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REE: 0.6 ng/mL
KOMSEE:  1.56 - 100 ng/mL
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MBHRHKER(TF)R—MT7kdafImRER, HRITAREKER. BHREQ. BlEBEAKER, BTRRNHESHEEARTE,
HP S SRE0(EARERMO TR LRI, BFFY), BREUED FETReREARY) MNEREn (FETES
) . BEHCEAR—MEZPEER, TRFASKHU—HR2H. SUEFERTERIRSMERRREIEREIF AiEE
Ro TFEREAFNXECFTHRFIMERFEHOKTIEES, SIS T BRMEYRIENBRVREKRIFR, TFEEEFRPRE,
HAEMRAPDW, EEEMBRINARAENFEI USSR DENTF,

D RNEE

O 4]
OO0 6o __
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=: FEHENKERSEM

3.1 EBHTHY (BIiEEN450 nmAF1630 nmIGEE) ;

3.2 BREES RIS R E Rk,

3.3 BAKHEBFIK;

3.4 AR (IR FE0sEAR) 5

3.5 EPE (BT RBEIRERRIFAR);

3.6 IKEMTERLE (BFHET);

3.7 R FIE1E;

3.8 100 mM PMSF (phenylmethanespLfonyl fluoride) 77fi#i#& (1 g PMSFAF57 mLRRES), HAEEXMEAR;
3.9 A FELISASEBAYEUR DTS HN ST (HFENSEINETE), W: Origin, ELISA Calc%,
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: HF2HD R EF

ESEt S s 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard ot - RTAR - 200 ng/#h 2R
Detection antibody (100 X) M ARZER (100X) ** 120 pL/=% 1%
HRP-conjugated antibody (100 X) [HRP#RZZHUREGER (100X) ** 120 UL/ 1%
Sample Diluent PT 1-ec BARHRER PT 1-ec (AFAIDE. M¥RFL) 30 mL/#R 1R
Sample Diluent PT 1-ef BRI PT 1-of (BFARELA. RREZR) 30 mL/#R 148
Detection Diluent AR 30 mL/#R 11
Wash Buffer Concentrate (20 X) I TOER (20X) 30 mL/#R 1#h
'(rTeht/Ir;)methylbenzidine Substrate S@Ey TMB 12 mL/#E 145
Stop Solution IR 12 mL/#R 1#A
Plate Cover Seals HRAR 33K
R

1 KAABREHFEAE2-8°CHMA THFMOTNBEEE-20°CHR A TERLIE
2: EFBHFIEAE2-8°CHEHRTR

3 BRERIERMIITER EREER

* ERMN NSRRI ERETER, SRIEERESE

** FEFEED

B REFEEFEM

5.1 B RRAIEMA I ER AR TMB E&RK;

5.2 ERIEEF, FRFENOAMFESE, WKER, FE, OSHFEE;

5.3 BB ERRRIRFIE TR, S mIF7mER;

5.4 TEEABEERNEY, RFMNAFRRZE, REVINZEER, LURSIITIEHRE,

7N, BEXER

6.1 MF: £MATAERERE 30 min/51000Xg BEi15 min, B EEFZAMERRDEG-20°CHER, Bk EFRq,

6.2 IM3%: ATFAEDTASATRIEAHUEST, IRARE/F1000 X g 15 min, SIEMERS D EG-20°CHFR, Bk EFR (TR And
ABMERENER, FIAMARERASEHITIRN),

6.3 ZBRE_E75: WRERARRBIZTRAR, 500 Xg Bi0S5 minBX EiE, IZBMEASIEE-20°CHER, BRREFRR.

6.4 FRiR: WEER&IE, 1000 Xg&:0020 min, BXEE, ZBEMEREIERF-20°CER, BRREKRR.
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+: HNES

7.1 %F& (1X) :

WMEFEFR (20X) BRENTH, 3T°CIMAERELIVAMR, R 20HREEHTHE: WERB0 mLIRGERER 20X) , MOAN
570 mL BAKHEBFK, BEEER (1X) o

7.2 WA (1X)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mLo 3010 pL AMATARSER (100X) 10990 UL AR B HITECH, BERS.

7.3 HRPHRZZH (1X) :

FEFBENELD, RL100LGIHTHRE, HRERIMRIBIAITERIARNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mLo #1010 pL HRPARIZZHURZER (100X) 1990 pL fuiEfEE &R H#ITEH], BIERES.

7.4 SEMEEZ:

NEIEAERBENAFAERRH TR, NREFROIEBSITHESTE, IEER#HIT - ENHREEHEHITER, R
BB FARRSEERN, FREEARRIEREHRFEETMN K.

WRELCERFII T A&, MIR1:25(1:4 5%, MR, WIBNEFNERAIESBUIERNE

7.5 BERENIREM:

RMAME. M¥EFA, A2 mLPT l-ec FARRRERVER, WUMAR LS. REEFE, £H2 mLPT l-of FXHERER

TR, BEARENT:
500 || 500 EL 500 p] 500 |.I.|. 500 EL Q) pL
- w Y v | 1/

100 ng/ml 50 ng/mL 25 ng/mlL 12.5 ng/ml. 6.25 ng/mL  3.13 ng/ml  1.56 ng/mL

sdl

Add # pl of Standard

diluted in the previous — 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
step

# pL of Sample Diluent

2000 pL | 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
PT 1-ec or PT 1-ef

"Sd?" "Sdﬁ" llsd5ll ||Sd4|| Ilsd3ll usdzll “Sdl“
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J\: LT E

SKEF, FERMBHEAEZEFHE20-30 min (KMHARER. HRPARZ _HURERATEFEHERE, ENARE) ;
wE#TAEm. BARURFERFIMER, Efiesk, S8REMHMARNAETE, FRNEAT, ERARRNMEFRE;
8.1 RIEXILAE, MEFTEMRINIITIRTE, MRRFMATEIBNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL. SR ARRRR100 UL, RFLDH IS ERRRAANERBERNAFEZAR100 pL/FL, >F
EAEFESE (BWNERMIEREBET, REMEIWIRE, WERLLFREM, 5-10 minFepiifs) ;

8.3 Etrim LR, 37°CHFE2 h;

8.4 ik

1) BAERE GHFER, SRMEIASEREEHSEF) , FRIF, BT

2) FFER (1X) FHRS, SFL350-400 uL, #FGE, BERERTIRE, EERTBAR, BREVENMRILUNRFTIE;
8.5 &FLIN100 pL iliFHR (1X) (BREHAFEEEDT.2), HEHRE, 37°CHELh;

8.6 EESES8.4;

8.7 &7LhN 100 uL HRPAREZH (1X) (BREHFEEES7.3), ZLHRER, 37°CHFE40 min;

88 EESES84;

8.9 B ZFLMTMBE®R100 UL, 37°CEEE 15-20 min GNIRENGBHR%, FNEZEK EBEE], FBiE30 min;(RFE®
YRR TFRRTS, BERRYENFTINELTESEN, EZe, B7ER) ;

8.10 &1k: SFLMNALLRIO0 UL, BEETEE, KIBRSTMBEERVIFIRNF—E; (IR REMRKERERLIDR)
8.11 3 LAI630 nmARIERIK, AEBIRHMYAEA50 nmiRIKIERFLACEE (ODE). IMANLLERES minR# TS, EF630
nm RIS, WAJEREMA50 nm IR

8.12 #EDIT S MIEMMEANODEFHEZILNODE, RESFL, BNETIE, IR ERBRENEALTE, OD EHHE
15, ERATWERHE (WOrigine ELISACalcs) #H{THUSHIE (4-PL) , RIEFANODEMINEMLHRELINGRE, TRUFFE
BIREIF AN TNRE,

BIERENOT:
EERE TORIRE HeRE
1 |FvEREEE 100 pL 120 935h 4% BEEI7TCEE
2 [ (1X) 100 pL 60 23%H 4R BRE3T°CEE
3 [HRPHRZZH (1X) 100 pL 40 59 4R BIEE37°CIHE
4 | E6BTMB 100 pL 15-20 7% RRETF BEF37°CIFE, it
5 [&WLR 100 pL 0 2%F FERELF
6 | MAZEREL630 nmARIEFE, F450 nmAbUEO0DE, IidiEEINABIE55
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Sample Diluent PT 1-ec (ng/mL) 0.D Average Corrected
10
3 Four Parameter Logistic (4-PL) Curve Fit 0 0.043 0.0415 -
] 0.04
0.134
1.56 0.122 0.128 0.0865

2 0.213

E ] 3.13 0.192 0.2025 0.161

A 0.353

.E 6.25 0.368 0.3605 0.319

2 o 0.626
(&) 12.5 0.598 0.612 0.5705
1.073
] 25 0.993 1.033 0.9915
1.503
0.01 : : : 50 1.5565 1.515
05 1 10 100 161
Human TF Concentration (ng/mL) 100 22'111'7’3 2.1215 2.08
(ng/mL) 0.D Average Corrected
Sample Diluent PT 1-ef
10 0 0.02 | 50205 -
] Four Parameter Logistic (4-PL) Curve Fit 0.021 )
0.122
1.56 0.121 0.1215 0.101
0.209
14

_.%‘ E 3.13 0.213 0.211 0.1905

2 2 0.4

- 6.25 0.391 0.3955 0.375

2 o 125 [3991 osess 0.643

1.091
25 1133 1.112 1.0915
1.542
0.01 +——— ——— — 0 1. 1.52
& 1 A g 5 1548 545 5245
Human TF Concentration (ng/mL) 100 2.093 2.1175 2.097
2.142 ) )
.2KEE
RAEEE: 3N AEIREREFEATEIRAESENE 2008,
RENEEE: 3N AEIREREATEIREEZEENE 247%,
IRAEEE (CVI) IRIEREZEE (CV &)

BAR #HE  THEOhg/ml) EE  TRREHCV% BAR #HE  FHENg/mL)  EE  TREHCYY
1 20 111.4 5.6 5.0 1 24 101.3 8.2 8.1
2 20 184 0.8 42 2 24 17.9 13 7.2
3 20 4.5 0.2 53 3 24 43 0.3 7.5
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9.3 fntx el Z
REATRRE, TERETEREMEES. . 3 RE, BTATFRIMREMESL, SRIF:

FEARA HTE(EER ¥{E(%)
1:4 99 81-126
UNIIIEA
1:8 107 93-116
12 107 93-120
gl
1:4 96 90-105
12 87 79-97
FRA&
1:4 89 82-95
9.4 REE
A0 EENZFLFIODEN LR EREERFEIBODEFT NTERLEI S B NFREE, IHFIZRATFRIREER 0.6
ng/mLo
9.5 &t

ANIMRFARRE EBIMANSRENATFER, BERREONERIMTAN, SMESENT: (NRFCHRE2E)

$418(%) 101 92 82
H S (%) 91-115 74-103 77-89

5918 (%) o8 101 82
e B (%) 92-103 95-109 79-83

$918 (%) 104 101 87
e S (%) 95-109 91-110 84-91

$918 (%) 101 107 87
1:16

S (%) 85-111 99-118 83-91

+: 2EX#k

1. Garcia-Fernandez C., et al Characterization of the gilthead seabream (Sparus aurata L.) transferrin gene: genomic
structure, constitutiveexpression and SNP variation. Fish & Shellfish Immunology. 2011 Oct;31(4):548-56.

2. Gkouvatsos K., et al. Regulation of iron transport and the role of transferrin. Biochim Biophys Acta. 2012 Mar;1820(3):188-
202.
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