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. BACKGROUND

Mesothelin, also known as CAK1 and ERC, is a protein that is mainly expressed in the
mesothelial cells lining the pleura, pericardium, and peritoneum. The Mesothelin gene
encodes a precursor protein of 70 kDa that is cleaved into two products, including
megakaryocyte potentiating factor (amino acids (aa) 37-286) and Mesothelin (aa
296-606). Megakaryocyte potentiation factor is a secreted protein of about 32 kDa,
and it functions as a cytokine that can stimulate colony formation in bone marrow
megakaryocytes. Mesothelin is a 40 kDa glycosylphosphatidylinositol-anchored
cell-surface protein (1-4). Multiple transcription variants of Mesothelin, as a result of
alternative splicing, have been described. Variant 1 is primarily expressed at the
surface of the cells and can be shed (5-8). Compared to variant 1, variant 2 has an
eight aa insertion between aa 409-416 and variant 3 differs from aa 601 to 630 (9).
Variant 1 is the predominant form that is expressed by both normal and tumor cells,
while variants 2 and 3 exist at low levels (9).

The biological functions of Mesothelin remain unclear. Bera et al. generated knockout
mice in which the Mesothelin gene was inactivated. They found that these mice did
not have any detectable abnormal phenotypes, and they produced offspring normally,
suggesting that Mesothelin is not essential for growth and development (10). Other
studies have reported that cells transfected with Mesothelin were more difficult to
remove from the culture dishes than nontransfected cells. This indicates that
Mesothelin might function as an adhesion molecule (1). This notion is further
supported by the observation that Mesothelin is able to bind to CA125/MUC16 with a
high affinity and that this interaction mediates cell adhesion (11, 12). Mesothelin may
thus play an important role in the peritoneal spread of ovarian cancer (13). The
expression of Mesothelin is modulated by the Wnt proteins. In mouse mammary
epithelial cells, Mesothelin is up-regulated by Wnt-1, while down-regulated by Wnt-5a
(14). Under physiological conditions, the expression of Mesothelin is limited, however,
overexpression of Mesothelin has been described in many types of malignancies,
such as mesothelioma, ovarian cancer, and pancreatic cancer (15-17). Further
studies have suggested that this cancer-specific overexpression of Mesothelin might
be attributed to an upstream transcription enhancer (18). Mesothelin is detectable in
many biological fluids, such as serum and urine. It has been demonstrated that
quantification of Mesothelin in these biological fluids may serve as a useful biomarker
for cancer diagnosis, prognosis, and monitoring response to therapy in patients with
mesothelioma and ovarian cancer (19, 20). Furthermore, due to its low expression in
normal tissues and high expression in tumor cells, Mesothelin is an attractive
candidate for cancer immunotherapy. Additionally, Mesothelin can elicit an
autoimmune response in cancer patients. These therapies include agents that target
cell surface Mesothelin or elicit an immune response against Mesothelin (21-23).



I. OVERVIEW
A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human Mesothelin has been pre-coated onto a microplate.
Standards and samples are pipetted into the wells and any human Mesothelin present
is bound by the immobilized antibody. After washing away any unbound substances,
an enzyme-linked antibody specific for human Mesothelin is added to the wells.
Following a wash to remove any unbound antibody-enzyme reagent, TMB substrate
(Chromogenic agent) is added to the wells and color develops in proportion to the
amount of human Mesothelin 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 supernates, human serum, human plasma,
human saliva and human urine.

+ 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 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 (ng/mL) 0.830 2.56 5.54 0.910 2.80 5.94
Standard Deviation 0.034 0.082 0.193 0.057 0.130 | 0.360
CV% 4.1 3.2 3.5 6.3 4.6 6.1

B. RECOVERY

The recovery of human Mesothelin spiked to levels throughout the range of the assay

in various matrices was evaluated.

Average %

Sample Type Recovery Range (%)
Cell culture media (n=4) 104 91-113
Human Serum* (n=4) 99 92-114
Human EDTA plasma* (n=4) 97 88-109
Human Heparin plasma* (n=4) 97 86-112
Human Saliva* (n=4) 102 91-112
Human Urine (n=4) 103 86-115

*Samples were diluted prior to assay as directed in the Sample Preparation section.

C. SENSITIVITY

Twenty assays were evaluated and the minimum detectable dose (MDD) of human



Mesothelin ranged from 0.005-0.022 ng/mL. The mean MDD was 0.010 ng/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 NS0O-expressed recombinant
human Mesothelin (amino acids Glu296-Gly580, Accession # AAH09272) 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 Mesothelin and diluted with Calibrator Diluent (1x) to

produce samples with values within the dynamic range of the assay.

Human Human
Cell culture | Human Human | Human
EDTA Heparin
Dilution supernates | Serum* Saliva* | Urine
plasma* | plasma*
(n=2) (n=4) (n=4) (n=4)
(n=4) (n=4)
Average %
103 98 99 97 99 100
1-2 | of Expected
Range (%) 101-105 91-104 | 94-103 91-103 | 98-101 | 93-106
Average %
104 98 97 91 100 99
1-4 | of Expected
Range (%) 103-106 91-104 93-98 88-93 90-108 | 97-100
Average %
107 98 95 93 104 106
1-8 | of Expected
Range (%) 105-109 92-104 94-96 89-98 91-115 |100-112
Average %
108 95 95 90 102 103
1:16 ©f Expected
Range (%) 103-114 92-99 91-97 88-92 90-113 | 90-114

*Samples were diluted prior to assay as directed in the Sample Preparation section.




F. SAMPLE VALUES

Human Serum/Plasma/Saliva/Urine - Samples from apparently healthy volunteers
were evaluated for the presence of human Mesothelin in this assay. No medical

histories were available for the donors used in this study.

Range Standard Deviation
Sample Type Mean (ng/mL)
(ng/mL) (ng/mL)
Human Serum (n=35) 18.7 9.63-40.2 7.0
Human EDTA plasma
18.1 9.24-40.8 6.9
(n=35)
Human Heparin plasma
16.4 8.31-44.7 7.2
(n=35)
Human Saliva (n=10) 14.5 4.72-27.7 7.7
Human Urine (n=11) 6.57 0.39-22.7 71

Cell Culture Supernates:

HepG2 human hepatocellular carcinoma cells were cultured in DMEM supplemented
with 10% fetal bovine serum, 2 mM L-glutamine, 100 U/mL penicillin, and 100 pg/mL
streptomycin sulfate until confluent. An aliquot of the cell culture supernate was

removed, assayed for human Mesothelin, and measured 2.92 ng/mL.

OVCAR-3 human ovarian carcinoma cells were cultured in RPMI supplemented with
10% fetal bovine serum and 0.25 g/mL mouse insulin until confluent. An aliquot of the
cell culture supernate was removed, assayed for human Mesothelin, and measured
7.92 ng/mL.

G. SPECIFICITY

This assay recognizes natural and recombinant human Mesothelin.

The factors listed below were prepared at 100 ng/mL in Calibrator Diluent (1x) and
assayed for cross-reactivity. Preparations of the following factors at 100 ng/mL in a
mid-range recombinant human Mesothelin control were assayed for interference. No

significant cross-reactivity or interference was observed.




Recombinant human:

CA125/MUC16

CD14

CD48/SLAMF2

MPF/Megakaryocyte Potentiating Factor

ULBP-1

ULBP-3

ULBP-4




IV. EXPERIMENT

EXAMPLE STANDARD

This standard curve is provided for demonstration only. A standard curve should be

generated for each set of samples assayed.

(ng/mL) 0.D. Average Corrected
0 0.021 0.021 —
109 0.021
0.156 0.088 0.090 0.069
0.091
5, | 0.313 0.148 0.149 0.128
7 0.150
5 0.625 0.269 0.271 0.250
T 0.273
- 125 0.470 0.480 0.459
o o 0.490
2.50 0.894 0.898 0.877
0.901
o5 , ‘ 5.00 1 glg 1.631 1.610
o k 10 100 100 2,659 2708 2687
Human Mesothelin Concentration (ng/mL) 2.756




V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
96 well polystyrene microplate (12 strips of 8
Human Mesothelin . . .
wells) coated with an antibody against human | 1 plate
Microplate
Mesothelin
Human Mesothelin Solution of antibody against human Mesothelin 1 vial
via
Conjugate conjugated to horseradish peroxidase
Recombinant human Mesothelin in a buffered
Human Mesothelin
protein base; lyophilized. Refer to the vial label | 1 vial
Standard
for reconstitution volume
Assay Diluent RD1S A buffered protein base 1 vial
Calibrator Diluent
A 5x concentrated buffered protein base used to
Concentrate (5x)/ 1 vial
dilute standard and samples
RD5-20
Wash Buffer
A 25x% concentrated solution of buffered surfactant| 1 vial
Concentrate (25x)
TMB ELISA Substrate Solution/TMB Substrate
TMB Substrate 2 vials
Solution
Stop Solution 2 N sulfuric acid 1 vial
Plate Sealers Adhesive strip 3 strips




B. STORAGE

Unopened Kit

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

Opened/
Reconstituted

Reagents

Wash Buffer (1x)

Stop Solution

Conjugate

TMB Substrate

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

Standard

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

Assay Diluent

RD1S

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

Calibrator Diluent
Concentrate (5x)/
RD5-20

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

Use and discard diluted Calibrator Diluent

(1%). 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 kit.
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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.
50 mL and 500 mL graduated cylinder.

Horizontal orbital shaker (0.12” orbit) capable of maintaining a speed of 500+50
rem

Test tubes for dilution of standards and samples.

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 eye, hand, face,
and clothing protection when using this material.

11



VI. PREPARATION

A. SAMPLE COLLECTION AND STORAGE

The sample collection and storage conditions listed below are intended as
general guidelines. Sample stability has not been evaluated.

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).

Plasma - Collect plasma using heparin or EDTA as an anticoagulant. Centrifuge for
15 minutes at 1000 x g within 30 minutes of collection. Assay immediately or aliquot
and store samples at < -20 °C. Avoid repeated freeze-thaw cycles. Samples may
require dilution with Calibrator Diluent (1x).

Note: Citrate plasma has not been validated for use in this assay.

Saliva - Collect saliva in a tube and centrifuge for 5 minutes at 10,000 x g. Collect the
aqueous layer, and assay immediately or aliquot and store samples at <-20 °C. Avoid
repeated freeze-thaw cycles. Samples may require dilution with Calibrator Diluent
(1x).

Urine - Aseptically collect the first urine of the day (mid-stream), voided directly into a
sterile container. Centrifuge to remove particulate matter, assay immediately or
aliquot and store at < -20 °C. Avoid repeated freeze-thaw cycles. Samples may
require dilution with Calibrator Diluent (1x).

B. SAMPLE PREPARATION

Human serum, human plasma and human saliva samples recommend a 10-fold
dilution. A suggested 10-fold dilution is 50 uL of sample + 450 yL of Calibrator Diluent
(1%). Optimal dilutions should be determined by the end user.

C. REAGENT PREPARATION

Bring all reagents to room temperature before use.

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

12



Diluent (1x).

Human Mesothelin Standard - Refer to the vial label for the reconstitution
volume*. Reconstitute the Human Mesothelin Standard with deionized or distilled
water. This reconstitution produces a stock solution of 100 ng/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 900 uL of Calibrator Diluent (1%) into the 10.0 ng/mL tube. Pipette 500 L into
the remaining tubes. Use the stock solution to produce a dilution series (below). Mix
each tube thoroughly before the next transfer. The 10.0 ng/mL standard serves as the
high standard. Calibrator Diluent (1x) serves as the zero standard (0 ng/mL).

500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
|
100 pL Std. \
——
» | |
100 ng/mL 10.0ng/mL 5.00 ng/mL 2.50ng/mL 1.25ng/mL 0.625ng/mL 0.313 ng/mL 0.156 ng/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 protected from light. TMB Substrate 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.

13



VII.LASSAY PROCEDURE

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

recommended that all standards and samples be assayed in duplicate.

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 Assay Diluent RD1S to each well.

Add 50 pL of standard and prepared sample per well. Cover with the adhesive
strip provided. Incubate for 2 hours at room temperature on a horizontal
orbital shaker (0.12” orbit) set at 500+50 rpm. 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 Buffer (400 yL) 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 Mesothelin Conjugate to each well. Cover with a new
adhesive strip. Incubate for 2 hours at room temperature on a horizontal
orbital shaker (0.12” orbit) set at 500+50 rpm.

Repeat the aspiration/wash as in step 5.

Add 200 pL of TMB Substrate to each well. Incubate for 30 minutes at room
temperature. Protect from 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. 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.).

14



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 Mesothelin 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.

15
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MDD 2 HR 4/ 204 5 5 1) 2 A v s FL ARG B35 A 1 T R4 2 00 795 435 o 225 115945 81 ) A 6
IR o

D. ®IE

12459 0 % 12 LAR&D SystemsAH: 7= 1] = 46 B NS0 IA 1 5 44 A\ Mesothelin (2R 7
41Glu296-Gly580, & 3%*5AAH09272) FZIE.

E. &M%

ANFEFFEA RS 808 N B E ) AMesothelin, $8 5 FARHESFERER (1) HFEARR
R SRS I Ve R P, 00 e

AR L NS | NEDTAML | ATt ABERC | AR
+ o NS ;
(n=4) | X*(n=4) | (n=4) | (n=4) | (n=4)
(n=2)
A IHIRHE
103 08 99 97 99 | 100
1:2 (%)

T (%) 101-105 | 91-104 | 94-103 91-103 | 98-101 | 93-106

FIERHE
14| R

104 98 97 91 100 99

JalE (%) 103-106 | 91-104 93-98 88-93 | 90-108 | 97-100

FIEIRHE
1:8 (%)

107 98 95 93 104 106

JalE (%) 105-109 | 92-104 94-96 89-98 91-115{100-112

A IRHE
116| (%)

108 95 95 90 102 103

o (%) 103-114 | 92-99 91-97 88-92 |90-113 |90-114

R £ T I BERE i ] 2 0 IR R EAT RORE
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F. FEATUE

NIYE/ M3 /e /R - 7EARIE h P45 T ok B R R B H AR T 2 BT
A Mesothelin, AHF 50 H i A AR B 95 5E

FEARRY SEHE (ng/mL) JiE (ng/mL) (ijﬁ%)
AIjE (n=35) 18.7 9.63-40.2 7.0
ANEDTAILY (n=35) 18.1 9.24-40.8 6.9
ANHFZEIMHE (n=35) 16.4 8.31-44.7 7.2
ANHEW (n=10) 14.5 4.72-27.7 7.7
NIRBE (n=11) 6.57 0.39-22.7 7.1
MR LI

B HepG2 AT 41 e I E A 10% 2R s . 2 mM L-A & B . 100 U/mLE 2 & Al
100 pg/mLARFR5E 5 X IDMEMAF 578 20 & . B4l Rs 7% &, Il AMesothelin,
M 5EE N2.92 ng/mL.

¥ OVCAR-3 A YF 55 41 i 75 10% fif 4 M35 A10.25 g/mbL/)s BRUBE & 2 FIRPMIH £ 9% 22
LA BUANpRR; 7% L, M AMesothelin, 5 {H ~7.92 ng/mL.

G. fRit

60 7 V2R 551 K SR A EE 2\ Mesothelin.

PLRZH R T EAR e SRR (%) H L1100 ng/mLFIR BEfi &, AT 48 U B 1
M5E o LA H A IR 77 Fh 48 95 B 22 20 A\ Mesothelinf [ 5 F BL100 ng/mL i i i 45
FHHAT T E . AWM SR B B X BT

Recombinant human:

CA125/MUC16

CD14

CD48/SLAMF2

MPF/Megakaryocyte Potentiating Factor

ULBP-1

ULBP-3

ULBP-4
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IV. 256

v B 2% S

ZARE I AEAR NS5, BRHRSIR IR N RIARAE 2R

Optical Density

-

e
o

0.01

0.1

1 10

Human Mesothelin Concentration (ng/mL)

100

25

(ng/mL) 0.D. Average Corrected
0 0.021 0.021 —

0.021

0.156 0.088 0.090 0.069
0.091

0.313 0.148 0.149 0.128
0.150

0.625 0.269 0.271 0.250
0.273

125 0.470 0.480 0.459
0.490

2.50 0.894 0.898 0.877
0.901

5.00 1.619 1.631 1.610
1.642

10.0 2.659 2.708 2.687
2.756




V. SIS HB LT
A. BRIEH R

R iR FirE
o T AMesothelinFi A 196 FL K 2K 2.)d
Human Mesothelin Microplate 1HAR
R, 84Lx 125
Human Mesothelin Conjugate | EgFrfa I Ht A Mesothelinfii {4 g
’ Mesothelin Standard # 20 AMesothelinbrift it AT , ZHH i
uman Mesothelin Standar e
B AR AT
Assay Diluent RD1S o b
Calibrator Diluent Concentrate | W4ifbriE MR (5%) , FHTHikER -
(5%)/ RD5-20 TR fil FTRE ot
Wash Buffer Concentrate (25x) | IRAATEIRZEMR (25%) bk
TMB Substrate TMB ELISAJE¥ B TMBE 15 2jfK
Stop Solution 2SR i
Plate Sealers Epigi 35k
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B. W&

o TF 3R 7 ‘
- B o e C s R A A
Ve (1)
2114
2-8°Cfitfs, m%Z30K*
S IE RS
TMBJEVE R
CLTIT, R | BRE 2-8°Clif7, 30K
zgﬁﬁ%usﬁMWRms 2.8°Ciits, #2305
2-8CHi , % 30 &*
e i b | 2 P A SO R
G (5 | RD5.20 | TEORUHEFIBHEERBING 1 x bE e RARRAL, A 105
7’2"T:
‘ Y K KR i 5 TR A S P,
L I LR 2%
2-8°Cflitf7, m%30K*

“IAAAER A A R
C. SKWPTH H &AM

o BEFRX CATINEE450 nms P AR E £ 540 nmEl570 nmAR IEE K iR HSCED
o ERE IR B Ik

¢ ZERBKEEETK

o U (WO | ZlIE PR AR E SR

¢ 50 mLAI500 mL & {5

o KPIRGEE (0127 #13E) , #id: 500150 rpm

o FH T RRBEARAE SRIRE S B

D. EEFEW

o BGHE PS4 S A B, PTG BRI B N, IR o
o BUNE PR RORRRYER L IS RIS . T T SRR
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A. FERUE R AETF

AT 3t A S SR AR AR R AU — AR T . R A R R R VP At o

MR TE BB - B0 RO, ST RN S BEAT R, JERRRE A i A 7E< -20°C
RIREE T, G S R IR FFwh T RE TR Z IR AE SRR (%) Mk

MmiF - AR 2> 2 (SST) , AT i T #EREI3070h, SRJG7E1000 x gt
TR B LS Bl o3 B ILIE ISR EATAR I, BRI A7 A< -20 °C. i S B R
a3k FEASHTRET B E SRR (1) Bk

M3 - {5 RSEDTAE MR SE LK . 7ERAEE30708 4, LL1000 x gL
JIBS 0553 LRI B > B HAfAA7ES -20 °C. b R SRk 5T Re f 2 AR
HERARERTR (1%) Hike.

e FTBR MR A AR LS F 0

WEVR - KRR RE S, LA10000 x g5y Bl WERK R, SRR I B 6 I
f74E< -20 °Co WA EURRR . FFah P RERT ZEHIPRTER AR (1) Bk,

PRI - TERELHERIKR ChBIR) , BEHFATEAS T . BOERBRYN,
A7 RIS B 70 2 i A7 < -20 °Co S S B VKRR o Ao il 7T E 75 22 IR A SRR (10
BEATFRE o

B. HRHES

NIAE - N LSRN A S OB 10 . I 10 1M 5 208 50 pL AR
+450 L FIbRAEM MR (1%) o SEEMBERREON i P HATHE «

C. MWRIAEE TR

AR AR E T E8E.

TR (1%) « MUKFEHECH R SR T Re a4 i, BT IEWIS: BEER, &
FRIRST, F54h e A Ve ERCHIVER . ATE20 mUIRZELES N (25%) 7&K B
B TR H 500 mL T AR ISR (1%)

PR AR (1%) = U2 B KRB/ I s A vl AR R (1% &
AMesothelin#z i : EIFEFIE S HM G b2, A8 FREEBKERA
Mesothelinfritfit, 32 E 100 ng/mLARHE i it % BER . B ERE 2 /0155058, ffi
H ANV

UG BEIR], TE B IRIRATR IR SRR .

FRIUE 900 pLbri: i BBl (1) #5 X 10.0 ng/mLIE H, HAEHIIA500 pL 5
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HEMMRER (1) o fEHARAE g 2 RO RE (R o E NIRRT, BENET
WA - 10 ng/mLAE A bR il 2 1 fe i s o FRifE R (1) PEAbRAE 2%
M (0 ng/mbL)

500 plL 500pul 500 L 500ul 500 pL 500 L
r‘ a U e W YW UWan U \
g

100 pL Std.

»
g ' ' ' ' m '

100 ng/mL 10.0ng/mL 5.00 ng/mL 2.50ng/mL 1.25ng/mL 0.625ng/mL 0.313 ng/mL 0.156 ng/mL
D. AR/

o CHBOSEREARN, G,

o TGS, RAFRKIERER. L. R R EE fie k. 5
SARIELR AL 4 B LR R RO RS A

o HEBASSERER YL LR

o KRR, TEE BT GRES AL

o TMBREADFIE LRAISOATE, WRICHRIE: MARAURRE, #HEEERTH
I .

o Sl AR B A TMBIRAE L AR — B0 A IR, TP 12
#rs HILNERE, WREILARARRSIE R AR
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VILERAED IR

FERET, KA HAEHANERRE T ER. BT HTE i MR R BT Z IR .

1.
2.
3.

10.

11.

R LU, R T B IR RS

MNP 22 2 I I 25 B A R I LR, AR BOBRR B I B R TS Y, T
AN FLH I 100 UL A RRD1S

O3 AN [ A v i AN S IR RE A INAH R FL A, FFFL50 plo AR IR s
L, FKFIRE 2 (0.12” $iE) , #&: 500%50 rpm, EEBE2/NK. U
ML T — k96 LB I, T TiC S bn v AR IR A AR Y A B

KRR PRI 25, A3 R 22 I DA AR X 5 Bh AR WL BEAR - B AL P& 400 pL,
SRJEHEAR IR 25 0 S HRAESIR, JLBRAIR. FUEBUR B LK Rk
TR B I SEI0EE IR . B — IRBAR G A, 1A N T YRR IR T SR AR 15
TEWR K ARHA T BT 5% v A

TERA L A 200 pLAMesothelinfigbrs il Hidk . FH AR EHE ) N2 AL, K
FIRG S (0.12” BUE) , ¥E: 500£50 rpm, FEFEH2/M .
ARSI AR AR
ERANFLAIIA200 uL TMBIEVE W, ZRFE 3080 HERE.
FERFAMMIL IS0 L IEW, RIS, SRR A2,

TN LG 105380, A6 BEAR G 52450 nm IR FE(E, 3 5E 540 nmEk570
nmfERRSIER K. WERBE KK IEARTH, BI450 nm#Jit)k 2:540 nma570 nm
(A XU NG AL IE B ARAR I e B o JE R R T L 7E450 nmAb kAT (1)
T A2 o i SR ANV

R AT

K AR S FIRE 5 (1) SR FLIRO G A BT 3448, SR 5 Uk 2 4wt i P 2 OD{H (O.D.),
AR E S H0Z 5 (4-PL) HZ G olEbrE g 2. 55— B0,
I 2 iyl A A BRSSP IR A S xR B R bR 2R, i@
R SR A 4. B o] DUE 221 A Mesothelinif B 1 %] % 5 O.D. 1%
BRI, IF BG4 nT LU BT R . %R AR R H AR
A UINEVE/IE

UNSRRE SRS, MR i 28 S BRIk P 250 AR 15 5
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