L_-j NOVUS

a blotechne brand

PRODUCT INFORMATION & MANUAL

Human EGF Valukine™ ELISA

Catalog Number: VAL111

For the quantitative determination of natural and recombinant
human EGF concentrations

For research use only.
Not for diagnostic or therapeutic procedures.

Bio-Techne China Co. Ltd
P: +86 (21) 52380373 P: 8009881270 F: +86 (21) 52381001
info.cn@bio-techne.com

Please refer to the kit label for expiry date.
Novus kits are guaranteed for 3 months from date of receipt
Version 202309.4




TABLE OF CONTENTS

R = 7 ¥ 1€ {0 1 7| 5 2
L R O 1Y Y| N 4
Hl.  ADVANTAGES ...cceuuiiiieeasiiiiemssnirsessrrsssssrrsssss s msss s rams s rama st rana s rrama s Eaama s Eanmn s nnnnnss 5
R o 2 11T 8
V. KIT COMPONENTS AND STORAGE..........iieeiiimimeiiiisss s ananans 9
VI. PREPARATION ....cuiiiieiieeuiinesrnesrrma s rs s s e s s e nm e s s e s s rma e e a s rem s nnm s nema s nnmn s nnn 1
VII. ASSAY PROCEDURE .......ccimeiiiiesiimesiniesinnssnsssssssnsessssss s sssssssssssanssnsnssssnsssnnssssnssssnnssnnnss 13
VI, REFERENCES ....iieuuuiiiseessirmsnssssnnssssssnssssssnssssssssssssssnssssssssssssssmnsssssssnssssssmnsssssssnsnssssnnnns 15



. BACKGROUND

EGF (Epidermal Growth Factor; also Urogastrone) precursor is a 185 kDa group 1
member of the EGF family of growth factors (1-4). Group 1 members are molecules
that bind to, and activate, the EGF receptor (EGF R). All EGF family members are
synthesized as type | transmembrane (TM) proteins that are proteolytically cleaved to
generate soluble forms. Human EGF is a fragment of a 1185 amino acid (aa) proform
that contains a 1010 aa extracellular region, a 21 aa TM segment, and a 153 aa
cytoplasmic domain. The proform extracellular domain (ECD) has three principal
structural modules. There are nine class B LDL R repeats, one von Willebrand Factor
A domain, and nine EGF-like repeats, the most membrane-proximal of which
constitutes the mature 53 aa EGF molecule (aa’s # 971-1023 of the preproprecursor)
(5, 6). The transmembrane 185 kDa EGF proform undergoes proteolytic processing to
generate multiple isoforms. Cleavage by ADAM10 releases a 160-170 kDa isoform
(aa 21-1023) that is found in most body fluids (7-10). This is accompanied by the
appearance of numerous 40-100 kDa fragments that may represent proteolytic
degradation products (10). The process that generates the 6 kDa mature EGF
molecule is unclear. It may arise internally, or be generated on the cell surface
through the action of membrane-bound serine proteases that act on either the
solubilized, 160 kDa proform, or a 70 kDa processed form of the 160 kDa proform (11,
12).

Notably, and in addition to mature EGF, both the 185 kDa TM, and proteolytically
cleaved (but unprocessed) circulating, 160 kDa proform have bioactivity (7, 13, 14).
The activity in both cases is attributed to the sole EGF peptide embedded in the
precursor. None of the accompanying EGF-like motifs have activity on the EGF R (15).
There are four potential alternative splice forms for the gene encoding EGF, none of
which affect the mature EGF sequence. Two are in the ECD and show deletions of aa
913-953 and aa 314-355, respectively. Two others are in the cytoplasmic region and
contain substitutions of 12 aa and 17 aa for aa 1125-1207 and aa 1136-1207,
respectively. Mature human EGF is 70%, 70%, and 85% aa identical to mouse, rat
and porcine EGF, respectively. Cells known to express EGF include platelets (16),
cerebral neurons, astrocytes, and cerebellar Purkinje cells (3), cells of the Brunner

(duodenum) and submandibular glands (17), nonpigmented ciliary epithelium (18),



and cells of the anterior pituitary (19). EGF has a number of diverse physiological
effects. A full appreciation of its activity is complicated by the fact that it operates
through the EGF receptor, which is utilized by other EGF family members,
heterodimerizes with other EGF R family members, and associates with other
transmembrane proteins such as the PDGF RB and HGF receptor (16, 20, 21). In any
event, EGF is proposed to affect both fetal and adult tissues. In the fetus, EGF
influences thymocyte growth and differentiation at the double negative-to-double
positive stage (22). It also seems to drive neuroglia production at the expense of
neuron formation (3), and promote epithelization (23). Finally, it inhibits adipocyte
maturation, thus increasing preadipocyte numbers (23). In the adult, EGF plays a role
in mammary gland lactogenesis (24). It also causes fibroblast mitosis, ECM
dissociation, and migration, general effects often associated growth factor activity

(25).

The ligand-binding receptor for EGF is the EGF receptor (also known as HER1 and
ErbB1) (16). Although uncertainty exists as to the exact mechanism for receptor
activation, it is now suggested that one EGF molecule binds to one receptor molecule
at two distinct sites. This forces a conformational change in the receptor that allows
for its association with a second EGF-EGF R complex (26). This dimerization forms a
functional EGF receptor. It is also known that ErbB2 heterodimerizes with EGF R, but
ErbB2 does not itself bind EGF. This may be due to the fact that ErbB2 exists
naturally in a form that will form a dimer, but contains a ligand-binding site that is
inaccessible to ligands. Thus, it waits for an activated partner (EGF-EGF R) before it
forms a functional EGF receptor (26). ErbB2:ErbB2 homodimers are precluded from
forming due to an inherent electrostatic repulsion. EGF is also suggested to
participate in ErbB3:ErbB2 heterodimer formation at high concentrations (27). The
significance of this is unknown. Alternative splice forms of EGF R exist in tumor cells,

and may contribute to either tumorigenesis or to sensitivity to EGF R inhibitors (28).



Il. OVERVIEW

A. PRINCIPLE OF THE ASSAY

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

and the intensity of the color is measured.
B. LIMITATIONS OF THE PROCEDURE

® FORRESEARCH 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 kitlabel.

® 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 of known concentration were tested twenty times on one plate to

assess intra-assay precision.
Inter-assay Precision (Precision between assays)

Three samples of know concentration were tested in forty separate assays to assess

inter-assay precision.

Intra-assay Precision Inter-assay Precision
Sample 1 2 3 1 2 3
N 20 20 20 40 40 40
Mean (pg/mL) 17.8 53.1 97.8 18.4 52.1 90.3
Standard Deviation | 0.519 1.12 2.08 1.02 1.53 3.74
CV% 29 2.1 2.1 5.5 29 4.1

B. RECOVERY

The recovery of human EGF spiked to different levels throughout the range of the

assay was evaluated. The recovery ranged from 96 to 103% with an average of 99%.
C. SENSITIVITY
The minimum detectable dose (MDD) of human EGF is typically 0.089-0.740 pg/mL.

The mean MDD was 0.266 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 highly purified E. coli-expressed recombinant

human EGF 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 EGF and diluted with Calibrator Diluent (1x) to produce

samples with values within the dynamic range of the assay.

Dilution Average % of Expected Range (%)
1:2 102 100-104
1:4 105 102-108
1:8 107 102-111
1:16 107 100-113

F. SAMPLE VALUES

Cell Culture Supernates - Human peripheral blood mononuclear cells (1x10°
cells/mL) were cultured in RPMI 1640 supplemented with 10% fetal calf serum. Cell
was cultured and stimulated with 10 ug/mL PHA for 6 days. An aliquot of the cell
culture supernate was removed, assayed for levels of human EGF, and measured 5.4
pg/mL.

Serum - Four serum samples were evaluated for the presence of human EGF in this
assay. All samples measured ranged from 384.5 to 443.0 pg/mL with an average of

415.4 pg/mL.



G. SPECIFICITY

This assay recognizes both natural and recombinant human EGF. The factors listed

below were prepared at 50 ng/mL in Calibrator Diluent (1x) and assayed for

cross-reactivity. Preparations of the following factors at 50 ng/mL in a mid-range

rhEGF control were assayed for interference. No significant cross-reactivity or

interference was observed.

Recombinant Human

Recombinant Mouse

Amphiregulin | HB-EGF Amphiregulin Epigen
Betacellulin MFG-E8 Betacellulin Epiregulin
Cripto-1 NRG1/HRG1 Cripto ErbB3
EGF R NRG1 Isoform SMDF EGF ErbB4
Epigen NRG1-a/HRG1-a EGF Domain pro-EGF MFG-E8
Epiregulin NRG1-1/HRG1-31 EGF Domain | EGF R

ErbB2 NRG1-$1/HRG1-1 ECD

ErbB3 TGF-a

ErbB4 TNF-a

Recombinant rat EGF cross-reacts approximately 1.0%, and recombinant human

pro-EGF cross-reacts approximately 1.3% in this assay.



IV. EXPERIMENT

EXAMPLE STANDARD

The standard curve is provided for demonstration only. A standard curve should
be generated for each set of samples assayed.

10

(pa/mL) 0.D. Average _Corrected
0 0.010 0.01 =
0.012
39 0.073 0.076 0.065
ol 0.079
2 781 0.132 0.134 0123
8 0.135
= 156 0.247 0.255 0.244
= 0.262
& o 313 0.474 0.485 0474
0.49
6.5 0918 0.922 0m
0.926
125 1612 1.620 1.609
0.0 T T ! 1627
l 10 1og 1000 250 2537 2.568 2557
Human EGF Concentration (pg/mL) 2399



V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Amount
Human EGE 96 well polystyr_ene microplate (12 strips of _8
) wells) coated with a mouse monoclonal antibody 1 plate
Microplate )
against human EGF
Human EGF A solution of polyclonal antibody against 1 vial
Conjugate EGF conjugated to horseradish peroxidase
Recombinant human EGF in a buffered protein base;
Human EGF . . o .
lyophilized. Refer to the vial label for reconstitution 2 vials
Standard
volume
A 5x concentrated buffered diluent used to dilute
Calibrator Diluent (5x) b tuentu " 1 vial
standard and samples
Wash Buffer A 25x concentrated solution of buffered surfactant with 1 vial
concentrate (25x) preservatives
TMB Substrate TMB ELISA Substrate Solution 2 vials
Stop Solution 2 N sulfuric acid 1 vial
Plate Covers adhesive strip 3 strips




B. STORAGE

Unopened Kit | Store at 2-8°C not use past kit expiration date.

Diluted Wash Solution
Stop Solution
Conjugate May be stored for up to 1 month at 2-8°C

*

TMB Substrate

Prepare fresh for each assay.

Standard Standards may be stored for up to 1 month at
Opened/ 20°C *
Reconstituted ’
Reagents

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

Calibrator Diluent (5x%) Use and discard diluted Calibrator Diluent

(1x). Prepare fresh for each assay.

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.”

Microplate Wells

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

C.

O

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.

500 mL graduated cylinder.

PRECAUTION

EGF is detectable in saliva. Take precautionary measures to prevent
contamination of kit reagents while running this assay.

Some components in this kit contain ProClin 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.

10




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

Serum samples recommend a 5-fold dilution. A suggested 5-fold dilution is 40 uL of
sample + 160 L of Calibrator Diluent (1x). Optimal dilutions should be determined by

the end user.

C. REAGENT PREPARATION

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

recommended that all samples and standards be assayed in duplicate.

Note: High concentrations of EGF 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%).

Human EGF Standard - Centrifuge briefly before opening. Refer to the vial label
for reconstitution volume*. This reconstitution produces a stock solution of 250

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.

11



Pipette 500 uL of the 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 250 pg/mL standard serves as the high standard. The Calibrator Diluent (1x)
serves as the zero standard (0 pg/mL).

500puL 500 pL 500uL 500 pL 500 pL

500 uL Std. |
F > 1 — =
[STANDARD =i
] ) "' L :
250 pg/mL 125pg/mL 625pg/mL 313 pg/mL 15.6pg/mL 7.81 pg/mL 3.91 pg/mL

D. TECHNICAL HINTS

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

® 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.

® |tis recommended that the samples be pipetted within 15 minutes.

® To ensure accurate results, proper adhesion of plate sealers during incubation
steps is necessary.

® TMB Substrate should remain colorless until added to the plate. Keep TMB
Substrate Solution protected from light. TMB Substrate Solution should change
from colorless to gradations of blue.

® 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



VILASSAY PROCEDURE

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

recommended that all samples and standards be assayed in duplicate.

Note: High concentrations of EGF are found in saliva. It is recommended that a face

mask and gloves be used to protect kit reagents from contamination.

1.

2.

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 200 uL of Standard or 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.

Aspirate each well and wash, repeating the process three times for a total of four
washes. Wash by filling each well with Wash Solution (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 200 pL of human EGF Conjugate to each well. Cover with a new adhesive

strip. Incubate for 1 hours at room temperature.
Repeat the aspiration/wash as in step 4.

Add 200 pL of TMB Substrate to each well. Incubate for 20 minutes at room

temperature. Protect from light.

Add 50 uL of Stop Solution to each well. The color in the wells should change
from blue to yellow. If the color in the wells is green or if the color change does

not appear uniform, 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. 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.

13



10. CALCULATION OF RESULTS

Average the duplicate readings for each standard and sample and subtract the
average zero standard optical density. 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 EGF 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 diluted, the concentration read from the standard curve

must be multiplied by the dilution factor.

14
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NEGF B 7 7% & (MDD) —#%7£0.089-0.740 pg/mL, MDD~F %1% 50.266pg/mL.

MDD 2 HR45 201> 2 52 ) vH: ot £ LRI RO BEAE A1 S0 A o 1 22 T R4S B AR A
LR E o

D. ®IE

BHLELISAR ) & 28 FHR&D Systems® A= 7= 1 K AT B R 15 1) = 4 ¥ 4 NEGF & AR
iE,

E. &

AFERFEAR P S H RSN EIKE R ANEGFE, K5 RS ERR (1X) KreAmres
RrVE R P, e F 2k k.
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MR SEMEARE (%) B (%)
1:2 102 100 -104
1:4 105 102 -108
1:8 107 102 -111
1:16 107 100 -113
F. BEATE

Y EIEREAR- N IS E ML ERAZ A (1x 10840 i/mL) £577 156 10%/16 4 L& FRPMI
164055774, 1110 pg/mL PHARISAH 16K . B L imil e ANEGF & &, 451

N5.4 pg/mL.

L7 A A -5 P AR A I 1 44 NS AR A T NEGF Ko 44 FEAS 1 e NME 7E

384.5—443.0 pg/mL [a], “F3¥){H415.4 pg/mL.

G. Rt

BEELISAE T Rl RIR S B NEGFEE o 5 LUN B 7 RS HE S AR (1<) Bedil ik
50 ng/mL IR EERAGIN 5 NEGFRIZE X M. K550 ng/mLEJF PR 175 A a)5E i )

HANEGFXT M, KA NEGFHRITH. B WS H] 858 R M BT

Recombinant Human

Recombinant Mouse

Amphiregulin HB-EGF Amphiregulin Epigen
Betacellulin MFG-E8 Betacellulin Epiregulin
Cripto-1 NRG1/HRG1 Cripto ErbB3
EGF R NRG1 Isoform SMDF EGF ErbB4
Epigen NRG1-a/HRG1-a EGF Domain pro-EGF MFG-E8
Epiregulin NRG1-1/HRG1-1 EGF Domain| EGF R

ErbB2 NRG1-1/HRG1-1 ECD

ErbB3 TGF-a

ErbB4 TNF-a

WITVE TR IR BREGFAE XU % 21.0%, S5 H2H APro-EGF A8 X N 411.3%.
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IV. S2%

AR B 2% SE
b i 2R IS, RS0 I 2 ) 0 L R B il 26

" (pa/ml) 0.0. Average __ Corrected
0 D010 0.011 Py
0012
=g 391 0.073 0.076 0.065
? 1 0079
E 7.81 0,132 0.134 01213
& 0.135
= 156 0247 0.255 0.244
2 0.262
& oa 33 0.474 0485 0474
0.49%
625 0.918 0922 0911
0.926
125 1612 1620 1609
0.01 o p—— v 1627
1 10 100 1000 50 2537 2.568 21557
Human EGF Concentration (pg/mL) 2399
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V. SR LA
A. FSRIEA R

SR i::pa g
Human EGF Microplate i;ﬁ%;ﬁ?}figiﬁﬁ%ﬁ%ﬁﬁ % L% 1 PR
Human EGF Conjugate BRI E AL E R EGF £ g BEduik 19
Human EGF Standard PotEdh GRTRD » SHMSPRERAT I 2
Calibrator Diluent (5x) if%‘ﬁ"‘]*ﬁ%p%%*%iﬁ (5%) HTHMikehrift 1 i
A RITRE AR
Wash Buffer Concentrate (25x) IRARVE R G2 (25%) 19
TMB Substrate TMB ELISA & 2l
Stop Solution 2 bR 10
Plate Covers BRI 35k
B. RA&METF

RIFEEANE | 2-8Chilifr; EERAGA BN AL

VelGe il (1%)

%
. 2-8°Cfitifs, % 30 K*
BRIk
TMB JEYE R
CATH RS | {5 FE B35 0 i 1
BHIRA | i S-20°C k47, i 30 F*

2-8Chitfs, % 30 K*

PRHEARRRRER (5% | 54 BT BERRARI A (1) bR RRBRL, 2 AR
3t

R AR AR BB 7 AT TR B AR P AR A,

e AL %

M AE G B A B
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. SEIRFTH H &R

BitnA (ATl EE450 nmAs K MR A & 540 nmE 570 nmi IE K IR ED
A LA S — R Sk
ARERK B2 8 1K

. EEEH

WV T AS I RIEGF . AEBEAT ARG, SRECT BT 1 it B 1300 G il o
AR & e i 5 A ProClin, I RES 51 R BRI Bl R 8 S TN o

WU & P& L BOE R VER, S O IR . T T AR IR . A
JEARHIRYET -
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VI. LRI

A. PERIER R AT

MpaiEIe b B0 KRR . FEARTT LSRN AT, B S IR A7 T7S-20°C . %
YRR FEASTTRER Z IR AE SRR (1) BkE.

MFEREA: AL 7> B (SST) 7 @ik . AEMAF =R EEE307 81, #8J51000 x gL
159 Bl e WHUMIBFEAS 2 5 RIZI A A0, sg 338, -20°CIAE 4 . 8k e S Uk o
FEATT e /5 2 AR AE AR (1) k%

B. HAMETE

I AR B ARAE SRR (1) SRR A BEAT RN, BI40 uLifii+160 pLbritE b
MR (1%) o B HRRE R N H e 2 P B €

C. HrAr#EZLIE

ERAMERITA AR MEARRET IR, BT SRR A MR & S AU
K MRS EREIIEGE, KR 75, SER A FE.

Vel (1%« MUKAEHHUH RIRGRIL BRI REA 4, BT IEWELS: ME=R, &
RRIRS), Frdhfn e RIS FHICHIGE S . AR 20 mLIR S el ] 28 PR /K sl 25 7 1K
PR ML) 500 mLTARR BERIFEERB (1% &

PSRRI (1) « 208 T /K SRR RE O PR SRRV (120
AEGFir#Efh: FFanATHBEE B0 . BT M ERARESERSRE, HERE
J9250pg/mLARHE B . FEERRERE B 150081, IS R

WA, AR S

] AN MREE T IN NS00 pLbRE s AR (1XD o REbritk i BERS T BICR S IRRE
FEAFRA G BRRE T — . 250 po/mLE(EbRil: th 2w, brdk AR (1
X A HAEFRAEIZEZE 5 (0 pg/mL)
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500uL 500 uL 500 L

- Wan YWa \
500 pL Std. r::{ B B

B

’ | | | |

’i. - ] ' &
L y N y )/ §

250 pg/mL 125 pg/mL 625pg/mL 313 pg/mL 156pg/mL 7.81 pg/mL 3.91 pg/mL

. BORDMRIR

VR A B R RN, SRR A

N T REGAZ GGG, I FIRBERR R . BRI R R R At k. o)
HANTRIR I3 7359 1 AN [ RO A% TR

RIS Bl A 58 B BRI A

BRI, IR B AR v ORAIE S5 R X HERf 2 5

TMBJEA HAE AT R A TE L, TEREDEIRAE ;s IIABSLIRE . TMBJRYIHR th oty
AR FAN IR FEE Y 5

L1 AR 92 R TMB A W AR — 250 I LU, LB f AR
o AL SR, MR ABERIESIE TR MRS
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VILI.

BIED R

ERTTFRIERFMERRE T ERE, BUHH K SSREEA MR R LR
TEE: MR 1 m K SEHIEGF o R T/ L1 E T B AR 177 o 5 5275 5

1.

2.

3.

10.

PR BT, AT TR T B R RS v s

MNP0 22 2 I I 2 B A TR B LR, AR BB SR B R ER T A8 P, ST 0

O A AN R AR it 5 SRR R A IO NI R L, L2200 plo FH MBI &
NAL, FERWE 2/ SRR T ko6 FLER A, T F FicsthRvE AR
FEAIIAR A7 B

Y AR PR A 25 5 A eI 22 B AR 38 51 A S e RL AR » B FLIN 6344372400 L,
SRFEHEAR PR 250 B HRAESIK, JLRAEAR . RIS B 5% R A £
A Bh T3 BT M SEI0 45 Bt o B 5 — URBEIR S5 3, 15 A A BT YRR R T B B 150
TEMR K ARHAT T ke B T A

FERFA AL IIAN200 pLBEEFREMfiid . FEBR AR N L, EREE 1/

A AL AR B

FERAALA 200 pL TMBIEY)H, EEWE 20040 HEREDL;

TERAN AL IS0 pLZ b, fLNIE B2 NI B ATt WERETRSE
ARG TR AT, TERIMALR, IR A5

TIINZ G 1053808, (58 I BEAR I E450 nm I 6 FEAE #5540 nmek570
nmfERRSIER K. DR KK IEARTH, BI450 nm# ek 2:540 nma570 nm
AR X AR b IE MR AR R 2 B o Y0 2 IE T L3 #E 450 nmAd 27 1)
AT e S i AN HERf:

TG R W B AR SRR S (1 ST AL E B E, SR 502 EhRE 5T 40D
6 (0.D. , fFHHEHARAENSEZH (4-PL) HZHAOIERENL. 55—
BART7VEA, @I g hlyfl AR S ISP RO A S PR B SR AL s A
2, Framad B b R s A AR Hh T DL 2 i NEGFIR EE % % 5 0.D.
IS EOR 2R A, I HI A A 2T O I [F A W R« AR PR A R 5 E
AN G R B P

U SRR SRR, Mo i 2R TS FBE 6 3T AR AR 55 5
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