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[1. Introduction]

CTGEF is a secretory protein of approximately 38 kDa produced
by umbilical vein and vascular endothelial cells. CTGF is
composed of 4 domains, designated Modules 1 through 4. Module
1 is the IGF-binding domain, Module 2 the vWC domain, Module
3 the TSP-1 domain, and Module 4 the CT domain, and different
factors bind to each domain. CTGF is reportedly involved in
the proliferation and differentiation of chondrocytes and in cell
adhesion, as well as being a major factor in tissue fibrosis, and
has been proposed as a candidate biomarker for various fibrotic
disorders.

Meanwhile, it has been reported that CTGF in blood contains
an N-terminal region in which the C-terminal region has been
cleaved, giving rise to the problem that the amount of N-terminal
CTGF in blood cannot be measured because it is mixed with
platelet-derived full-length CTGF at the time of blood sample
collection”. N-terminal CTGF has been proposed as a potential
biomarker for pulmonary fibrosis”.

This product is an ELISA kit for detection of CTGF (Full) using
monoclonal antibodies that recognize CTGF Module 1 and
Module 4. The amount of N-terminal CTGF in blood can be
measured when this product is used in combination with a kit
for detecting CTGF (Full) and CTGF (N-terminal region)
(Code No. 292-84901 CTGF (Full + N-terminal region) ELISA
Kit Wako)".

1) Miyazaki, O. et al. : Ann. Clin. Biochem., 47, 205 (2010).
2) Kono, M. et al. : Clin. Chim. Acta, 412, 2211 (2011).

[2. Kit performance]

Calibration curve range |7.81 to 500 pM
Analyte CTGF (Full)
Sample Human serum, human plasma (EDTA)

Human serum, 5 uL

Sample amount required Human plasma (EDTA). 10 4L

Assay time 2 hours 50 minutes
Detection method Colorimetry
[3. Materials supplied]
Components State Amount

. . 96 wells
Antibody-coated Plate Use after washing (8x12) /plate
CTGF Standard Lyophilized pro.duc.t, 1 vial

use after reconstitution

Buffer Ready-to-use 20 mL/1 vial
Biotin-conjugated Antibody Solution | Use after preparation | 100 xL/1 vial
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Instruction Manual - 1 copy

[4. Assay principle]

Anti-CTGF Module 1 antibody is coated in each well of the assay
plate. The standard solution or sample is added to these wells
and allowed to react with the antibody. Next, biotin-conjugated
anti-CTGF Module 4 antibody is added to the wells, followed by
peroxidase-conjugated streptavidin. Finally, the concentration
of CTGF (Full) in the sample can be determined by measuring
the peroxidase activity in the wells.

[5. Apparatus, equipment, and materials required]

(] Purified water (distilled water)

[ Test tubes for dilution of standard solution and samples

[] Glass utensils for dilution of Wash Solution (graduated
cylinder, beaker)

[] Pipettes with disposable tips (one capable of pipetting 10 uL
of liquid accurately and one capable of pipetting 200 to 500
ul)

[] Repeater pipette, capable of repeatedly dispensing 100 uL

[] Water-absorbent material such as a paper towel (to remove
any solution remaining on the plate after washing)

(] Vortex-type mixer

[J Microplate shaker (range approx. 500 to 800 rpm)

[J Automatic washer for 96-well plate (if available) or washing
bottle

[] Microplate reader capable of measuring at 450 = 10 nm, with
the correction wavelength set at 600 to 650 nm

[[] Software for data analysis

[6. Reagent preparation]
Equilibrate the reagents in this kit to room temperature (20C
to 25C) before use (over about 2 hours).

6-1. Preparation of Standard Solution
Reconstitute the CTGF Standard with a separately specified”
volume of purified water to prepare the standard stock solution
(5,000 pM). Next, add the room-temperature Standard Sample
Buffer included in this kit to the standard stock solution to
prepare the standard solutions at the concentrations below.
*As the volume of purified water to be added will differ depending
on the lot, see the volume specified in the accompanying
sheet. An example follows below.
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Conc(entration Volume of Standard Solution Standard Sample
pM) Buffer
500 Standard Stock Solution : 30 uL 270 uL
250 500 pM solution : 150 L 150 uL
125 250 pM solution : 150 uL 150 uL
62.5 125 pM solution : 150 u L 150 uL
31.3 62.5 pM solution : 150 uL 150 uL
156 31.3 pM solution : 150 uL 150 uL
781 15.6 pM solution : 150 uL 150 uL
0 (Blank) - 150 uL

6-2. Biotin-conjugated Antibody Solution
Dilute 100-fold with buffer.

6-3. Peroxidase-conjugated Streptavidin Solution
Dilute 100-fold with buffer.

6-4. Wash Solution (10x)

Dilute 10-fold with purified water (distilled water).

Example for entire 96-well microplate : Add 100 mL of Wash
Solution (10%) to 900 mL of purified water (distilled water).
O Other reagents are ready to use.

[7. Stability and storage of each reagent]

7-1. Antibody-coated Plate

Unused antibody-coated strips should be returned into the zip-
lock bag provided in the kit and stored at 2C to 10C. These
are stable until the expiration date.

7-2. CTGF Standard

Store reconstituted standard solution, which is standard stock
solution 5,000 pM, at 2C to 10C and use up within 1 week. Use
the standard solution diluted to each concentration immediately
after preparation and do not store any remaining solution.

7-3. Buffer

If only part of the Buffer is to be used, transfer slightly more
than the volume needed to another container, immediately
close the cap tightly without equilibrating the remaining Buffer
to room temperature, and store at 2C to 10C. It is stable until
the expiration date.

7-4. Biotin-conjugated Antibody Solution

If the kit is divided for multiple assays, prepare these solutions
by dilution after removal from the refrigerator, immediately
close the cap tightly without equilibrating the remaining stock
solution to room temperature, and store at 2C to 10C. It is stable
until the expiration date. Discard any remaining diluted solution
after use.

7-5. Peroxidase-conjugated Streptavidin Solution

If the kit is divided for multiple assays, prepare these solutions
by dilution after removal from the refrigerator, immediately
close the cap tightly without equilibrating the remaining stock
solution to room temperature, and store at 2C to 10C. It is stable
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until the expiration date. Discard any remaining diluted solution
after use.

7-6. TMB Solution

If only part of the TMB Solution is to be used, transfer slightly
more than the volume needed to another container, immediately
close the cap tightly without bringing the remaining TMB Solution
to room temperature, and store at 2C to 10C. It is stable until
the expiration date.

7-7. Stop Solution
Store any unused Stop Solution at 2C to 10C with the cap
tightly fastened. It is stable until the expiration date.

7-8. Wash Solution (10x)

Store Wash Solution (10x) with the cap tightly closed at 2°C
to 10C. It is stable until the expiration date. Discard any
remaining diluted Wash Solution.

7-9. Standard Sample Buffer

If only part of the Standard Sample Buffer is to be used, transfer
slightly more than the volume needed to another container,
immediately close the cap tightly without equilibrating the
remaining Standard Sample Buffer to room temperature, and
store at 2C to 10C. It is stable until the expiration date.

[8. Sample preparation)

Serum : Dilute 31-fold with the Standard Sample Buffer contained
in the kit and assay.

Plasma (EDTA) : Dilute 11-fold with the Standard Sample Buffer
contained in the kit and assay.

[9. Assay procedure]

(1) Remove the protective solution and fill each well with
Wash Solution prepared beforehand, and wash 3 times.
Next, invert the plate and gently blot it with a paper towel
or similar product to remove any liquid remaining in the
wells.

(2) Add 50 uL of standard solution at each concentration to
the wells for assay of the standard.

(3) Add 50 uL of sample solution diluted with the Standard
Sample Buffer to the wells for assay of the sample.

(4) Agitate the plate on a microplate shaker or similar device.

(5) Cover with a plate seal, and allow to stand for 1 hour at
room temperature (20C to 25C).

(6) After the reaction is complete, discard the reaction solution
and fill each well with wash solution and wash 3 times.
Next, invert the plate and gently blot it with a paper towel
or similar product to remove any liquid remaining in the
wells.

(7) Add 50 uL of Biotin-conjugated Antibody Solution to each
well.

Agitate the plate on a microplate shaker or similar device.

(8) Cover with a plate seal, and allow to stand for 1 hour at
room temperature (20C to 25C).

(9) After the reaction is complete, repeat the washing procedure
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in Step 6.

(10) Add 50 uL of Peroxidase-conjugated Streptavidin Solution
to each well.

Agitate the plate on a microplate shaker or similar device.

(11) Cover with a plate seal, and allow to stand for 30 minutes
at room temperature (20C to 25TC).

(12) After the reaction is complete, repeat the washing procedure
in Step 6.

(13) Add 100 4L of TMB Solution to each well.

Agitate the plate on a microplate shaker or similar device.

(14) Cover with a plate seal, and allow to stand for 20 minutes
at room temperature (20C to 25TC).

(15) Add 50 1L of Stop Solution to each well to stop the color
development reaction.

(16) Agitate the plate, then measure the absorbance at 450 nm
(sub-wavelength : 620 nm) using a microplate spectropho-
tometer. A range of 600-650 nm can also be used for the
sub-wavelength.

[10. Calculation method]

Prepare a standard curve by plotting the absorbance readings

on the Y-axis against the concentrations of the standard solution

(pM) on the X-axis™

Read the unknown sample concentration (pM) corresponding

to the absorbance of the diluted sample from the standard

curve.

Multiply this concentration by the dilution factor to determine

the assay value.

To determine the CTGF (N-terminal region) concentration, obtain

the measured value with the CTGF (Full + N-terminal region)

Kit Wako and subtract the measured value of CTGF (Full)

from the measured value of CTGF (Full + N-terminal region).

Calculation formula : CTGF (N-terminal region) concentration

(pM) = CTGF (Full + N-terminal region) concentration (pM)

— CTGF (Full) concentration (pM)

#kFor calculations using computer software, we recommend
the use of a cubic polynomial, and 4 or 5 parameters.

[11. Typical standard curve]

Standard curve (example)
3.0

25
2.0

15

Abs.(450/620nm)

1.0

0.5

0.0

1 10 100 1,000
CTGF (pM)
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[12. Precautions]

1. This kit should only be used by persons who have completed
training in ELISA techniques, or under the direction of an
instructor.

2. When performing the assay using manual procedures, ensure
that the reproducibility of the pipetting is stable.

3. Wear protective gloves, eyewear, and clothing during prepa-
ration and when using this Kkit.

4. Avoid contact of skin with kit reagents. If any reagents come
in contact with the eyes, mouth, wounds, skin, etc., immediately
wash with copious amounts of tap water and seek treatment
from a physician if necessary.

5. Do not drink, eat, or smoke in any location where this kit is
used.

6. Handle the sample with thoroughgoing care, being aware
that the sample may present an infection risk. This kit con-
tains animal-derived ingredients.

7. Used samples and other used consumable items should be
immersed in 1% formalin, 2% glutaraldehyde or more than
0.1% sodium hypochlorite solution for more than 1 hour or be
sterilized by autoclaving before disposal. Dispose of used
consumable items and unused reagents in accordance with
the applicable laboratory rules and local regulations.

8. Do not use reagents with different lot numbers in the same
assay procedure. When allowing the plate to stand in each
step, ensure that a plate seal is applied to prevent the wells
drying out, contamination with foreign matter, deviations in
temperature, and evaporation of the dispensed reagents.

9. The ELISA is affected by measurement environment. Strictly
adhere to the measurement operations and maintain the
room temperature at the place of static reaction (20 to 25C
as the temperature on the laboratory table or in the incubator).
Also, avoid taking measurements in a windy, low-humidity
environment (including air conditioner wind). Do not place a
heat source (e.g., personal computer, incubator) near the
reaction plate.

[13. Assay procedure summary]

Ensure that you read the instruction manual and check the
sample conditions, assay conditions, and assay procedure before
beginning the assay.

] iThoroughly equilibrate the plates and reagents to room§
itemperature (20C to 25C) before use (approx. 2 hours). |

{Dilution of Wash Solution (10x) : Dilute 10-fold with!
ipurified water brought to room temperature. 1

{Preparation of standard solution (example) : Reconstitute!
{CTGF Standard with the amount of purified water;
ispecified in the accompanying sheet*™* to prepare the!
iStandard Stock Solution (5,000 pM).
iNext, prepare the standard solution with the room-!
[J itemperature Standard Sample Buffer supplied with the!
ikit. Refer to the accompanying sheet for the amount of
‘purified water to be added.
3***The amount of purified water to be added varies§
depending on the lot, so first check the amount specified

on the accompanying sheet. An example follows below. !




; ic ion (pM) 125 625 313 156 781

¢ Dilution | Standard Solution (uL) stk soution: 30  » 150 »150% ~ » 150% - » 150% + »150%
3example: Standard Sample Y }[ ]f }[ Y ][ y
; { Buffer (uL)

* : Standard solution at 1 step higher concentratloni

D | Agitate (*2), then allow to stand for 1 hour at room!
i~ temperature (20T to 25C) (3). :

Preparation of Biotin-conjugated Antibody Solution
(Dilute 100-fold with room-temperature buffer.)

Agitate (¥2), then allow to stand for 1 hour at room!
temperature (20T to 25C) (*3). :

0O i*Preparation of Peroxidase-conjugated Streptavidin Solutiorﬂ

(Dilute 100-fold with room-temperature buffer.)
Wash 3 times (*1)

D il Agitate (*2) then allow to stand for 30 minutes at room!
P temperature (20T to 25C) (%3). 1

0 l Agitate (#2), then allow to stand for 20 minutes at room!
P temperature (20T to 25C) (%3). 3

Measure the absorbance (main wavelength, 450 nm ,
ub-wavelength, 620 nm ; 600 to 650 nm) ‘

(*1) After dispensing the washing solution into the wells for
each wash, shake the plate gently in the palm of your hand for
10 seconds to discard. After 3 consecutive washes, blot the
plate upside down on a paper towel to completely remove the
wash solution. Following removal of the wash solution, immediately
dispense the next solution, ensuring that the wells do not dry
out. The recommended volume of washing solution to be added
when using a pipette is 300 uL/well.

(#2) Three 10-second cycles of agitation at 600 to 800 rpm are
recommended.

(%3) After agitation, cover with a plate seal and allow to stand.
Peel off the protective paper and affix the plate seal with the
adhesive side facing the plate. Do not reuse used plate seals.

[Storage]
Store at 2C to 10T

[Expiration date]
Indicated on the label
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[Packaging]
For 96 assays

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile : +81-6-6201-5964

http://www.wako-chem.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

US.A. Germany

Telephone : +1-804-271-7677 Telephone : +49-2131-311-0
Facsimile : +1-804-271-7791 Facsimile +49-2131-311100
http://www.wakousa.com http://www.wako-chemicals.de
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Code No. 290-84701

CTGF (£R) ELISA%vy b7 -

[1. ZT®Iic)

CTGF (W5 E Ik & 145 N B2 IE A & s AR S 5 %9 38kDa @ 43
¥ VX7 B TF, CTGF iE Module 14 D450 H 541,
Module 1 X IGF #& K A £ >, Module 2 1 vVWC F X £ >,
Module 3 & TSP-1 F x4 ~ . Module 4 i CT FX A ~ £ FEIZN,
ENEND RN AL VICRBLZRTFPHELET. Kaiaot
i & oAb, MM EEE TS T2 NN TV IEHh, #
BOMMALOFERTL LTSN TE D, HHAEHEALEE D
v—=A =i LCHE SN T E T,

—7J, M ® CTGE & C RKFIAYI N/ N RFEWAGFAET 5 &
WEENTBY, FRIMOBIZM/MIH D4R CTGF LR E -
Tl O N K#H CTGEF 2N MECTCE LR WHEEL”DH Y T L
72V N RO CTGF I3MisMEALEED A A~ —H—12% b
WENENTHWET Y,

Afhid CTGF Module 1 % #i#%4 %€/ 7 u—F itk Module
4 %I HE 70 —F VPR EHWT CTGF (&£K) %Mt
4% ELISA ¥ v hTY, CTGF (&£) B X 0" CTGF (N K4ik)
AR 5% v b (32— FNo. 29284901 CTGF (&E+ Nk
) ELISA ¥ v b7 a—) LT 52 & TliFo N KH
» CTGF &% ity s

1) Miyazaki, O. et al. : Ann. Clin. Biochem., 47, 205 (2010).
2) Kono, M. et al. : Clin. Chim. Acta, 412, 2211 (2011).

Plate Seal/ 7L — F ¥ —

ZDF TN 4 H
- 18

BRI

(4. 352 58]

WET L — D% T )VIZIEPT CTGF Module 1 HiAAA FEAHAL X
NTWET, 20U T IWVITEBERE 7213k z AN TRn &
T F 3, VTS F VAP CTGF Module 4 Pk % Rt X4,
EHIIRNVAFF VT —EBRAEAMNL T I TEY V2D SE T
To MBICTZVHORLVEF ¥V —BFHEERZIET LI LI
XY, Mo CTGE (£E) OlELZ KDL I ENTEE T,

[5. BEE &k O%EE]

() R8K (ZERK)

O AR/ MR F 2 — 7

O AR T T AL XAV V¥ — - ¥—Hh—)

OF v 7RFAERy b (FWIETF v 7 T10ul ZIEMEICE
Ry FAL YT TELLD B LU200~500 ul # IFFEICE R
FAYTTEDLLD)

O i EE Xy by 100 uL 2B ETE 55D

(] R=28=F FVEDOWARIEDH 5 b D (FEEEHRICTL— M
B 722 B B <)

O] #Ed: (Vortex ¥4 7)

O~A427u7L—MEEIE (500 ~ 800rpm)

(196 7TV 7L — M HRER (HIudifFE Lyv) F 7213 05K

(1 7LV—=1tY—=%— (450 £ 10nm/600 ~ 650nm)

(F—%ely 7 b7

(6. SAE O HRIL]
F v b ORI AL ER (20 ~ 25C) IWRLTFS W (2

[2. % v bERE] FRERIAREE) o
2 A 781 ~ 500pM
e xR CTGF (&F) 6-1. ARHE 75 o R B _
T Gk v MGE. b M%E (EDTA) CTGF B S BIMREE  OTRE =™ ORBK % I 2 B L. B
\ © L 5l HERIECHE (5000pM) 2 B LT F S0 ZOBEBRIEINIF >
VE R s AT O R i A AT B C R IR E OB HE TR R TR X ) I
v M4 (EDTA) 10 4L N e g
0 52 15 2 IR¢[H] 50 7 RELTHEERREZRELTIS VW,
e I %10y ML) BBKZ BIT 2 RARA D T 0T, HI
et et ISR O ER 2 THEET S v, FRliE—BITY,
[3. % M%) R (pM) e S O 7 ARy N
LI LS Gl 500 FEHE SR 1 30 uL 270 uL
Antibody-coated Plate/ SifbEHHET L — b | TEHHHH | o o 250 500pM i © 150 uL 150 uL
T - 125 250pM & © 150 uL 150 uL
CTGF Standard/CTGF i i I 192”% IES 625 125pM 73 © 150 uL 150 uL
Buffer/ # il ZO% $H | 20mL/1 K 313 62.5pM ML : 150 uL. 150 uL
VTR - : 15.6 31.3pM ¥ - 150 uL 150 uL
Biotin-conjugated Antibody Solution/ S— D U U
U 5 R A PR MBHEH | 100uL/1% 781 15.6pM i © 150 uL 150 L.
Peroxidase-conjugated Streptavidin 0 (Blank) - 150 uLL
Solution/ NIV F ¥ ¥ ¥ —EHEHEA ML T | BB | 100 uL/1 A
R YT L . e
. o 6-2. ¥ 4 F AESPURET
TMB Solution/TMB (ﬁ{f‘i FoF FEMM 12mL/1 A& ﬁ@(&f 100 'ﬁ;’ib:?ﬁ*ﬂ L VC—F é v,
Stop Solution/ SUIt 5 118 FTOFFEMAH | 12mL/1 R
Wash Solution (10x)/ ##i (10x) AN | 100mL/1 A& 63 SNAF VT —EREA ML TP TET VEHR
Standard Sample Buffer/ B SR B | 2> F A | 100mL/1 A TR T 100 ISR L TF & v,
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6-4. PeHEHE (10 x)

FK (AR CTLORICHRLEELTT v,

B 0 100mL O L (10x) + 900mL D K5 B K (ZEEAK) (96
U INVETHNT25E)

OFDMoRFEIFOTIHHLE T,

(7. BBt & e T 1]

7-1 Pk {7 L — b

KB BUREAAL A B v FEEWD Ty 72—y 712R
L.ZDFE2~10CTHRIFLTTF S v ARIRNIZETT .

7-2. CTGE BEHE any

AL AR SR (5,000pM) (&2 ~ 10C TRRAF L. 1L
P L CF S o ABGERR L 72 & BRAE 0TI IS L
IR LR WTTF S0,

7-3. RRAH

— WO EH T AL ER I VDL EZOORZH O
WL, RDIEERICESS, EbICHEZ Lon ) D, 2~
I0CTRAFL TF S HRIHIRMNIZZETT

74, A F VaE e hURE

F o M E L TR 2 B A BRI L 1
BEHE L, 520 OBRIERRICK S, HHIZ
Mo, 2~10CTRAFL TT S ve ARITIRN
MR OFBBE A HIIFEIL L TT S\

LWy LAy
#rLowh L
ZEETT o fll

75 NNAFIF—EBREEA ML T T EY VI

X bERSEIL TR 2B H R X DI LA
WL, B OBIZERRIRE ST, EbICHEZLo»bh &
o, 2~10CTHRIELTTF SV ARIIRMNIZEETT,
JHEE D OFFFAMNIBEFE L TF S v,

7-6. TMB ¥
—HOBW AT ABILERL VD LLDOEE HIORR
KRL, RO IEIRRIREST, BHIZEZ Lo, YO, 2~
10C THAE L TTF &vo ARIMIRMNIZZEE T,

7-7. BOSAE I3
R Y 2 RS 2583, FelLonh EMH, 2~10CT
BAEL T o AR EE T

7-8 K (10x)

W (10x) 2RETHHEIR, ExLonh LMD, 2~
I0CTHRAFLTT o ARMIRNIZLE TS, KD OF
BB AEEHNIFEFE L TTF S

7-9. AEEHE il R i

—HOEHEMH T A LEEL VDL L0 ORE O
WREL, R IEERICE ST, HHICHEZ Lon ) D, 2~
I0CTREFL TTF S HRHRMNIZZETT .

[8. BB 1]

My ¥ > 7 v Dy MR OFREE R B T 31
ARLWEL TF Evo

M4 EDTA) ¥ > 7 o F v MG OFLME SRR T 11 £
FRLIE L TF S
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[9. B ]

(1) 7L — Mr#EREZBRE L, S50 LoMB L -8Rz %
TIOVIZHGZ L, SHBEEHLE T, Tk, R—sX—=FF
NRpEDLETTL—F2MEICL, BLPEDIFALEH1C
LTy TS 72l A R & 9,

(2) FEe FLRISE 7 TV KR OREEER & 50 uL 304 L
i'é_o

(3) Bl 52 v = v\ R e SRR B C A B L 7o ek &
50ul ¥204ELE T,

4) ~47u07L—PMRE)HLEEHCTHEELE T,

(5) 7L—hr¥y— &Y, SR (20 ~25C) T 1 KeRIEHE L
9,

(6) IS T, IS ZFETCREFREZE Y Z VI L. 3
FEE L £ 9,

FDH, R=IN—=FF N B EDLETTL—FEHEITL,
BCMEDIFLEIINICLTY TN EZN D RE T
T

(7) %7 TNV E T F UREEPUREI Z 50 ul ToMEL 3,
~AzuFL—MREI R EEHCTEELET,

8) 7L —hr¥y— &Y, SR (20 ~25C) T 1 KeRIEHE L
9,

(9) KB T#H. AT v 7 6 OBERIEEZITVE T,

(10) HETIZNVIZRVEFF T F—EREEA ML T I T EY VR
Z50ul $OoELE T,
~AzuFL—MREI R EEHCTEELE T,

(A1) 7L ==&, Filh (20 ~25T) T 30 45 BHE
LEd,

(12) BB T#H. A7 v 7 6 OBWERIEEZITVE T,

(13) £ T VIZ TMB % 100 uL 25 EL £9
~A a7l —MREI R EZHCTHEBLET,

(14) 7L =1y = V2, Kk (20 ~25T) T 20 45 B HHE
LE9,

(15) &7 T ROE IR %2 50 uL $7040F L. F8ta R % 5
IELET,

(16) #HEHB~ A 70 7L — bl R T 450nm  (HI 5
620nm) TOWSEEZE L 3. BRI 600 ~ 650nm
O THHTE 5,

[10. §F54 %)

X AL R (pM) Y Sl 2SO BEE OB A TR L £ 9,

@ﬁﬁib\ﬁﬁﬁwwmﬁﬁuﬂmﬁé%EQM)%%&m

D F4H%

LA o 2 IR IR 2 S CillEfii e LE 3,

CTGF (N Kfih) i %Ko b841%. CTGF (&F+ N K%

W) ¥v hva—THlEf%ERD, CTGF (&K + N K#H)

DOWEMA S CTGF (£E) oflElz2AELsI 2 &IcEn,

CTGF (N AK#HIE) MEZRKDTF S,

A5 (CTGF (N K#i) fE (pM)])=(CTGF (&k + Nk

) M (pM)]) - (CTGF (&££) 5 (pM)]

¥23AyE¥a—4Y 7 bTOMHFLMTIE, 3KEHA, 4 F72
Z585 A= —Dffil % BEDHELFT,
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(11, B eI
ZHEHR (F)
’g 2.0

CTGF (pM)

[12. ) Eoix]

1A%y M ELISA O 26T L2, £723HEEOT
TIHHT SV,

2 AFHEBECHET ABICIZE Ry 7 4 v ZEBIEO HBIMEAS
B LIZHBTHHT S,

3 HEAR N OIS AR F v MR T RS,
DIFTF &,

4. REEFE I T R W T T S0, A¥ v bORZEN#- T,
He L BH. RBSICHSE LSA I3l HICKEKR TS
TRV T OIS SMLE 2 T v, LEASEZEMOTF YT
BZIFTTF &,

5.AF Y MEMHAL TWALIT TIIKAERBREZ LW T TS
Wy,

6. Mtk BRSO FERR MDD B B DL LTHRSETEE LTI o
TFEv, A%y MIEWHROW G % EATHE T,

T AERFEAOBAR, A L2 MRS 1% R~y v, 2% 7
VEZ =TT FEE01% U EokHEERF ) 7 A
WIS TR ER T TTF S, @t -2 L— 7R
WU CEERE L TR &\ fHA L 72T 6 <2 KAl o 3 i 8
BB R OBEN IO ES o THRELTT S
Uy,

8 v MEEDHE) AL IZRETHDLLZVTTEV, HFAT v
T TOHBIGEICIZ, 7TV O, BYoR A, RED
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