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. BACKGROUND

Insulin-like Growth Factor-2 (IGF2), also known as Somatomedin-A, is a glycosylated 8
kDa Insulin family peptide hormone. It is part of a complex system of growth and
metabolic regulating proteins that is particularly important during development in the
nervous system, adrenal cortex, and skeletal system (1, 2). Human IGF2 is synthesized
as a preproprotein that contains a 24 amino acid (aa) signal sequence, a 67 aa mature
region, and an 89 aa C-terminal prosegment, commonly referred to as the E domain (3,
4). Sequential proteolytic processing generates the 18 kDa ProlGF2 followed by mature
IGF2 which consists of an N-terminal B domain followed by a C domain, an A domain,
and a D domain (5, 6). The B-C-A sequence is reminescent of Proinsulin, which is
processed further to remove the C domain. Mature human IGF2 shares 91% and 94%
aa identity with mouse and rat IGF2, respectively. Additional IGF2 related products
include a splice isoform with a 56 aa N-terminal extension, "Big" IGF2 which retains 21
aa of the E domain, and Preptin (a 34 aa fragment of the E domain) which is secreted
by pancreatic B-cells and facilitates both Insulin secretion and osteoblast proliferation
(7-9).

IGF2 is primarily synthesized by the liver and circulates in both fetus and adult (1, 2). In
the blood, mature IGF2 associates with IGFBP-1, 2, 4 or 6 and can form a ternary
complex with either IGFBP-3 or IGFBP-5 plus ALS (Acid-Labile Subunit). It can
additionally bind to soluble IGF2 R (which may carry 20% of total circulating IGF2) (10,
11). ProlGF2 also circulates and can form a ternary complex with IGFBP-5 and ALS (6,
11). Once dissociated from its carrier protein, mature IGF2 has mitogenic, antiapoptotic,
and Insulin like activities on a wide variety of cell types. It binds and activates IGF-1 R,
IGF2R, Insulin R (both A and B isoforms), and IGF-1R: Insulin R-A hybrid receptors (6,
10, 12-15).



Il. OVERVIEW
A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human IGF-2 has been pre-coated onto a microplate. Standards
and samples are pipetted into the wells and any human IGF-2 present is bound by the
immobilized antibody. After washing away any unbound substances, a biotinylated
detection antibody specific for human IGF-2 is pipetted into the wells. After washing
away any unbound substances, Streptavidin-HRP is pipetted into the wells. Following a
wash to remove any unbound reagent, TMB substrate (Chromogenic agent) is added to
the wells and color develops in proportion to the amount of human IGF-2 bound in the
initial step. The color development is stopped, and the intensity of the color is

measured.

B. LIMITATIONS OF THE PROCEDURE

® FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES.
® This kit is suitable for cell culture supernate and human serum.

® The kit should not be used beyond the expiration date on the kit label.

® Do not mix or substitute reagents with those from other lots or sources.

® |f samples generate values higher than the highest standard, dilute the samples

with Calibrator Diluent (1x) and repeat the assay.

® Any variation in operator, pipetting technique, washing technique, incubation time

or temperature, and kit age can cause variation in binding.



lll. ADVANTAGES

A. PRECISION

Intra-assay Precision (Precision within an assay)

Three samples were tested twenty times on one plate to assess intra-assay precision.

Inter-assay Precision (Precision between assays)

Three samples were tested in twenty separate assays to assess inter-assay precision.

Intra-assay Precision Inter-assay Precision
Sample 1 2 3 1 2 3
Mean (pg/mL) 38.8 176.9 676.0 39.8 178.5 682.8
Standard Deviation 2.5 14.0 45.8 2.7 13.1 42.7
CV% 6.4 7.9 6.8 6.7 7.3 6.3
B. RECOVERY

The recovery of human IGF-2 spiked to three levels throughout the range of the assay
in cell culture media was evaluated. The recovery ranged from 92.0 to 104.7% with an

average of 97.4%.
C. SENSITIVITY

The minimum detectable dose (MDD) of human IGF-2 is typically less than 1.24 pg/mL.

The MDD was determined by adding two standard deviations to the mean optical
density value of twenty zero standard replicates and calculating the corresponding

concentration.
D. CALIBRATION

This immunoassay is calibrated against a highly purified E. coli-expressed recombinant

human IGF-2 produced at R&D Systems.
E. LINEARITY

To assess the linearity of the assay, different samples were containing or spiked with
high concentrations of human IGF-2 and diluted with Calibrator Diluent (1x) to produce

samples with values within the dynamic range of the assay.




Dilution Average % of Expected Range (%)
1:2 100.1 93.3-111.8
1:4 105.2 93.4-121.4
1:8 109.7 93.3-124.8
1:16 100.0 91.5-115.6

F. SAMPLE VALUES

Human serum - Seven serum samples were evaluated for the presence of human
IGF-2 in this assay. All samples measured ranged from 177.3 to 452.6 ng/mL with an
average of 343.1 ng/mL.

G. SPECIFICITY

The following factors prepared at 50 ng/mL were assayed and exhibited no
cross-reactivity or interference.

Recombinant human

IGFBP-rp1 IGF2R
IGF-1 Insulin R
IGF1R Proinsulin

A sample containing 3.1 ng/mL of recombinant mouse IGF-2 reads as 42.3 pg/mL
(1.4% cross-reactivity).

The following factors do not cross-react, but do interfere at concentrations listed below:

Recombinant Factor Concentration
human IGFBP-1 > 2500 pg/mL
human IGFBP-2 >12.5 pg/mL
human IGFBP-3 > 0.8 pg/mL
human IGFBP-4 > 125 pg/mL
human IGFBP-5 > 1563 pg/mL
human IGFBP-6 > 0.8 pg/mL




IV. EXPERIMENT
EXAMPLE STANDARD

The standard curve is provided for demonstration only. A standard curve should be
generated for each set of samples assayed.
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V. KIT COMPONENTS AND STORAGE
A. MATERIALS PROVIDED

Parts Description Size
96 well polystyrene microplate (12 strips of 8
Human IGF-2 Microplate wells) coated with an antibody against human | 1 plate
IGF-2.
Recombinant human IGF-2 in a buffered base;
Human IGF-2 Standard lyophilized. Refer to the vial label for 2 vials
reconstitution volume.
Human IGF-2 Detection Biotinylated human IGF-2 antibody, lyophilized. 1 vial
via
Antibody Refer to the vial label for reconstitution volume.
o 40x Streptavidin conjugated to horseradish )
Streptavidin-HRP B(40x) _ 1 vial
peroxidase.
A 2x concentrated buffered diluent used to
Calibrator Diluent (2x) _ 1 vial
dilute standard and samples.
Detection Antibody Diluent | A 2x concentrated buffered diluent used to 1 vial
via
(2%) dilute detection antibody.
Pretreatment buffer A (1x) | 1xbuffered base used to pretreat samples. 1 vial
Pretreatment buffer B (1x) | 1xbuffered base used to neutralize samples. 1 vial
PBS (10x) A 10x concentrated PBS 1 vial
Reagent Diluent A 5x concentrated buffered base used to dilute 1 vial
via
Concentrate 3 (5%) HRP.
Wash Buffer Concentrate | A 25x concentrated solution of buffered 1ial
via
(25%) surfactant with preservatives.
TMB ELISA Substrate Solution/ TMB
TMB Substrate 1 vial
Substrate Solution
Stop Solution 2 N sulfuric acid. 1 vial
Plate Sealers Adhesive strips. 3 strips




B. STORAGE

Unopened Kit

Store at 2-8 °C. Do not use past kit expiration date.

Opened/
Reconstituted
Reagents

Streptavidin-HRP B

Wash Buffer (1x)

TMB Substrate

Stop Solution

Pretreatment buffer A (1x)

Pretreatment buffer B (1x)

May be stored for up to 1 month at
2-8°C.*

PBS (10x%)
Prepare fresh for each assay.
Standard Standards may be stored for up to 1
month at -20°C.*
Detection Antibody Aliquot and store for up to 1 month at

-20 °C in a manual defrost freezer. *

Calibrator Diluent (2x)

May be stored for up to 1 month at
2-8°C.x

Use and discard diluted Calibrator
Diluent (1x). Prepare fresh for each
assay.

Detection Antibody Diluent
(2x)

May be stored for up to 1 month at
2-8°C.*

Use and discard diluted Detection
Antibody Diluent (1x). Prepare fresh for
each assay.

Reagent Diluent
Concentrate 3 (5%)

May be stored for up to 1 month at
2-8 °C.*

Use and discard diluted Reagent
Diluent 3 (1x). Prepare fresh for each
assay.

Microplate Wells

Return unused wells to the foil pouch
containing the desiccant pack, reseal
along entire edge of zip-seal. May be
stored for up to 1 month at 2-8 °C.*

* Provided this is within the expiration date of the Kkit.




OTHER SUPPLIES REQUIRED

Microplate reader capable of measuring absorbance at 450 nm, with the correction

wavelength set at 540 nm or 570 nm.

Pipettes and pipette tips.

Deionized or distilled water.

Squirt bottle, manifold dispenser, or automated microplate washer.
Test tubes for dilution of standards.

100mL and 500 mL graduated cylinder.
PRECAUTION

Some components in this kit contain a preservative which may cause an allergic

skin reaction. Avoid breathing mist.

The Stop Solution provided with this kit is an acid solution. Wear protective gloves,

clothing, eye, and face protection. Wash hands thoroughly after handling.

Human IGF-2 is detectable in saliva. Take precautionary measures to prevent

contamination of kit reagents while running this assay.



VI. PREPARATION
A. SAMPLE COLLECTION AND STORAGE

Cell Culture Supernates - Remove particulates by centrifugation and assay
immediately or aliquot and store samples at < -20°C. Avoid repeated freeze-thaw
cycles. Samples may require dilution with Calibrator Diluent (1x).

Serum - Use a serum separator tube (SST) and allow samples to clot for 30 minutes at
room temperature before centrifugation for 15 minutes at 1000 x g. Remove serum and
assay immediately or aliquot and store samples at < -20°C. Avoid repeated

freeze-thaw cycles. Samples may require dilution with Calibrator Diluent (1x).

B. SAMPLE PREPARATION

Follow the sample pretreatment and dilution procedure outlined below in order to

dissociate IGF binding proteins from IGF2.

Cell Culture Supernates

Serum

To 50 uL of cell culture supernate, add 50
ML of Pretreatment buffer A (1x).

To 10 pL serum, add 95 L of
Pretreatment buffer A (1x).

Mix well.

Mix well.

Incubate 10 minutes at room temperature.

Incubate 10 minutes at room temperature.

Neutralize the acidified sample by adding
50 pL of Pretreatment buffer B (1x).

Neutralize the acidified sample by adding
95 pL of Pretreatment buffer B (1x).

Mix well.

Mix well.

Prior to assay, cell culture supernate

samples recommend a 2-fold dilution.

A suggested 2-fold dilution is 100 L of
pretreated sample + 100 uL of Calibrator
Diluent (1x). Optimal dilutions should be

determined by the end user.

Prior to assay, serum samples
recommend a 20-fold dilution due to high

endogenous levels.

A suggested 20-fold dilution is 10 L of
pretreated sample + 190 uL of Calibrator
Diluent (1x). Optimal dilutions should be

determined by the end user.

The concentration read off the standard
curve must be multiplied by the dilution

factor, 6.

The concentration read off the standard
curve must be multiplied by the dilution
factor, 400.

* Pretreated samples must be assayed in 60

samples.

10

minutes. Do not freeze pretreated




C. REAGENT PREPARATION

Bring all reagents to room temperature before use.
Note: Human IGF-2 are found in saliva. It is recommended that a face mask and gloves

be used to protect kit reagents from contamination.

Wash Buffer (1x) - If crystals have formed in the concentrate, warm to room
temperature and mix gently until the crystals have completely dissolved. Dilute 20 mL of
Wash Buffer Concentrate (25x) into deionized or distilled water to prepare 500 mL of

Wash Buffer (1x).

Calibrator Diluent (1x) - Use deionized or distilled water to prepare Calibrator Diluent
(1%).

Detection Antibody Diluent (1%) - Use deionized or distiled water to prepare

Detection Antibody Diluent (1x).
PBS (1x) - Use deionized or distilled water to prepare PBS (1x).

Reagent Diluent 3 (1x) - Dilute Reagent Diluent Concentrate 3 (5x%) with PBS (1x) to
prepare Reagent Diluent 3 (1x).

Detection Antibody (1 x) - Centrifuge briefly before opening. Reconstitution
volume refer to vial label to prepare Detection Antibody (100x). Allow the Detection
Antibody to sit for a minimum of 15 minutes with gentle agitation prior to making
dilutions. Aliquot and store if needed. Dilute to Detection Antibody (1x) with Detection

Antibody Diluent (1x). Prepare at least 15 minutes prior to use.

Streptavidin-HRP B (1x) - Centrifuge briefly before opening. Dilute to the working

concentration specified on the vial label using Reagent Diluent 3 (1x).

Human IGF-2 Standard - Centrifuge briefly before opening. Refer to the vial label
for the reconstitution volume *. This reconstitution produces a stock solution of 3000
pg/mL. Allow the standard to sit for a minimum of 15 minutes with gentle agitation prior

to making dilutions.
*If you have any question, please seek help from our Technical Support.

Pipette 300 uL of the appropriate Calibrator Diluent (1x) into each tube. Use the
stock solution to produce a dilution series (below). Mix each tube thoroughly before the
next transfer. The 1500 pg/mL standard serves as the high standard. The Calibrator

Diluent (1x) serves as the zero standard (0 pg/mL).

11
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D. TECHNICAL HINTS

e When mixing or reconstituting protein solutions, always avoid foaming.

e To avoid cross-contamination, change pipette tips between additions of each
standard level, between sample additions, and between reagent additions. Also,

use separate reservoirs for each reagent.
e Itis recommended that the samples be pipetted within 15 minutes.

e To ensure accurate results, proper adhesion of plate sealers during incubation

steps is necessary.

e TMB Substrate should remain colorless until added to the plate. Keep TMB
Substrate protected from light. TMB Substrate should change from colorless to

gradations of blue.

e Stop Solution should be added to the plate in the same order as the TMB Substrate.
The color developed in the wells will turn from blue to yellow upon addition of the
Stop Solution. Wells that are green in color indicate that the Stop Solution has not

mixed thoroughly with the TMB Substrate.

12



VIILASSAY PROCEDURE

Bring all reagents and samples to room temperature before use. It is

recommended that all samples and standards be assayed in duplicate.

Note: Human IGF-2 are found in saliva. It is recommended that a face mask and gloves

be used to protect kit reagents from contamination.

1.
2.

10.

11.

Prepare all reagents and working standards as directed in the previous sections.
Remove excess microplate strips from the plate frame, return them to the foil pouch
containing the desiccant pack, and reseal.

Add 100 pL of Standard and prepared sample per well. Cover with the adhesive
strip provided. Incubate for 2 hours at room temperature. A plate layout is
provided for a record of standards and samples assayed. (Samples may require
pretreatment and dilution. See Sample Preparation section.)

Aspirate each well and wash, repeating the process three times for a total of four
washes. Wash by filling each well with Wash Buffer (400 uL) using a squirt bottle,
manifold dispenser, or autowasher. Complete removal of liquid at each step is
essential to good performance. After the last wash, remove any remaining Wash
Buffer by aspirating or decanting. Invert the plate and blot it against clean paper
towels.

Add 100 pL of the Detection Antibody (1x%) diluted in Detection Antibody Diluent
(1x), to each well. Cover with a new adhesive strip and incubate 2 hours at room
temperature.

Repeat the aspiration/wash as in step 4.

Add 100 pL of the working dilution of Streptavidin-HRP B to each well. Cover the
plate and incubate for 20 minutes at room temperature. Avoid placing the
plate in direct light.

Repeat the aspiration/wash as in step 4.

Add 100 yL of TMB Substrate to each well. Incubate for 30 minutes at room
temperature. Avoid placing the plate in direct light.

Add 50 uL of Stop Solution to each well. Gently tap the plate to ensure thorough
mixing.

Determine the optical density of each well within 10 minutes, using a microplate

reader set to 450 nm. If wavelength correction is available, set to 540 nm or 570 nm.

13



12.

If wavelength correction is not available, subtract readings at 540 nm or 570 nm
from the readings at 450 nm. This subtraction will correct for optical imperfections in
the plate. Readings made directly at 450 nm without correction may be higher and
less accurate.

CALCULATION OF RESULTS

Average the duplicate readings for each standard and sample and subtract the
average zero standard optical density (O.D.). Create a standard curve by reducing
the data using computer software capable of generating a four-parameter logistic
(4-PL) curve-fit. As an alternative, construct a standard curve by plotting the mean
absorbance for each standard on the y-axis against the concentration on the x-axis
and draw a best fit curve through the points on the graph. The data may be
linearized by plotting the log of the human IGF-2 concentrations versus the log of
the O.D. and the best fit line can be determined by regression analysis. This

procedure will produce an adequate but less precise fit of the data.

If samples have been activated and diluted, the concentration read from the
standard curve must be multiplied by the activation and dilution factor. (For
example, Activated Cell culture (3 times) requires 2 times dilution with Calibrator
Diluent (1x), and the concentration must be multiplied by the activation and dilution
factor of 6. Activated Serum samples (20 times) requires 20 times dilution with
Calibrator Diluent (1x), and the concentration must be multiplied by the activation

and dilution factor of 400.)

14
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F. HAHE

NEREAS - ARG SR 7 7 0 NMEFEA T N IGF-2 K. B a A el

{HYEFI N 177.3-452.6 ng/mL, “F¥J{E N 343.1 ng/mL.

G. FEAdk

B LR A5 il B 50 ng/mb BRI EEREIN, AT L5 2 WY S0 (1928 SOV BT

Recombinant human

IGFBP-rp1 IGF2R
IGF-1 Insulin R
IGF1R Proinsulin

A 3.1 ng/mL HA/NR IGF-2 IFEARKIE Ny 42.3 pg/mL (1.4%58 X BitE) .

AN P AR RS RN, ABAE N IRIE T2 AT

Recombinant Factor

Concentration

human IGFBP-1

> 2500 pg/mL

human IGFBP-2 >12.5 pg/mL
human IGFBP-3 > 0.8 pg/mL
human IGFBP-4 > 125 pg/mL

human IGFBP-5

> 1563 pg/mL

human IGFBP-6

> 0.8 pg/mL

21




IV. 24

i i £ SEA5
AR HE 2R S, RS I 20 ) 0 L AR R i 25

pg/mL OD  Average Corrected
0.080

0 0.079 -
0.078
0.123
234 0.122  0.043
10 ¢ 0.121
- 46.9 0.157 0.188  0.109
& 0.188
21
g 0.329
93.8 0328 0.249
8 0.327
g 0.682
£ 0.1 187.5 0.680 0.601
& é 0.678
375 hatah 1.298 1.219
0.01 T ST 1.276
10 100 1000 10000 2.161
i
Human IGF-2 Concentration (pg/mL) L 2.197 I 20
2.673
1500 2677 2598
2.681
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V. BHEAR AR

A BFEA R

H K Eiiipa kg
_ BTN IGF-2 LAk K] 96 FLEEA LJitk, 8
Human IGF-2 Microplate 1 Pt
fLx12 %
N IGF-2 txifeit GHETHRD , SEFRERE |
Human IGF-2 Standard o 2 il
1T
Human IGF-2 Detection EMEAIFN IGF-2 K llaiik, VRF6, i
Antibody SENNR AT EIE
Streptavidin-HRP B (40x) A0x 4 1S R R A R bt 1) HRP 1
, , AR HObR R R (20 TR RS |
Calibrator Diluent (2x) X 10
HIFEA
Detection Antibody Diluent WAE IR PUAR R (2%) F TR A Il ‘i
(2x) ETIRES
Pretreatment buffer A (1x) FEARTALEER A (1%) 1)
Pretreatment buffer B (1x) FEARTAN W B (1x) 19
PBS (10x%) K45 PBS (10%) 10
Reagent Diluent Concentrate | X ‘
3 (5%) WARNRFIRRER 3 (5%) ATHFEHRP | 1|
X
Wash Buffer Concentrate o ‘
WRARBRIR IR (25%) 190
(25x)
TMB Substrate TMB ELISA ) HITMB A% 1
Stop Solution 211 10
Plate Sealers R 35K
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B. WAF &

RIFFENE | 2-8Clififr: EERAIEA BAR N H

R Z=-HRP B

VR (1%)

TMB JEIVE R

bkl 2-8°CHifify, &% 30 K*

FEARTARER A (1%)

PRI B (1%)

PBS (10%)

—_ A FH ik 3 i P )

PifEin-20'C 47, % 30 K~

ETHF, R | miik o35, -20CHERF, % 30 K*
HER IR

PRAE SRR (2%)

2-8°Cfitfs, m% 30 K*

T RRURE B SR BC I AR 1 x bt i AR, 2
RINEF

FLTUARRER (2%)

2-8°Cfitfs, =% 30 K*

TR P T BC AR (0 A TR R R L
ZRINEF

BRI 3 (5%)

2-8ChitfY, % 30 K*

TE RS RTE S e 8 1R 3, 2
RINEF

EE ST ENES

K AR AR AR TR B 7 A TR AR P AR Y
wE, 2-8CHEfF, % 30 K*

L E R R0
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. WP H &R

A ARA CRT&: 450 nm A& P RIS & 540 nm B 570 nm A TR R B D
ek FE RS S — IR Sk

MK ELZ B 1K

Vot (WD« ZIEIE PR L E Shtorl

FH SR AR AR AE i (110

100 mL /% 500 mL &4

. ERER

WU & P — S SRR, TRESE S I BB, BRI o

U & PR R ROE IRYER I, IS B T8 Rk RGNS PRI
R H MR T

HE RSN IGF-2, AR b sl & A I A r ™ R g e, U R 4P it
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VI. SEIO R

A. RS BB

YRR LB BRI B0 2B SEZEIIEEAS . BEARUEE J5 45 A I, 7% —
YA R 5335, VRATE T <<-20°CUKFE Y, 38 5 S B VR itk o BEAS AT A 75 2 ARt S R B (120
i o

MyEREAS: FIE S B8 (SST) B IiE . (FIFE =R EE30 4, SR/51000 x 0015
P WBUMIEFEAR 2 JFRIZIH A, B ol <-20CW 4. B4 E .

FEA T RE 7 ZE AR HE AR (1) FkE
B. FEAHER TIE

LI T A R S PG B RERE Y, RG4S & 8 I MIGF2rh 7 85 oK

“nffasEIr LiE

3%

50 L gfEs g EiE S NS0 uL IREAS
TRACFE A (1%)

10 pL HJIIIE TIN5 pLHJAEAS Filab 3
WA (1%

")

")

I F 10 min

E ¥ F 10 min

IS0 LHIFEATIAEEWE B (1%) A
FEA

JMA9S ULHIFEATIALEWE B (1%) A0
FEA

e

e

REREA T BN ARE AR (1%) 2
AR R AT RN, Bl . 100 pLfiAbE
JE AR IS REAS + 100 pL b o vl Aoke

W BRAE IR I R 5 2% P A E

KR A BT 2 U AR E AR (1%) 20
AR R AT RN, B 10 pLIitAt 25
FIMLIEAEAS + 190 pLbRHE MBI . ffE
i R FEE L HH A 28 T P

TEHR R P 3T AR RS 7% 416

TR HR R P 3fe AR R 2 %1400

*REE G IR A AL 607 B N REATAR SN, ANATAR CAEE RIS

C. HyTUEI#ES TAE
ERRER AR E T =R,

E: ERPEENIGF-2, HBEITH, SLRIEHFOE, FE.

VRBRWBL (1%) « MUKAF U AR A8 BEER T RE A 45

JETIERISR, BE=R, B

RRIRA], 4l 5 oE i i e FHIC e . WK 20 mL IRGEGRGR R (25%) FIZ&IR/K %
BT KM RERC 1 B 500 mL TAEMR B PRl (1% .
PAERRRRER (1%) « i ZRUR/K B 25 80 /KM R TE fh1l PR HE L AR R (1%
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BPTAERRR (%)« {fFHZRKEE B /KRB R Sl ARl (1% .
PBS (1x) : fliHIZ&M/KEL 2 & /KB RCHI L PBS (1) .

RHABER 3 (1%x) : /1] PBS (1x) AR HI AR AIRFM 3 (1)

BWHE (1%) : FHRITERNE . SERUHAEASERETS, #&RNH

(100%) . 3REEEREED 15 /peh, HFEmEm. WG 75 B3R . BRI PUAR R R
(%) FBEERMPUE (1x) , ZEEEHFT 15 /5.

HEBFEMR-HRP B (1x) : FFERIEBEN B0 FHFIFB 3 (1%) B BEEH EMR-HRP
B (40x) Hikta TIERE.

N IGF-2 #pift i FFas BT B0 o 5 MRV T v i I B vE I 1 7 20 B VA VR T h i e,

SEIREZ A 3000 pg/mL bRkt BER . BRERE S/ 15 H%h, HFE .

*WHEN, FHEHRMPEARS R,

iA%E%¢MAwomﬁ@&%%m<w>o%ﬁ@&ﬂmﬁﬁ?gﬁ%ﬂ%%,ﬁ
B IRA G HRREI T —% . 1500 pg/mL E1EbrRE th £ i il bl s ARl (1%)
AT FERRHES Z 5 (0 pg/mL)

300 pL 300pul 300l 300pL 300 uL 300 pl

300 plL

? | —
TAND’“RU ' ' m‘ '

3000pg/mL 1500pg/mL  750pg/mL 375pg/mL 187.5pg/mL 93. 8pg/mL 46.9pg/mL 23.4pg/mL

D. BAMER

o YIRGEEBFEAWN, SRR

o AT BRI XIGY, FHIA R RS B IS R T etk S 4b
AN TR 3 A P AS [ P % VR

o ERILA5 Sl TE R AR ) B FE

o BRHRWEET, IR AU AT R IR S, SR AR

s TMB JEWIERAE LARAT R NG, R ORAT s IINBRFLAR 5, K o G 78 A [
DRI MR

o ZARW ARG RLE] TMB IRV EARIGT—50 IINZERUS, FLA B A
W HALNESE, WREFLNBRERRES, ERMRE.
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VILIZRIEZ B

R IE RIS RE T ER, BUTH K SERREANRE RS LN .
M. HERFEHFN IGF-2, J8EITH, SLRIFHOE, FE.

1.
2.
3.

10.
CIINZAERUE 10 2080, A EEAR A 450 nm FIWOG MR, BEE 540 nm Ek 570

11

R Ui, R LT T B AR T

M CPAAT 22 2 P A B LR, R A AR 2518 I AR SR P, B 10

3 K AN TRIIA FEARAE i AN SIS REA AR RLFL A, 571 100 Lo A AP AR B A3 e B AL
ERBE 2 /BT, Ui BIRAE T —5K 96 FLEAR K, T il AR i AR IS RE A T
WAL E; (FEATEEAEEAMRE, HEES WEEARHISET. )

Y AR PRI 22, (VR 22 B IE AR 35 5k E SR HLIEAR « SR FLINGEI 400 L,
SRIEHEIR N TG 25 B HAE 3k, L 4 IR BIREBUR B B H G SH
BT ARG SR B Ba—IRVEREE I, TR N BT A AR T EC R B B, 78
WK 4RI T IT A 5% B8 A

TERANELA I 100 pL FCHIGF AR BTk (1) o RS AREEE R AL, EIRE
B 2 /BT

HEE 4 DY RAE;

FERA LA 100 pL B LB SR A1 - HRP B LAEMR . AR dh A3 S
L, =ERE 20 240, FEREE;

H 4 DY,

TERFANALA I 100 uL TMB KWK, =RBE 30 240, HEREEDL;
TERFAFLA NN 50 uL 130, iR, R &5

nm ENRIEW K . R P KR IEART A, L 450 nm #ies 2% 540 nm 8% 570 nm
FISEE . IR PRI AR IEBEARAR b G2 fA . A e 1E T B4 7E 450 nm Abit4T (1
LA AT BE 2 o8 vy H ANV

CVHEEER: R AR S AR R 0 R SLROCE BT M, SRR R T AR AL T2 OD

8 (0.D.) , HHIHHENEMAIEISEHZR (4-PL) &M AEIERMERL. 51—
RRITIEAE, WL 2] y il BB PRAE S R SOGAE 5 x il b ik BE SR A b o 2
JHIE A E R e A A 2. BdlERT LoEE e N IGF-2 IR 11X £ 5 O.D.
HIx k2, I HE EI G LmT DOl B 3 73 Mok € « AR PP 7 A 2 i fE AN
AAF IR 5

ARSRAE S AR RE, AR b 2 2 H AR 9 B2 A6 20T AT AL AN AR R R A5 8. (A
M ISR (34 /R EAIAR R AR (1%) 2 (MR Ja BEAT RN, 9K
FERL IS LITHAL MR RE 2250 65 MUIEFEATEAL (20 1) Ja 75 EARAE A MR (1%)
20 fEMRE JE BEAT RN, MR B e 2R LI AL AN BE 5 45 400, )
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