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RYE: 0.2 ng/mL
KMSEE:  0.31-20 ng/mL
FA & 52 AT E 81 NMmEF MR AR InsulinRE
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R E(Insulin) 2—MAREEER, BT Insulin-likeZAXRE, ZRERECERBEFERKEF(IGFs). MAFNE MInsulin-likeZ
Ao BREETEMRDBAM~E, TEFTAFRAY, HFEETE. RIZHMFRERREAN, AR TS8R, BiE
B30T RERK, ABEZEEML_MBEE. REFIWREITFERERRIILE,

— KNEE

O o
OO L ,
OO0 o666
S o
) ¢ GUAT SR E (o MK EARHRP)
Y o L R
IR AR T EE, TIANTMB
BEERe &Y, WRFLRIEBTETRER, BIMAZLE
. (AT— TRIALE A S TR B,
o "o
b)) o
0300 WA
f bk

=: FEHENKRSEM

3.1 BEHRY (FT35EX450 nmA630 nmIGEK);

3.2 SHREEBRB N —RUEREEICXK,;

3.3 AR (IREIFahisEtR) 5

34 EPE (BTFHBIRAERKRIEL);

3.5 K EMSEL (BFIET);

3.6 BT FIEMRE,;

3.7 BFELISASE SR AT RR IS TG (FFINSEINS 5 7E), 90 Origin, ELISA Calc%,
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m: HF2AD R EF

HXEH SRR i 58
Microplate FREIMREBITAR - 96FLiRk 87L X 12% |13k
Protein standard PEESR - RTRYR 20 ng/#h 2
Detection antibody, HRP- AN e s

conjugated (100 X) HRPARZHMIARZER (100 X) 120 pb/z 1%
Sample Diluent PT 1-dc AR PT 1-dc 30 mL/#R 14
Detection Diluent TUAHERR 30 mL/#R 1#R
Wash Buffer Concentrate (20 X) RIEHOEFR 20X) 30 mL/#R 148
Tetramethylbenzidine Substrate S@EY TMB 12 mL/#E 146
(TMB)

Stop Solution Kb 12 mL/#R 14
Plate Cover Seals ELE 4 3K
EEEM:

1) RABRFERE2-8°CHRYH TFHRONAHEE-20°CEH TERLE

2: BEABRFIER7E2-8°CIFTX

3: BRERERFNINER,EFREER

* AN AR ERATER, SRS ETE
> FERNEREID

h: RRAETFEM

5.1 B R RRIEMAR IR AR TMB 2ER;

5.2 ERIdiE R, ERFEOAMFESE, WKER, FE, OSHPEE;

5.3 BIRAERUREGHFIHITER, S mIs/ER;

5.4 EEABEARNEY, RIMNAFRZE, RESWENZEER, LURSIITEEHE,

ACIE = -3

6.1 MVF: £MARAERERE 30 min/51000 X g Ei0\15 min, B EFIZAMERRSEG-20°CHER, #RRkEHh,
6.2 [M3%: RAIAEDTA FFERTATIRERER(EAHUEST, 174k EE/51000 X g B/0r15 min, IZBMERSDE/F-20°CHER, B R R SRR
(ER: MAMSMNER, RS MARRREHTRM),
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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 HRPiRIZKWHE (1X)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mL, #0110 pL HRPARIZKMIARZER (100X) 10990 UL E#HE R HITECH, FERES.

7.3 A

NEIEAERBNAFAERRH TR, NREFAOIEBSITHESTE, PIRER#HIT - ENHRREEHEHITER, R
BB FARRSEERN, FREFEARRIEREHRFEETMN K.

WL T . KRIUEMIMREARLAS1:81HEE, MEFmRE. MIENEFNERPIESBNERINE

7.4 BEBRENIEM:

fERL mLPT 1-dc FABEREA T ER, BIEEFNT:

500 pl. 500 uL 500 pL 500 pL 500 pL 500 vl
-a_ﬂ-f? r\\q_,, ] — M~
s el
ew YV V VY
20 ng/mlL 10 ng/mL 5 ng/mlL 2.5 ng/ml.  1.25 ng/ml.  0.625 ng/ml. 0.313 ng/mlL
Add # pl of
Standard diluted in = 500 pL 500 pL 500 pL 500 pL 500 pl 500 pL
the previous step
# pl of Sample
1000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
Diluent PT 1-dc
llsd?ll Ilsdsll FISdSII Ilsdaﬂ I|5d3II l|5d2l| "Sdlll
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J\: LT E

KRE, RERMRBANEZEFE20-30 min(HRPHRE BUREKRERFFTETHEE, AN ; E#TRE
may FALDRABEFMER, SEifiesk, SRR IRNAKE, FRNEF, ERAFRNMEE;

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 HRPAREMFHA (1X) (BRIAFIEEEHT.2), ZEHRER, 37°CHFE40 min;

8.6 EESES8.4;

8.7 26 HFLMTMBE&ER100 UL, 37°CEEE 15-20 min WNREGBHR%, FNEZEKEBETE], FBiE30 min;(RFE®
YRR TR, ERRYENFFINELTESEN, IEZe, B7ER) ;

8.8 &ik: BFLMALKRIOO L, EeTEt, KILRSTMBEERNMFINF—2;, CIE: IREEMRLKEREMLIER)

8.9 3K LI630 nmARIERIK, AESIRIE450 nmiIKNIERFLAICRE(ODME). MIALLLKRES minR# TSR, E7630 nm
B, WRTERAER450 nm RIS

8.10 #EDIT: B MIEMANEANODEFMEZILNODE, RESFL, BEFIE, LI ERBRENEALTT, OD EHHE
15, EATWERHE (WOrigine ELISACalcs) #H{THSHIE (4-PL) , RIEFANODEMINEMLAHELINGRE, TRUFFE
BIREIF AN TNRE,

BIERIEWT:
=B TTERIRER WERE
1 |FvEREEE 100 pL 120 93%h VN BEE37TCHEE
2 [HRPHRZHEMATLA (1 X) 100 pL 40 FH 4R BER3T°CEE
3 |E&TMB 100l [15-20 %k FEERK BEE3TCIES, Bt
4 | &R 100 uL 0 %k FRELF
5 | MAZIBREL630 nmARERFEK, £450 nmNE0DME, I ERINFEE5 28
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: Rk
9.1 Z2ZfrihE

x4

' (ng/mL) 0.D Average Corrected
107 Four Parameter Logistic (4-PL) Curve Fit 0.041
0 0.038 0.04 -
0.095
0.313 0.098 0.059
-
W .
; 0.625 0.151 0.153 0.113
]
2 0.267
80_1_ 1.25 0.27 0.269 0.229
0.511
2.5 0.492 0.502 0.462
0.906
5 0.908 0.869
0 010-1 T S 221(7)
Rat Insulin Concentration (ng/mL) .
10 168 1.649 1.609
2.354
20 2.467 2.411 2.371
92 REE
IREEE: 3T FRIRERFAEIRAEENE 200%;
REHEEE . 3T FREIRERFAEREEZEENE 24/R.
RFERE (CVR) IRIEHEZE (CV (&)
TE (ng/mL) EE  TREBCV% #HE TYE(hg/ml) tEE ZTERECV%
1 20 0.5 0.04 6.6 1 24 0.6 0.06 9.6
2 20 2.4 0.18 7.4 2 24 2.4 0.15 6.0
3 20 9.2 0.68 7.4 3 24 94 0.71 7.5

9.3 INAR[E W=
REARIE, ETMEEMEES. P B3 NRE, #TARINSUIndIMFEIRESL, SRI0F:

(EFi e it TR ¥ME (%) SEE (%)

1:16 110 93-121
ARME

1:32 104 90-124
9.4 &8
EFie i) ¥HE(ng/mL) SEE (ng/mL)
KEIE (n=16) 14.8 6.0-111.7
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9.5 REE

A0 EENZFLFHODEN LR EREERFEIBODEFTNIERLAI S U NAREE, AR AREInsulinlIREERN

0.2 ng/mLo

9.6 £k

ARMBANAFSHRRERFE, EHREIRNELTARETEER, SMsiEnT:
(KR IMEF AT RE2(E)

¥ME (%) 100
1:2

SEE (%)

¥ME (%) 102
1:4

SEE (%) 93-112

¥ME (%) 99
1:8

SEE (%) 86-106

¥ME (%) 92
1:16

SEE (%) 74-103
+: 2EE

1. Straub SG. et al. (2002). Diabetes Metab Res Rev. 18: 451-63.
2. Heath WF. et al. (1992). J Biol Chem. 267: 419-25.
3. Concannon, P. et al. (1998). Nat. Genet. 19: 292-296.
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