk
hepcidin=25  DTHFPICIFCCGCCHRSKCGMCCKT

© E-MEM + 10% Fetal Bovine Serum THRUSSE L BE(ER

f hepclasn;ZOQZZ —25 ; .
e g-*'mALﬂ&xﬁ
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: , LC-tandem MS L_‘C*
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+ 200 ng/mL ['3C,,, "®N,Jhepcidin—25 ( internal standard )

E3 LC tandem MS [C&BAANTID U FAYITA—LDORIFERE X

— 4=




B EG ETRESROFHMICET HEEREY —F
VTN T RIS EIREOHEIC
SWT, ORMECKRIFFM, @M/ M. @
BRI A 1T 9
(&)
WrFEERE (BHw) 1k ISRt EnEE
BT ARAEMRIL] (BER : BIRERRE
INEEEL) L OFBIEEERIRY | MEMRO
BAEZAT O, I iEE (EEEER) IR
REEEHEL. EEABOREL~T ¥
VEEORRIIEE & OFEE, MIEBROE
HEITH, HRESHEE (ELARBRD 34K
REIORAE LEHE, NTBI JIEZ YT 5, B
ey (AR ARREIONER X
UREHEREHE L HY T 5,
(e ~DhlRE ]
MBEEIIL, SHERkE a0, SR
BEREPOEHERPAREELFE L THHA
L, XECRABEE fREBEEFCHL T,
HEOBEO—EHE L TUHIHHITL TV A
MO GO TAHERO MK E RS &
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e D LER D D,

[NTBI #Hll7£] Nonmetallic PEEK (polyether-
ethylketone) tube % F\ 7z 2796 BioSepa~
ration Module with 2998 Photodiode Array
Detector (Waters) 2. OmniSpher 5C18; G100
x 3 Repl, glass column with ChromSep guard
column SS (Varian) % %35 L7z non-metal
HPLC Y AT LEMBE LT, TNE TRV AT
ATEME IO RIRERROEEMIC
BMLTEOMEREZHBICL, ®ETSHZ L
THREBEOR L ZELLREY AT & (K
HL >y ~10 uMFe) ZBETHZ L TX
TETo, TORRE, B ALK NTBI {EZ K
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0.091 pMFe (n=20). %&t#:: 0. 212 + 0.095 M
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hep—20 X R®=0.7544. hepc—25/hepc—20 1%
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x1 @EACSITAMBENB EELUORENT OOV - P4V T7+—LIEE

Hepcidin (ng/mL)
Sex Values NTBI (uM Fe)
hepc—20 hepc—22 hepc—25
Average 0.206 = 0.091 3.767 + 2.565 1.212 + 0.574 16.240 + 12.940
Male
Range 0.065 — 0.346 2.599 — 4.935 0.956 — 1.479 10.350 — 22.130
Average 0.212 + 0.095 1.387 + 1.882 0.102 £ 0.519 8.159 + 13.830
Female
Range 0.011 — 0.387 0.480 — 2.294 0.452 — 0.953 1.492 — 14.830
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ThY, SORLMFTEHHFETLLDOTH D,
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FENFCET HREEEFIEE (SOP;
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NTOTRYHAMIC L, LR, R
LRTHIFEL, PL—FE YT 0 SA[EEAR
RREBEL, BohifllET —& OEHEME
ERERLTWLERDH D, Sbic, MEL
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SRR L W) LTeRUBHINE ke 35 2 &8
BECHY., SBRVANENEZRIT DLE
Nd 5,

E. ¥

REPNE T 27 MBI LTI, ERMERE
TR EE EREEnEEICET WA
BFFEEE CNEBHIER) | Lo e & Y AR
At (E) O—FEREE EEH 2 BH L.
LENOFERLR AL L OITRFIEEL &
DEFRREBONELFIATE S LD ElHLE
Wiz, T, TOENF AT LOESE - HESL
E LT, TNETERBTHRIEDTONATIR
Mo fofiliE NTBL 72 & ONT 3T DIFEN T
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FEER AT AR BT, ABRFTH»S
BoN I EE AOME NIBL {H: b~

v (hepc—20, hepc—22, hepc~25) BE%
Bz, RERPFEOMREBICET DRE L
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VR WEETR MR SIS L T OEITRR I R
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1. FRCHE

® Tkuta K, Yersin A, Ikai A, Aisen P,
Kohgo Y3 Characterization  of - the
interaction between differric
transferrin and transferrin receptor 2 by
functional assays and atomic.:force
microscopy. J Mol Biol, 2010;397:375-384

® Hosoki T., Ikuta K., Shimonaka Y.,
Sasaki Y., Yasuno H., Sato K., Ohtake T.,
Sasaki K., Torimoto Y., Saito K. andKohgo
Y.: Heterogeneous expressions of hepcidin
isoforms:.in. - hepatoma~derived :cells
detected ‘using simultaneous. LC-MS/MS.
Proteomics — Clinical Applications -,
2009; 3(11) :1256-1264

o AHIEk,; EFXABNRBFNOATEFEE
M. HAZNERSHES 2009 F
42(11) :815-817

o AWk, BANE. mEH ; MMk



BEE OFFHE & EWR. ik - REBR 2009
#£11 A& 59(5):522-527

® EHTEAR, WmEH; SAH. Ak 2009
F£8 A% 58(8):1692-1697
® EHIER. BmBE ; SR ORIEHEE.
AR E EEPEN 2009 F 7 A%
39(7) :798-802

® AHIAR., BARE. ®mERME ; SR#H»
LA RMEERLD S FHEL S<D. &
TRINAIEEE 2009 42 8(1) :3-9

® ‘EMIAk. Ex ARBHRI. BEANRE. &%
W ERNARES E SREE LS L— b
Wik MmO T 47 2009 F 2 A%
19(2) :31-39

o [HHE., $hARMEN:. K&HRE. HBML. Lk
R, MBI 5. LHESE, ILEE.,
AEIER, REME., KHE. BEH 5.
ANEBAA ol BB RIS T D
ICL670 (deferasirox) & 512 K ¥ & i gg D
B OB R AEGRE. K
¥E 2009 4E 11 BB 50(11) :1626-1629
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1) #4t

® 51° ASH Annual Meeting (2009.12.5-8,
New Orleans)
Diferric - transferring—sensed hepcidin
upregulation in human hepatoma—derived
cell lineis differentially controlledin
each isoform 20, 22, 25, confirmation by
a novel ‘simultaneous quantification by

chromatography/tandem mass

Takaaki

liquid

spectometry.  Katsuya' Ikuta;

Hosoki, Yasushi Shimonaka, Yusuke Sasaki,

Hidevyuki + Yasuno, Takaaki = Ohtake,

Katsunori ' Sasaki, Yoshihiro Torimoto,

Keiji Saito, Yutaka Kohgo (Poster)

® 7009 IBIS Meeting
(2009. 06. 07-11, Portugal)

Biolron

A novel simultaneous quantitative method

for hepcidin isoforms wusing liquid

chromatography tandem mass spectrometry.

Katsuya  Ikuta, Yasushi  Shimonaka,
Takaaki Hosoki, Yusuke Sasaki, Hideyuki
Yasuno, Takaaki Ohtake, Katsunori Sasaki,
Yoshihiro Torimoto, Keiji Saito, Yutaka
Kohgo (Poster)

® Asia Pacific Iron Academy Conference
2009 (2009. 11.26-29, Chiang Mai)
Evaluation and monitoring: of body iron.

Yutaka Kohgo (Oral Presentation)

2) B

o 533 MHAGNA Y1 T2 RERFEM
2 (2009. 09. 12-13, B

Non-metal HPLC % FH\W /=@ /& NTBI HIE
HEORESL—BHEAB L OSGBREERE O
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B, AWk, BAME (DEER)

o I Tl MHAMBFXFWMER
(2009. 10. 23-25, FLEL)

A novel simultaneous-quantification of

hepcidin isoforms by liquid
chromatography-mass spectrometry.
Katsuya = Ikuta, Yasushi::Shimonaka,

Takaaki Hosoki, Yusuke Sasaki, Hideyuki
Yasuno,: Naoka Okamura; Motohiro Shindo;
Takaaki * Ohtake; - :Katsunori- - Sasaki,
Yoshihiro Torimoto, Keiji Saito, Yutaka
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Tkuta K, Characterization of the
Yersin A, interaction between
Tkai A, diferric transferrin and .
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