(109 % 210mm Size)

FUJIFILM w

Code No. 292-80001

Glucagon ELISA Kit Wako (Sandwich method)

[Introduction]

Glucagon is a peptide hormone comprising 29 amino acids and secreted from
«a cells in the islets of Langerhans. Physiologically, it acts on liver to degrade
glycogen to glucose and increase blood glucose level. Together with insulin, it
plays an important role in maintaining blood glucose level.

This kit uses sandwich ELISA with a monoclonal antibody that recognizes
N-terminal and a monoclonal antibody that recognizes C-terminal of glucagon.
The assay with this kit shows little cross-reactivity, if any, to glucagon-related
peptides such as glicentin, oxyntomodulin, GLP-1 or GLP-2.

[Performance]

Principle of the assay | Sandwich method

Dynamic range 2.2~143.6 pmol/L (7.8 ~500 pg/mL)

. Serum (human, rat, mouse), Plasma (human,
Specimen .
rat, mouse), Cell culture medium

Sample volume 10 oL

Measuring time Approximately 20 hours

Intra-assay CV <5%

Inter-assay CV <10%

[Kit contents]

1) Antibody-coated 96-well Plate 1 plate
2) Glucagon Standard 0.287 pmol (1 vial)
3) HRP conjugated Anti Glucagon Antibody Solution 12 mL (1 bottle)
4) TMB Solution 12 mL (1 bottle)
5) Stop Solution 12 mL (1 bottle)
6) Buffer 12 mL (1 bottle)
7) Wash Solution (20 X) 50 mL (1 bottle)
8) Plate Seal 2 sheets

[Principle of the assay]

The plate (96 wells) is coated with anti-glucagon mouse monoclonal antibody
that specifically recognizes C-terminal of mouse glucagon. Standard solutions
or samples are added to the wells of the plate. Simultaneously, HRP conjugated
anti-glucagon monoclonal antibody that specifically recognizes N-terminal of
mouse glucagon is added to form a sandwich complex. By measuring HRP
activity in this complex, glucagon in the sample can be measured specifically.

[Apparatuses and equipment to be used]

[[] Micropipette and tip (10~1,000 xL) (8-or 12-channel multichannel pipettes
are recommended)

[J Microplate reader (equipment that can measure the absorbance up to 3.0 at
450 nm)

[] Glass test tubes
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Microplate washer (continuous dispenser, needle dispenser, and aspirator
or vacuum pump are recommended for manual method)

Graduated cylinder (1,000 mL)

Distilled water or deionized water

[Methods for preparation of reagents]

O

O

O

Standard solutions

Add 1 mL of Buffer to a vial of Glucagon Standard, allow to stand for
approximately 5 minutes and stir well to dissolve the content, which yields
287 pmol/L standard solution. Pipette 0.2 mL of the standard solution
reconstituted and dilute with 0.2 mL of Buffer, which yields a 143.6 pmol/L
([1]) standard solution. Repeat the dilution procedure to prepare a series of
71.8 ([2]), 35.9 ([3]), 17.9 ([4]), 9.0 ([5]), 4.5 ([6]) and 2.2 pmol/L ([7]) standard
solutions. Buffer itself is used as 0 pg/mL ([8]) standard solution.

Wash solution
Dilute 50 mL of the Wash Solution (20 X ) with 950 mL of distilled water.

The other reagents are ready-to-use.

[Measurement procedure]

1.
2.

10.

Bring kit contents to room temperature (20~30 C) to come to equilibrium.
Dispense 350 pL/well of wash solution to each well, discard the solution by
sucking with the aspirator or turning over the plate, and remove the
solution completely by lightly patting against paper towel. Repeat the
procedure two more times to wash the plate 3 times in total.

Dispense 10 ¢L each of standard solutions [0 ([8]), 2.2 ([7]), 4.5 ([6]), 9.0
(5], 17.9 (4], 35.9 ([3]), 71.8 ([2]), 143.6 pmol/L ([1])] or sample to each
well, and add 100 ¢L of HRP conjugated Anti-Glucagon Antibody Solution.
Cover the plate with a Plate Seal, and allow to stand at 4 C for 18 to 20
hours.

Pipette necessary amount of TMB Solution 1 hour before use, and bring it
to room temperature in a dark place.

Remove the solution from each well, and repeat washing operation 6 times
in total, in a manner similar to step 2.

Add 100 pL of TMB Solution to each of the wells, and leave in a dark place
to react for 30 minutes at room temperature.

Add 100 pL of Stop Solution to each of the wells.

Determine the absorbance at 450 nm/620 nm using an absorption spectrom-
eter for microplate.

Prepare a standard curve from the measured values of the absorbance at the
respective concentrations of glucagon standard solutions using a commer-
cially available software and 5 (or 4)-parameter regression equation and
determine the concentration of glucagon in the sample. When a logarithmic
graph paper is used, plot the concentration of the standard solution to x-axis
and the absorbance of the standard solution at each concentration to y-axis.
Apply the absorbance of the sample to the standard curve and measure the
concentration of glucagon.
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Example of calibration curve
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[Notes on use]

1.

10.
11.

12.

For serum sample, coagulate and centrifuge the sample, and use the super-
natant for assay. For plasma sample, EDTA-2Na additive blood collection
tube is recommended for collection (final concentration : 1 mg/mL blood).
To add aprotinin, add it to make final concentration of 500 KIU/mL blood.
(For preparation of serum, separate and collect the serum before adding
aprotinin). To add DPP-4 inhibitor, add it to make concentration of 0.01
mL/mL blood. Alternatively, BD™ P800 Blood Collection Tubes for preser-
vation of plasma GLP-1, GIP, Glucagon, Ghrelin (Becton Dickinson) can be
used. If the samples are tested later, they should be divided into test tubes
in small amount appropriately and frozen at — 80 C. Avoid repeated freez-
ing and thawing of samples.

Prepare the reagents just before use as a rule. Especially, standard solution
should be used immediately after preparation. If the kit is used in divided
times, use some containers (such as a vial or test tube) for storage of the
reference standard after dissolution. The reference standard after dissolu-
tion is stable for 1 month of frozen storage at — 80 C.

During storage of concentrated wash solution, precipitates may be
observed. The precipitates are dissolved when the solution is diluted and
prepared.

Pipetting operations may affect the precision of the assay, so that pipette
solutions precisely into each well. In addition, to dispense sample to wells,
use new tip for each sample to avoid cross contamination. To dilute the
standard solution, use new tip for each dilution step.

When the sample concentration exceeds 143.6 pmol/L, it needs to be diluted
with Buffer to a proper concentration for the assay.

Perform all the measurement in duplicate.

Determine the optical absorbance as soon as possible after stop of enzyme-
substrate reaction.

Color of enzyme substrate may be influenced a little by reaction tempera-
ture, time, and agitating of the plate. Always prepare a standard curve for
each run of assay.

Take care not to expose each reagent to intense light during storage and
assay.

Do not use kit from different lot for measurement by this assay.

Before use, bring the enzyme substrate solution to room temperature in a
dark place.

Rarely, a small amount of floating substance may be observed in HRP
conjugated Anti-Glucagon Antibody Solution, but this causes no problem to
the assay performance. After bringing it to room temperature, stir lightly
before use.
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[Measurement example]
M Recovery test

Not addition

Glucagon(2.9 pmol/L)

Glucagon(14.4 pmol/L)

Glucagon(57.4 pmol/L)

Measured Measured Measured Measured
value value Recovery value Recovery value Recovery

(pmol/L) (pmol/L) (pmol/L) (pmol/L)
Human 10.80 14.05 102.8% 25.67 102.0% 68.39 100.2%
Serum [1]
Human 4.31 6.89 95.9% 18.62 99.8% 57.71 93.5%
Serum [2]
Human
Plasma 12.51 16.04 104.3% 26.89 100.1% 68.83 98.4%
[
Human
Plasma 10.97 14.21 102.7% 23.95 94.6% 62.38 91.2%
[2]
Mouse 8.11 10.92 99.4% 20.48 91.2% 53.75 82.0%
Serum [1]
Mouse 5.60 8.17 96.4% 18.10 90.7% 54.54 86.5%
Serum (2]
Mouse
Plasma 18.24 21.82 103.4% 31.64 97.1% 65.06 86.0%
[1]
Mouse
Plasma 6.55 9.13 96.9% 18.71 89.5% 54.69 85.5%
[2]
Rat 6.46 8.86 94.9% 20.08 96.5% 56.71 88.8%
Serum [1]
Rat 5.46 8.12 97.5% 19.57 98.8% 50.75 80.7%
Serum [2]
Rat
Plasma 18.73 22.10 102.3% 34.36 103.8% 69.72 91.6%
1l
Rat
Plasma 13.25 16.32 101.2% 27.61 100.0% 69.51 98.4%
[2]

M Dilution test
x1 X2 X4 X8
Measured Measured Measured Measured
value value Recovery value Recovery value Recovery

(pmol/L) (pmol/L) (pmol/L) (pmol/L)
Human 11.51 5.66 98.4% 268 93.2% - -
Serum [1]
Human 12.14 6.23 102.6% 2.91 95.9% - -
Serum [2]
Human
Plasma 15.94 8.19 102.7% 4.11 103.1% - -
5]
Human
Plasma 14.93 7.35 98.5% 3.63 97.2% - -
[2]
Mouse 8.60 5.01 116.5% 2.39 11.1% 0.90 83.9%
Serum [1]
Mouse 6.46 3.48 107.7% 1.53 94.7% - -
Serum [2]
Mouse
Plasma 8.38 422 100.9% 1.85 88.1% - -
1l
Mouse
Plasma 14.70 8.38 113.9% 422 114.8% 1.83 99.3%
[2]
Rat 10.26 6.00 116.9% 2.79 108.6% 1.30 101.3%
Serum [1]
Rat 10.37 5.89 113.6% 278 107.3% 1.20 92.8%
Serum [2]
Rat
Plasma 24.69 12.26 99.3% 5.97 96.7% 2.88 93.2%
1]
Rat
Plasma 17.37 9.12 104.9% 4.34 100.0% 2.1 97.0%
[2]
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[Cross-reactivity]

Related peptide Cross-reactivity (%)

Glicentin (1-69) (Human) 0.68

Glicentin (1-69) (Rat) 0.96

Glicentin (1-69) (Mouse) 0.97

Oxyntomodulin (Human, Rat, Mouse) 0.64

Mini-glucagon not detected
GLP-1 (7-36) NH2 (Human, Rat, Mouse) not detected
GLP-1 (9-36) NH2 (Human, Rat, Mouse) not detected
GLP-2 (Human) not detected
GLP-2 (Rat) not detected
GLP-2 (Mouse) not detected
GIP (Human) not detected
GIP (Rat) not detected
GIP (Mouse) not detected

[Outline of operation]

U
O

O

Fully return plates and reagents to room temperature (20~30TC).
Dilution of Wash Solution (20 X)) : Add distilled water to dilute the concen-
trated solution 20 folds.

Preparation of standard solution : Add 1 mL of Buffer to a vial of Glucagon
Standard, allow to stand for approximately 5 minutes and stir well to
dissolve the content, which yields 287 pmol/L standard solution. Pipette 0.2
mL of the standard solution reconstituted and dilute with 0.2 mL of Buffer,
which yields a 143.6 pmol/L ([1]) standard solution. Continue the dilution
procedure in a manner below, to prepare a series of 71.8 ([2]), 35.9 ([3]), 17.9
([4]), 9.0 ([5]), 4.5 ([6]) and 2.2 pmol/L ([7]) standard solutions. Buffer itself is
used as 0 pg/mL ([8]) standard solution.

[1] [2] [3] [4] [5] [6] [7] [8]

Concentration
(pmol/L)

143.6  71.8 35.9 17.9 9.0 4.5 2.2 0

Standard

0.2 0.2 0.2 0.2
solution (mL)* r T T T T
0.2 0.2 0.2 0.2

Buffer (mL) 0.2

0.2 0.2 0.2

r

0.2 0.2 0.2

* Standard solution at concentration 1 step higher

O]

0

Antibody-coated 96-well plate

| Wash 3 times

Sample or standard solution 10 pL/well

\

HRP conjugated Anti-Glucagon Antibody Solution 100 . L/well

| Cover the plate with a Plate Seal, and allow to stand at 4 C for 18 to 20
hours.

| Wash 6 times

TMB Solution 100 xL/well

| Pipette TMB Solution and bring it to room temperature in a dark place
(1 hour before use)

| Allow to stand for 30 minutes at room temperature in a dark place

Stop Solution 100 xL/well

b

Determine the absorbance at 450 nm/620 nm on a plate reader.
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[Storage condition]
Store at 2'C~10C in a dark place.

[Expiration date]
Indicated on the label

[Packaging]
96 times

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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32—  No. 292-80001
JLHhILELISAFy 73— (B2 FM 9 FiE)

FL&Ic]

TIWAT L, BES VT IVNY ABD a flifld» H5W I 5297 2 /B
B ARTF FHRIVEV T, ZIIVAhITVOELABRERI, FFEICIERAL Y
VA= vk 7V aA—ANG R UM EEZ LRSS A VA v E &S ITmEE
fitie —EIEER %+ HEEZRIVEY T,

KF v MI, VWA TV ONKERSET /7 B—F ik & CRuGRT /
ya—FVHikE /= F A4 v FELISAT, ZUkvFy, TFV VT
€YV 2YUV, GLP-1. GLP2%x ¥ 07 )V AhaVEERTF R L ORI
HIEEAERDOER A,

G hERED

e S B YV A Tk

AR i P 2.2~143.6 pmol/L. (7.8~500 pg/mL)

N i (B by Sy b, YA MEE (B,

W] ~

IEXS b 5y by TR, EHH

R 10 4L

W IRF #9205

[P B CV <5%

H 75 PR CV<10%
(v FAR)

1) Antibody-coated 96-well Plate /#ifAE (967 TV /L —1F 1L —F
2) Glucagon Standard /7”7 )L 71 7/ ER#E 0.287 pmol X 1 A&
HRP conjugated Anti Glucagon Antibody Solution/

3 HRPEEHLY LA = L 12mlL 14
4) TMB Solution/ TMBI&#K 12mL X1k
5) Stop Solution /KI5 1L 12mLx 1K
6) Buffer /#ZfE#k 12mL x 1A
7) Wash Solution (20 %) /#EfEEEKR (20 x) 50 mL x 1 A
8) Plate Seal/ /L — v —)L 21

CRIE )

HETL—F (967 TV) O/ TIVICIZ< T APLT VI T CREG LAY
T/ 7 0—FUHEBBEEE I N TR, TOKY TIVICERER £ 7o i3k
AN, FRHCHRPERAL < 7 AH7 V7 3 NR G BIPUE 7 SO S #
VA v FEEREMR S £T, REICZOEEGHRHPOHRPIE 4 HIE
THTEICED, BIKFhO7 IV TV EERICHEST S LM TEEY,

(FRABEL L UEE)

[ =A70ERy FBLUF 7 (10~1,000 ¢L) (8@ E /12D~
FF VR Ry )

[ ~xA478 /b —FU—%— (EHKER450 nm TEIEE30E THETE %
HE)
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O 75 ABOREBRE

O <A77V —FEgEE (HFEOSE TSRS TR, ——FLVTF s A
NP —, TAL VL — % —F 3 EZOR Y THELE)

[ ARV Y vZ— (1,000 mL)

O PR E/GBA ALK

(AEHEOFELE)

O ZEHER
e OB BRI A 1T mL N2 TR 5 0 HER., NWEWZ X BiL
BRI, 287 pmol/LOBFHER ZFREL 9, COBER»S 0.2mL%
LD, TNHAEERK 0.2 mL CTHARL . 143.6 pmol/L (D) DELHE R % 5L
LEd, UTRKOFHIIREIELZEVEL, 71.8(@). 35.9(®), 17.9(®),
9.0(®). 4.5(®). 2.2 pmol/L (D) DEIEHEW 7 FRE L £ ¥, 0pg/mL(®)
DR IIRBERE O T TMHEHL £7,

O %4&%

PERETESR 50 mL (£8) % 950 mLOZREAKIC THARL CTHEAL £,

O ZOMOAEFZOTEFALET,

CRIEIZRE)

1. Fv FOWHMEER (20~30C) ICHWT, SRPHL £,

2. FUIIVIC, WEIR350 pLASEL, 7 ALY = X —IC XD WFF 52,
BHLENIT V= ENE LR Cled &, MAAIIREITTEL 7/z&ED
5RO TRECHAREE S, CORFEIOIC2EEDERL, &
AT 3 EOWEEIFE TV E T,

3. FUTIVITEEERLIO(®), 2.2(D), 4.5(®), 9.0(®). 17.9(®D),
35.9(®), 71.8(®@), 143.6 pmol/L (D) ] E /i3 #fk10 uLE iz, D\
THRPEEBLZ IV H1 T HUAEEIR 100 p L& N2 E 7

4, PIETV— 1+ &SV —F =Ty —Ib L, 4CTI18~20FFIFHE L 9

5. MEREROTMBEW AN 55 1RRFTIC oL . EERETERICR
L%,

6. HUITIFROWERE, 2. LFREOEEREL G516 BTV E T,

7. £ TIVICTMBEWR100 p L&z, EXIRRECTHHE L. Fi T304 MK
G ET,

8. £ IIVICKIGEILH100 pLARmL £,

9. XA 77/l —T HABRKEET450 nm/620 nm ORI FE % JIE L %9,

10. ROV 7 + 7 2 7 AW, 5(or 4)-ParameterDERRAFHEH L. 7

V1 T BEEER O PR ORI O BHERAR 2 (ER L . Bk 7 )V =
VIREE R RO E T, WEGIRE VA5 6, B ERER ORE %,
RETH I BEAE R A IR OWEE 2 71w L CEEEHAR 2 /F L . R D%
e A BHEMAIC Y TIXD, VIV TV OREATARD £9,
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(BEALDEE]

1.

10.

11.
12.

MEOHEE. BEEE., HOSHEL EETHRIL T2 3V, MiEOSE
iZ. EDTA-2NafRInERIfig (MEIC® L CRAHLEE 1 mg/mL) CEIRL
TSI, B, 77 FZVERNT 25613, RIS L TR
E500 KIU/mLA A2 TS 23V, (2720, MiExdid 585613, M
52 D BERERL L 220 L T 723 \,) ¥7-, DPP-4 inhibitor ¥
A1, MEICxE L T 0.0l mL/mL %Nz TL 723\, BEZERMAEICIE,
BD™ P800 GLP-1, GIP, Glucagon, Ghrelin fRAFHEZZFME (A AR
P T a v FVYY) AFEATEEY, BEHICEETERWEEITEET
NPT LT, — 80 C THRSAFEL TL 223\, HIEOHRERRZ VIR S
TWEDITLTLEE W,
IR A TRA) & LT 728, FRIC, BT, B bICHE
AL TLES N, s, Fo b ESEIERT 556, F8EOBEER I3
AT LT, —80CTHREMRAL T 23 (191 » AZZETY),
PR IR IS B A L 5 Z 3B D T 9H, C OMWBRIT AR
BURFICIEMRL 97,
£ TUANOS T FII IR I E L 5 2 £+ O TIEMHIZT-> T2
S, FEE Y DVIEAT A58, ®EC SICHLWFy T2
W, BRI OB AN I DICER L T RSV, BE#EREHRT 5
L EF, FREMES LI FHLWF v Ta- T2,
143.6 pmol/L % #8 2 % EfE A OB &, Bfk%E KF v IR ORERIC
THERLTHEL T2,
W9 C 2 HPIE T - TLZE W,
FER- B RIGE EBIE. TARDICELEDOREET > TS0,
BERIEEORE L OV SUNRE, K, BE 7V —FORE > ORE R
EThInTIPHELZT LI LRHD £4OT, EEMRITLTEIE
T HITIER L TL 23,
EFERBEORIFF S L IFHEHFICIE. ThBICRWERYSZHHR WL DI
HEELTLIZS 0,
RFICLAPEITIT, RSPy FOFy FRBAGDE TEALEWT
72X,
PRI L e D OERICEL, AL T 23\,
HRPEZSL 7 VA IV HEBERPICENC O T hRBEY P ROoNS
BB ETHA, MEEMED D T8 A, FRICEL K, FHRNCEL
L T2 3 0,
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CRI & f)

W SnERGRER
ES )] 2.9pmol/L &' ILhT Vi 14.4pmol/L &' )L AT Vi 57.4pmol/L & )LAT 3N

BIFEfE(mol/L) | BIFEfE(mol/L) | Recovery | HAIZE{E(mol/L) | Recovery | HITEfE(pmol/L) | Recovery
'n:;% . 10.80 1405 | 102.8% | 2567 | 102.0% | 6839 | 100.2%
[tm% 431 6.89 95.9% 18.62 99.8% 57.71 93.5%
E;ﬁ@ 12.51 16.04 | 104.3% | 2689 | 100.1% | 68.83 98.4%
Eﬂ';ﬁ 1097 1421 | 1027% | 23.95 94.6% 62.38 | 91.2%
H_"H%Z 8.11 10.92 99.4% 20.48 91.2% 53.75 82.0%
:ﬂ%’; 5.60 8.17 96.4% 18.10 90.7% 54.54 86.5%
;:’; 18.24 2182 | 103.4% | 3164 97.1% 65.06 86.0%
;:’E% 6.55 9.13 96.9% 18.71 89.5% 54.69 85.5%
5'%‘@ 6.46 8.86 94.9% 20.08 96.5% 56.71 88.8%
;ng 5.46 8.12 97.5% 19.57 98.8% 50.75 80.7%
ngd) 18.73 2210 | 102.3% | 3436 | 103.8% | 69.72 91.6%
zjg 13.25 1632 | 101.2% | 27.61 | 100.0% | 69.51 98.4%

W SRR
x1 X2 x4 x8

SAIE B (pmol/L) | BITE {E(pmol/L) Recovery 38 %E & (pmol /L) Recovery 3 %E {iE(pmol /L) Recovery
EF
i 11.51 5.66 98.4% 268 93.2% ; ;
Eu';%@) 12.14 6.23 102.6% 2.91 95.9% ; ;
E;ﬁ@ 15.94 8.19 102.7% 411 103.1% ; ;
El';ﬁ , 14.93 7.35 98.5% 3.63 97.2% ; ;
ﬂ_"nf%’é 8.60 5.01 116.5% 2.39 11.1% 0.90 83.9%
TR
nn% % 6.46 3.48 107.7% 1,53 94.7% ; ;
;:’f 8.38 422 100.9% 1.85 88.1% ; ;
;:’E% 14.70 8.38 113.9% 422 114.8% 1.83 99.3%
ZQ’;@) 10.26 6.00 116.9% 2.79 108.6% 1.30 101.3%
zﬁ.’g® 1037 5.89 113.6% 278 107.3% 1.20 92.8%
ng® 24.69 1226 | 99.3% 5.97 96.7% 288 93.2%
zjg 17.37 9.12 104.9% | 434 100.0% 211 97.0%
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(ARG

BT T 1 TERGE (%)

Glicentin (1-69) (Human) 0.68

Glicentin (1-69) (Rat) 0.96

Glicentin (1-69) (Mouse) 0.97

Oxyntomodulin (Human, Rat, Mouse) 0.64

Mini-glucagon not detected
GLP-1 (7-36) NH2 (Human, Rat, Mouse) not detected
GLP-1 (9-36) NH2 (Human, Rat, Mouse) not detected
GLP-2 (Human) not detected
GLP-2 (Rat) not detected
GLP-2 (Mouse) not detected
GIP (Human) not detected
GIP (Rat) not detected
GIP (Mouse) not detected

GREBIE)

[0 JU—F., RIIEELFHICER (20~30C) ITRLET,

[ IRMROEE R ORI « ZZRK C20f5I2HML £ 9,

O EUEEWOTE « 7 )V 0 I R O A T IOVICKEME 1 mL%E AN TH
5 fER. NEWE LB L T IcE@s ¥, 287 pmol/L DEUEETR
AR Ed, COFEERPD02mLE LD, INEREER 0.2 mL CTH
L. 143.6 pmol/L (D) OEEMER ZMELL T3, DK, Fad kDI
FERARL T71.8(@). 35.9(®), 17.9(@). 9.0(®). 4.5(®). 2.2
pmol/L (D) DFEHERWR A FHL L %4, 0 pg/mL (®) DM IIREEmIE % ©
OFEFMHAL £,

@ @ ® @ ® ® @
R E (pmol/L) 143.6 718 359 179 9.0 4.5 2.2 0

EHER R (mL)™ 0.2 0.2 0.2 0.2 0.2 2 0.2
#BE®R@mL) 0.2 ro.z TO.Q To.2 }/‘02 0.2 To.z 0.2

Ko — B ERE O EE R

O PuAEH{EIe Y TV 7L —F
Lk 31
[ Wk g7 3B 10 p L/ b
¥
(] HRPEESGLZ VA IV HARK 100 xL/ 7 )L
| V=% U=y =V TE - T4 CTI8-205 &
| k6 1ml
(] TMB#%iE 100 xL/7 Tb
| TMB®&# &5, X CERICR S (A2 1 REREIFNC ),
| R T L T304 RFHE
L] RUSEELk#E 100 pL/v7 oL
0
450 nm/620 nm OBIE % 7L — ) — X —CHlIE
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