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. BACKGROUND

Klotho, also called Klotho-alpha, is the founding member of the Klotho family within
the glycosidase-1 superfamily (1, 2). Klotho is expressed in areas concerned with
calcium regulation, predominantly in the kidney distal convoluted tubules, but also in
the brain choroid plexus (which produces cerebrospinal fluid) and the parathyroid (1).
The 1012 amino acid (aa) type | transmembrane protein contains a 32 aa signal
sequence, a 948 aa extracellular domain (ECD) containing two extracellular
glycosidase-like domains, a 21 aa transmembrane domain and an 11 aa intracellular
domain. Within the ECD, human Klotho shares 87%, 90%, 90% and 86% aa identity
with mouse, rat, bovine and equine Klotho, respectively. Although a truncated 549 aa
isoform predicts a soluble 70 kDa form, the form found in plasma and cerebrospinal
fluid is a 130 kDa form produced by proteolytic cleavage of the glycosylated 135 kDa
full-length Klotho (3, 4). A prominent intracellular 120 kDa form of Klotho is localized

to endoplasmic reticulum and Golgi membranes (4).

The phenotype of Klotho - deficient mice resembles premature aging, including
arteriosclerosis, osteoporosis, skin atrophy, infertility, emphysema and premature
death (2). Conversely, excess Klotho extends lifespan (5). Klotho acts as a cofactor
for interaction of FGF23 with FGF R1 (6). This interaction negatively regulates 1 alpha
-hydroxylase, the rate - limiting enzyme in the synthesis of 1,25(0H)2D3 (vitamin D)
(7). Klotho - deficient mice show severe hyperphosphatemia and ectopic calcification
of soft tissues due to excess vitamin D (2, 7). Both Klotho and Klotho-beta are
cofactors for FGF19 binding (8). Klotho also shows glucuronidase activity which
activates the renal ion channel TRPV5 to reabsorb urinary calcium (9). Klotho has
been reported to downregulate insulin or IGF-1 signaling in adipocytes, to bind and

antagonize Wnt molecules, and to facilitate release of parathyroid hormone (10-12).



Il. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human Klotho has been pre-coated onto a microplate. Standards,
and samples are pipetted into the wells and any human Klotho present is bound by
the immobilized antibody. A biotinylated detection antibody specific for human Klotho
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 Klotho 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 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 (pg/mL) 207.5 625.5 | 2266.9 | 199.4 609.3 | 2214.8
Standard Deviation 6.7 10.4 62.3 11.0 20.1 77.0
CV% 3.2 1.7 2.7 5.5 3.3 3.5

B. RECOVERY

The recovery of human Klotho spiked to different levels throughout the range of the
assay in cell culture media was evaluated. The recovery ranged from 117.3 to 122.4%
with an average of 120.3%.

The recovery of human Klotho spiked to different levels throughout the range of the
assay in human serum was evaluated. The recovery ranged from 90.3 to 111.4% with
an average of 100.0%.

C. SENSITIVITY

The minimum detectable dose (MDD) of human Klotho is typically less than 5.2
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 is calibrated against a highly purified E.coli-expressed
recombinant human Klotho produced at R&D Systems.

immunoassay

E. LINEARITY

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



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

Dilution Average % of Expected Range (%)
1:2 100.3 92.8-105.3
1:4 101.8 94.2-113.0
1:8 105.4 96.4-122.0
1:16 105.8 92.0-120.6

F. SAMPLE VALUES

Human serum - Four human serum samples were evaluated for the presence of
human Kilotho in this assay. Two samples measured less than the lowest human
Klotho standard, 78.1 pg/mL, and two samples measured 88.2 pg/mL and 104.6
pg/mL.

G. SPECIFICITY

The following factors prepared at 50 ng/mL were assayed and exhibited no

cross-reactivity or interference.

Recombinant human Recombinant Mouse
B-Klotho Klotho

FGF-19

FGF-23

FGF R1a (lllb)/Fc Chimera

FGF R1a (lllc)/Fc Chimera

FGF R1B (llIb)/Fc Chimera

FGF R1pB (llic)/Fc Chimera

A sample containing 12.5 ng/mL of recombinant rat Klotho reads as 750 pg/mL (6.0%

cross-reactivity)



IV. EXPERIMENT

EXAMPLE STANDARD

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

generated for each set of samples assayed.

pg/mL OD  Average Corrected

T T

o 78.1 8:82; 0.067  0.041

g 156.3 8:18; 0.108  0.083

E 312.5 g:igg 0.196  0.171
2

¥ 625 gé;i 0373 0.348

N 1250 8:23? 0702 0.677

Y Rt Gemestian g o 2500 | 1378 1353

5000 ;jgz 2393 2367




V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
Human Klotho 96 well polystyrene microplate (12 strips of 8 wells) 1 olat
plate
Microplate coated with an antibody against human Klotho.
Recombinant human Klotho in a buffered protein
Human Klotho
base; lyophilized. Refer to the vial label for 2 vials
Standard
reconstitution volume.
Human Klotho Biotinylated human Klotho antibody, lyophilized. 1 vial
via
Detection Antibody | Refer to the vial label for reconstitution volume.
Calibrator Diluent A 2x concentrated buffered diluent used to dilute 1 vial
via
(2%) standard and samples.
Streptavidin-HRP B | 40x Streptavidin conjugated to horseradish 1 vial
via
(40x%) peroxidase.
Reagent Diluent A 10x concentrated buffered protein base used to 1 vial
via
(10x%) dilute detection antibody and HRP.
Wash Buffer A 25x concentrated solution of buffered surfactant 1 vial
via
Concentrate (25%) | with preservatives.
TMB ELISA Substrate Solution/TMB Substrate
TMB Substrate 1 vial
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.

Streptavidin-HRP
B

Wash Buffer (1x)

TMB Substrate

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

Stop Solution
Prepare fresh for each assay.
Standard Standards may be stored for up to 1 month at
-20 °C.*
Opened/ Aliquot and store for up to 1 month at -20 °C
. Detection Antibody
Reconstituted in a manual defrost freezer. *
Reagents

Calibrator Diluent

(2%)

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

Use and discard diluted Calibrator Diluent

(1x). Prepare fresh for each assay.

Reagent Diluent

(10%)

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

Use and discard diluted Reagent Diluent (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.

Horizontal orbital microplate shaker capable of maintaining a speed of 500+50

rpm.

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.



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

Cell Culture Supernates samples recommend a 2-fold dilution. A suggested 2-fold
dilution is 100 pL of sample + 100 pL of Calibrator Diluent (1x). Optimal dilutions
should be determined by the end user.

Human serum samples recommend a 2-fold dilution. A suggested 2-fold dilution is
100 uL of sample + 100 uL of Calibrator Diluent (1x). Optimal dilutions should be
determined by the end user.

C. REAGENT PREPARATION

Note: 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 Diluent
(1x).

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

Detection Antibody (1x) - 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
Reagent 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 (1x).
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Human Klotho Standard - Centrifuge briefly before opening. Refer to the vial
label for the reconstitution volume®*. This reconstitution produces a stock solution
of 10000 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 pL 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 5000 pg/mL standard serves as the high standard. The
Calibrator Diluent (1x) serves as the zero standard (0 pg/mL).

300ulL 300ul 300ulL 300ulL 300ul 300ulL

= Wen YWan Yan Ve W

300ulL
. » — - -
STANDARD
L. |
10000pg/mL 5000pg/mL 2500pg/mL 1250pg/mL 625pg/mL 312.5pg/mL 156.3pg/mL 78.1pg/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.

11



VII.ASSAY PROCEDURE

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

recommended that all samples and standards be assayed in duplicate.

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 100 pL of standard and prepared sample per well. Add 50 uL of the
Detection Antibody (1x) diluted in Reagent Diluent (1x), to each well. Cover with
a new adhesive strip and incubate for 2 hours at room temperature on a
horizontal orbital microplate shaker set at 50050 rpm. A plate layout is
provided for a record of standards and samples assayed. (Samples may require

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 working dilution of Streptavidin-HRP B to each well. Cover the
plate and incubate for 20 minutes at room temperature on a horizontal
orbital microplate shaker set at 50050 rpm. Avoid placing the plate in

direct light.
Repeat the aspiration/wash as in step 4.

Add 100 pL of TMB Substrate to each well. Incubate for 30 minutes at room
temperature on a horizontal orbital microplate shaker set at 50050 rpm.

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. If wavelength correction is not available, subtract readings at 540 nm or 570

12



10.

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 Klotho
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.

13
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. BX

Klothoth "Klotho-alpha, & -1 5k HH Klotho K i B 46 B 51 (1, 2) . Klotho
FEHE A M IX IR IR, FEAE B f /e, 7w ik 4 A (7P AR 08 ) AR
AR RIE(). ERI1012MEERKR (aa) B REH, B85 132 aallif5 5+, —
1948 aalf) a4l 4514tk (ECD), ECDEIEM I /MHEHREFE 5138, —1~21 aall s
HA—/NM1 aaf i Wi ZEECDIX A, AKlotho 5/ KR 2FF1E 4 5 B AH 87 %
90%-. 90%F186% M) 2 ZEMR I P . BN — MU TE 2UK1549 aatl il Ay w HE1E70
kDallv. 2y, HTE I 2% FH s 9 h i B T 242 135 kD 244 1) 4= K Klotho & 1 /K fi#
Wi 7= A4 19130 kDali 24 (3, 4). KlothoE 4 Al P 3= 2 L 120 kDa ) v B 4775 T P Jii k¥
FER IR 1(4).

Klothofift /)N B IR AL RALT o, BFEZNAKAEI . B Eis . RIKES . A4
B WEMARTI(2). M, idERKlothor] ZE K4 (5). Klotho/2 FGF235FGF R1
M ELAE F 5 B R 7 (6) o X FIAH LA F il P 1o -2 A0, X A A R D (1,25
(OH)2D3)/ FRIE (7)) Klothof /N iR FH T2 A 25 Disk &1 H 0™ 5 ey e IIAE AN 82 27
FAA54K(2, 7). KlothoflKlotho-betaf & FGF 1945 & 4 B R 7-(8). Klothoik &~ T
AT R RVETE, BT DUBOE B IS TR E TRPVS K SR SR £5(9) . A HRiE
FrKlotho™T LA & 15 07 240 i o fr 5 8 R BRIGF- 115 5, S5 & FEHWnt: 7, et RS
JRER R 1 (10-12).
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A. R R

ARSI R R BT IO ELISAE . Hi AKlotho iR Gk T AR b, # d FIbR v
i) AKlotho 2 5 [l i fER _EIIPUIRES &, BB EM A HITTAKlothoks T4
ITiE, TR EBRARS SR, N BE S RN R brid 10 AR i R AL Y B
(Streptavidin-HRP) §i# & . Pk LRSS SR, IATMBEYIER CREF)D .
BRI S S G B EE IR IR HIBEFR O 2 RO .

B. #illFIR

o DBSRIBHMER, AT TSNS B

o ZBUHEIE R T4 IR BT AEAM NS R AR

o RIS A BN ]

o ARG & LA AL S W & R4 7 AN RER T 5

o FEAMEA KT AR b 2 (N L, MCREREAS FIARE SRR (1) AR EB A U5

o RIEERIAFE R R RS, SAESREA R BRES A L B
WA SO ] IR Bl & R 5
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A. RBHE

BRARERARE (IRl A AN R FLIR] RS A D
CANRE I =AFEA, (R AR 70 Ak 200K, DL 5E B A RS

WRIERERAE ORI 2 (8 RS R RS

CANRE I =AFEA, e R 70 Ak 200K, DL & B R RS

R RS R TR AE 6 P
FEA 1 2 3 1 2 3
M (pg/mL) 207.5 | 6255 | 2266.9 | 199.4 | 609.3 | 2214.8
bz 6.7 10.4 62.3 11.0 20.1 77.0
CV% 3.2 1.7 2.7 5.5 3.3 3.5
B. EgZx

TE 2 0 15 5% FEFE A 35 NSNS ] Y AS [H] K P 1 A Klotho, e H[ETIACR . [RIeR Y
1£117.3-122.4%, “F#)RCETE120.3%.

76N LS FEAS Fh 5 A A S FE A [E] 2K P 19 A Klotho, 35 L R . (el 3 I 7R
90.3-111.4%, P EFE7E100.0%.

C. REE

AKlotho B I il & (MDD) —f#&/MNF5.2 pg/mL.

MDD 72 HR45 201> 2 2 2 vH: it £ LRI WRO BEAE B -1 S0 A o 1 22 T R4S B AR A
AR o

D. ®IE

IHLELISAIR ) &4 HHR&D Systems A= 7= 1) K iz T 1 2k 1) v 24 % 5 2H A\ Klotho 25 [ Al
B IE.
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E. &t

AR IFEA T S 8B N mik I A Klotho, 85 FIARHEM AR (1) KEFEAM B2

FrIVE A, I FL 2R

MRS FIE (%) JEH (%)
1:2 100.3 92.8-105.3
1:4 101.8 94.2-113.0
1:8 105.4 96.4-122.0
1:16 105.8 92.0-120.6
F. HAHME

NIMLEREA - i AR S A I 1 443 N LTS RE A o AKlothofRI7K-F, e 24y BEAS
MBS T AKlothofg ik hritE, 78.1 pg/mL, 243 #F A (IS 43774 88.2 pg/mLAl

104.6 pg/mL.

G. FrRri:

1 LR TR HE ] B0 ng/mL 94 B2 SRASE M 35 A7 X0 4 1) Wi 88 P 58 O BB o

Recombinant human

Recombinant Mouse

B-Klotho

Klotho

FGF-19

FGF-23

FGF R1a (lllb)/Fc Chimera

FGF R1a (llic)/Fc Chimera

FGF R1B (llIb)/Fc Chimera

FGF R1B (lllc)/Fc Chimera

T A12.5 ng/mLE 41K R Klotho [P il #5750 pg/mL (6.0%48 XKW .
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IV. 24

A B 2% S
bR BRI ST, BRI I0 N 222 1l LT L AR B A T 2

pg/mL OD  Average Corrected
0.025

O g0 0026 —

°f 8,1 8j3§§ 0.067  0.041

g 156.3 8:}8; 0.108  0.083
8

?:3 3125 8&3; 0.196  0.171
2,

° M 625 8:;;‘21 0373 0348

0.01 e 1250 8:’6/(9)2 0.702  0.677

. Human Iﬂlo(igo Concentmtioni:))g/?nL) 10000 2500 i g;; 1378 1353

5000 ;:igz 2393 2367
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V. BHEA AR

A, FHIEH R

H K iR kg
_ BT Klotho Hiff 96 FLEEK L4

Human Klotho Microplate 1 Btk
B, 8 FLx12 %
A Klotho ¥rEf GETH) , BEME ‘

Human Klotho Standard I 2l
PR HEAT B

Human Klotho Detection HEWIEAHI P Klotho B llFifAs, 45T -

antibody K, SHESPREAT EE
WRAGHIFRHE AR R (2%) H TR brite ‘

Calibrator Diluent (2x) X 10
A FTRE A

Streptavidin-HRP B (40x) 40 R 45 1155 25 2% A F AR 1d 1) HRP 19
IRAEHAFFERER (10%) TR Pt i ‘

Reagent Diluent (10x) ‘ 10
iR HRP

Wash Buffer Concentrate e ‘
ARV BRI (25%) 19

(25%)

TMB Substrate TMB ELISA EKW¥% I/ TMB A% 1

Stop Solution 2B 10

Plate Sealers AR 35k
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B. AFI &M

RIFEHRAG | 2-8CHT: WA G AU

B EMZR-HRP B
YR (1%)

2-8CH#fr, % 30 K~

TMB R
2K 1EW
o Afef P s 37 2 P 1 *
FRUE o .
PR n-20°CHiE(E, % 30 K*
CATIF, WRE | Wemlldisk Iy%E,  -20°CHELE, % 30 K*

o
2-8°Cfifff, m% 30 K*
BRIESAFRRE (260 | Sl BT BERCHIRY 1< b i AR
LRMES

2-8CH#fs, % 30 K~

WARRER (10%) TERRAE A i B (0 1<l R, %
RINEFT

AR FH IR ST [ 35 A T AU PR AR 1 4%

- 52
ibRaLECE A, E 2BCHE, HE 30 K

WA ZE IR AR & A RO

C. SEWPTH B &Rt

o EEbRC CArIEE450 nmis K KR ISUE £ 540 nmEk570 nmi IE K R IRED
o BRI B — Ik

¢ ABKEEETK

o PRI (WD L 2@ TE DR AR R E BB

¢ PRGEE GEEERTIH 450050 rpm)

+ 500 mLEf

D. EEFH

o BUNE PR S ARIE R, PRSI BRI B R, IR .

o BUNE P A I BOE IR YRR SRS MO IR . T T SRR B . A
JEIE MRS -
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VI. SR

A. FERUE RAETT

HREFE DI ORI B0 bR LA INREAR . RE AR JE A A S A, 75 4
— AR, RAE T <<-20°CUKFEM, 3 SRR . FEAS T RE 2 F bR e i B e
W (1) Fike.

MIBREAR: LIS 3 B (SST) 4 B M3 A MR 2= 30041, SRS 1000 x g
15008k . WIMIEFEA Z JERIZI A TR, sl 7%, <-20CIeAF4 . b R
il FEAST]RE TG B AR E AR R (1) Rk

B. FEAHEE T

AP _EISREA G BT RAE AR (1) 268508 Ja BEATRLIN, filtn: 100 uLkEA+100
MLAREE AR (1%) o SRAERRERE N th iR 28 1 7 i 5
NITEREA AR E AR (1%) 205 MR Jm 2EATALI, Biltn: 100 uLAEA+100 L
PRUERFRRE (1) o SRR LN 5 28 FH P B E

C. MRS TR

R IAERFRETER

VR (1%) « MUK FORGA R IRT REA 45, JB TIEW LS, EER, &
RIRS), R4 e RV S FERCHI TR E . PIK20 mUIRAADR G (25%) FHZETR/KER
LB F/KFRRE L1 500 mL TAEWRE ISR (1% .

PAERARRER (1%) « {1 2R IR /K Bl 25 T8 T /KM R TE A1) b it ARV (1)
PIURRER (1%) « EAIZR IR B2 B 1 /K MR O BOR IR R (1%

BATE (1%« FFRAEENE L. SERMTTERAASERE TR, HlERaN
& (100%) . BRREEEDISDH, HFEEM. AR R R FRHRER
(1) MR RRTTE (1), BOTEMAATI5 8% .

HEBEMNE-HRP B (1x) : FFERIEBRN 8O FIRFIFRIR (1%) $4EEF % - HRP
B (40x) FikE% TAEIRSE.

AKlotho#n# . FFEa IR BT B0 o T AMER P EBRERESEHIRE, 53
WEEN10000 pg/mL bRkt bR . BB R /D1550480, fHH T8

A RER, EERBRATEOR S .

25



) % R I N300 PLARAE MBI (1%) o HbridE B S B T B R R, &
IR G TR RS —% . 5000 pg/mL A& 1 bRt th 22 5t e 5, FRifk S R (1%)
Al FAERRHESLZ S (0 pg/mL) .

300uL 300uL 300uL 300uL 300uL 300uL
“oouL . - _ , . : _ : _ : : .
—
L ' ' ' '
10000pg/mL 5000pg/mL  2500pg/mL 1250pg/mL 625pg/mL 312.5pg/mL 156.3pg/mL  78.1pg/mL

D. HEAR/NRR

o YIRGEEFEEAWN, SRER R

o ONTIBGRAER, TR FRBERRES . ERE IARRRAE etk 5
ANAN [F R 23 59 A5 FH AN [ RO R YR

o FBASBIN SE R BB

o RRRWEB N, IEWRAE SR AT ORAIE S R AER 1

¢ TMBJEMIVERAE EARATR NG, ERCIRAE: IIASELUS, # B o (32 A [H]
VR BE AT £

o ZOER BRI BRI TMBJRIE R AT — 2 AL IERUE, FLAEHE AR
¥ EHALAASE, WEERPILABIRKRIRY, ERRE .
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VILZR{EZ B

AR ITE RIS R E T EiR, BUUTH ISR AR A LR

1.

2.

3.

10.

IR LR, R T 7 GRS v i 5

ML 5 R N A B AR T O Sl LR, AR BRI R T AR Y, BB 1

I3 IR AS [FI AR EE AR it AN SRR AN A RZAL A, BEFL100 plo SRJ5 BEMAL A N
AN50 pLEHlar fkr gk (%), R E R ML, 500450 rpmzK-F
RGBT 2/ . UL IRAE 7 — KOG, AT I 1c sehm it i AR AR R AR 1
WARLE;  (FEARTZMEE, RS AR &2, D

FEA AR IR 2 5 A FIRH L 22 JETE AR 25 B E B Pe ROV LBEAR « BEFLINHEE 400 uL,
SRJERAR N DRI 25 . EARHRIESIR, P IR BN LB A
BT3B SRR R o A — IRV AT A, 3R A BT A AR R T BOR AR 150 L

FERR K ARAA T Fr A 7 B A 5

TERAN UL DI 100 pLF B B R 55 13- HRP B AR« AR I S
L, ZiR500+£50 rpm/AKFHRYG B E 205480, HEREDL;

A RS TARERE

TEREAMBFLA I 100 pL TMBJEYIVE W, E 500+ 50 rpmK-FHR% B & 3054+,
FEREAM AL IGO0 uL& ki, BRI, IR A5
IINZ LG 105380, A6 BEAR G 52450 nm IR FEAE, 3 5E 540 nmEk570
nmEARIERE K. R K EARTTH, 450 nmiris 4k %540 nmzi570 nm
AR X AR K I BEFR AR R 2 B o Y0 R IE T L3 #E 450 nmAb 247 1)
BRACRT R 2 B iy HSE AN

THEGE R W R AE S ARE 5 1) S AL OAE B SAE , S8 5 ek 25 Zhn it it ~F 350D
6 (0.D. , fFHHEHRAENSEZH (4-PL) HIZHAOIERENL. 57—
BTV, @I 2 hlyfl A AR S T RO A S PR B SR AL s A
2k, FRIL ) S e A A 2 . K AT DLl 22 1) AKlothoik JE i xt # 5
O.D. X HORLEEA, F B G 2T LU I [ /0T R - SRR PR =k 2
BEAR A AR B 1 R 0L 5

U SRR SR ABRRE M THE R 28 52 B )R 0 200 DA R 3%
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