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. BACKGROUND

Interleukin 6 (IL-6) is a pleiotropic a-helical 22-28 kDa phosphorylated and variably
glycosylated cytokine that plays important roles in acute phase reactions,
inflammation, hematopoiesis, bone metabolism, and cancer progression (1-5). Mature
Mouse IL-6 is 187 amino acids (aa) in length and shares 42% and 85% as sequence
identity with human and rat IL-6, respectively (6). Alternate splicing generates several
isoforms with internal deletions some of which exhibit antagonistic properties (7-10).
Cells known to express IL-6 include CD8* T cells, fibroblasts, synoviocytes,
adipocytes, osteoblasts, megakaryocytes, endothelial cells (under the influence of
endothelin), sympathetic neurons, cerebral cortex neurons, adrenal medulla
chromaffin cells, retinal pigment cells, mast cells, keratinocytes, Langerhans cells,
fetal and adult astrocytes, neutrophils, monocytes, eosinophils, colonic epithelial cells,
B1 B cells and pancreatic islet beta cells (2,7,10-33). IL-6 production is generally
correlated with cell activation and is normally kept in control by glucocorticoids,
catecholamines and secondary sex steroids (2). Normal human circulating IL-6 is in
the 1 pg/mL range, with slight elevations during the menstrual cycle, modest

elevations in certain cancers, and large elevations after surgery (34-38).

IL-6 induces signaling through a cell surface heterodimeric receptor complex
composed of a ligand binding subunit (IL-6R) and a signal transducing subunit
(gp130). IL-6 binds to IL-6R, triggering IL-6R association with gp130 and gp130
dimerization (39). Gp130 is also a component of the receptors for CLC, CNTF, CT-1,
IL-11, IL-27, LIF, and OSM (40). Soluble forms of IL-6R are generated by both
alternate splicing and proteolytic cleavage (3). In a mechanism known as
trans-signaling, complexes of soluble IL-6 and IL-6R elicit responses from
gp130-expressing cells that lack cell surface IL-6R (1, 3). Trans-signaling enables a
wider range of cell types to respond to IL-6, as the expression of gp130 is ubiquitous,
while that of IL-6R is predominantly restricted to hepatocytes, monocytes, and resting
lymphocytes (1-3). Soluble splice forms of gp130 block trans-signaling from IL-6/IL-6R

but not from other cytokines that use gp130 as a co-receptor (3, 41).

IL-6, along with TNF-a and IL-1, drives the acute inflammatory response, is almost

solely responsible for fever and the acute phase response in the liver, and is important



in the transition from acute inflammation to either acquired immunity or chronic
inflammatory disease (1-4). It contributes to chronic inflammation in conditions such
as obesity, insulin resistance, inflammatory bowel disease, inflammatory arthritis and
sepsis when dysregulated, often involving IL-6 trans-signaling (1, 2). It also plays an
important role in the differentiation of naive T cells to Th17 inflammatory cells in the
presence of TGF-B. IL-6 modulates bone resorption and is a major effector of
inflammatory joint destruction in rheumatoid arthritis through its promotion of Th17 T
cell activity (1). It contributes to atherosclerotic plaque development and
destabilization (2). However, IL-6 can also have anti-inflammatory effects, such as in
skeletal muscle where it is secreted in response to exercise (2). It promotes
hematopoiesis by being a growth factor for hematopoietic stem cells, induces B cell
maturation to plasma cells and perpetuates multiple myeloma (1, 42). IL-6 also
promotes, but probably does not initiate, other types of inflammation-associated

carcinogenesis, such as colitis-associated cancer (1).



Il. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique.
A monoclonal antibody specific for mouse IL-6 has been pre-coated onto a
microplate. Standards and samples are pipetted into the wells and any mouse
IL-6 present is bound by the immobilized antibody. After washing away any
unbound substances, a biotinylated detection antibody specific for mouse IL-6 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 is added to the wells and color develops in
proportion to the amount of mouse IL-6 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, mouse serum and plasma.

® 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) 245.8 62.4 15.2 247.7 61.9 15.1
Standard Deviation 10.4 2.8 0.7 9.7 2.6 0.6
CV% 4.2 4.5 4.5 3.9 4.2 4.0

B. RECOVERY

The recovery of mouse IL-6 spiked to levels throughout the range of the assay in

various matrices was evaluated.

Sample Type Average % Recovery Range %
Cell culture media (n=5) 102.7 95.0-109.6
Serum (n=5) 99.8 94.9-106.8
Plasma (n=3) 89.8 82.8-95.6

C. SENSITIVITY

The minimum detectable dose (MDD) of mouse IL-6 is typically less than 0.62 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
mouse IL-6 produced at R&D Systems. The NIBSC Standard for Murine IL-6 (93/730),

which was intended as a potency standard, was evaluated in this Kkit.

The dose response curve of the NIBSC Standard (93/730) parallels the Valukine
standard curve. To convert sample values obtained with the Valukine Mouse IL-6 kit
to approximate NIBSC 93/730 units, use the equation below.

NIBSC (93/730) approximate value (IlU/mL) = 1.30 x Valukine Mouse IL-6 value
(pg/mL)

E. LINEARITY

To assess the linearity of the assay, different samples were containing or spiked with
high concentrations of mouse IL-6 and diluted with Calibrator Diluent 1x to produce

samples with values within the dynamic range of the assay.

Dilution Average % of Expected Range (%)
1:2 101.1 92.0-110.2
1:4 101.5 90.9-113.9
1:8 99.4 90.6-113.0
1:16 98.3 88.5-113.5

F. SAMPLE VALUES

Cell Culture Supernates - Two spleen organ tissues from a mouse were
homogenized and seeded in 100 mL of RPMI supplemented with 10% fetal bovine
serum, 2 mM L-glutamine, 100 U/mL penicillin, 100 ug/mL streptomycin sulfate, and
10 ug/mL ConA for 2 days. The cell culture supernate was assayed for mouse IL-6

and measured 194 pg/mL.

EL-4 cells (mouse thymoma) were seeded at 2x10° cell/mL and cultured for 4 days in
100 mL of DMEM supplemented with 10% horse serum, 10 ug/mL PHA and 10 ng/mL
PMA. The cell culture supernate was assayed for mouse IL-6 and measured 317

pg/mL.



BALB/3T3 cells were seeded in 100 mL of DMEM supplemented with 10% fetal
bovine serum for 2 days. The cell culture supernate was assayed for mouse IL-6 and

measured 157.1 pg/mL.

Serum - Five serum samples were evaluated for the presence of IL-6 in this assay. All

samples measured ranged from 45.7 to 94.2 pg/mL with an average of 65.7 pg/mL.

Plasma - Three plasma samples were evaluated for the presence of IL-6 in this assay.
All samples measured ranged from 35.3 to 109.1 pg/mL with an average of 81.6

pg/mL.
G. SPECIFICITY

This assay recognizes both natural and recombinant mouse IL-6. The following
factors were prepared at 50 ng/mL and assayed for cross-reactivity. Preparations of
the following factors at 50 ng/mL in a mid-range recombinant mouse IL-6 control were

assayed for interference. No significant cross-reactivity or interference was observed.

Recombinant Mouse Recombinant Human

CT-1 IL-6

GP130 IL-6R

IL11

LIF

OSM

IL-6R

Recombinant Rat IL-6 cross-reacts approximately 0.24% 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.
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V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
Mouse IL-6 96 well polystyrene microplate (12 strips of 8 wells)

1 plate
Microplate coated with monoclonal antibody against mouse IL-6.

Mouse IL-6 Detection

Biotinylated mouse IL-6 antibody, lyophilized. Refer to

1 vial
Antibody the vial label for reconstitution volume.
Recombinant mouse IL-6 in a buffered protein base,
Mouse IL-6 Standard [lyophilized. Refer to the vial label for reconstitution 2 vials

volume.

Calibrator Diluent

A 4% concentrated buffered protein base used to dilute

1 vial
Concentrate (4x%) standard, samples and Detection Antibody.
Reagent Diluent A 10x concentrated buffered protein base used to

1 vial
Concentrate (10x)  dilute HRP.
Streptavidin-HRP A 200x Streptavidin conjugated to horseradish

1 vial
(200x%) peroxidase.
Wash Buffer

A 25x concentrated solution of buffered surfactant. |1 vial

Concentrate (25x%)
TMB Substrate TMB ELISA Substrate Solution. 1 vial
Stop Solution Diluted hydrochloric acid solution. 1 vial
Plate Covers Adhesive strip. 3 strips




B.

STORAGE

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

Opened/

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

Streptavidin-HRP A

Diluted Wash

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

TMB Substrate

Stop Solution

Standard Prepare fresh for each assay.

Aliquot and store for up to 1 month at

Detection Antibod
etection Antibody -20 °C in a manual defrost freezer. *

Use and discard diluted Calibrator Diluent
(1x). Prepare fresh for each assay.

Concentrate (4x%)

May be stored for up to 1 month at 2-8 °C.*
Reagent Diluent
Concentrate (10x) Use and discard diluted Reagent 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 kit.

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

The Stop Solution provided with this kit is an acid solution. Wear eye, hand, face,
and clothing protection when using this material.
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Vl. 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).

Plasma - Collect plasma using EDTA, heparin, or citrate 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).

B. SAMPLE PREPARATION

Cell Culture Supernate, serum and plasma samples require a 2-fold dilution. A
suggested 2-fold dilution is 100 pL of sample + 100 uL of Calibrator Diluent (1x).

C. REAGENT PREPARATION

Note: Bring all reagents to room temperature before use.

Wash Solution - 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.

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 - Centrifuge briefly before opening. Reconstitution volume
refer to vial label with Calibrator Diluent (1x). Aliquot and store if needed. Dilute

stock solution in Calibrator Diluent (1x) to the working concentration of 0.5 ug/mL.
Prepare at least 15 minutes prior to use.

Streptavidin-HRP A (1x) - Centrifuge briefly before opening. Dilute to the working
concentration specified on the vial label using Reagent Diluent (1x).

Mouse IL-6 Standard - Centrifuge briefly before opening. Refer to the vial label

11



for reconstitution volume*. This reconstitution produces a stock solution of 5000
pag/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 (1x) into the 500 pg/mL tube. Pipette 500 uL of
the appropriate Calibrator Diluent (1x) into the remaining tubes. Use the stock
solution to produce a dilution series (below). Mix each tube thoroughly before the next
transfer. The 500 pg/mL standard serves as the high standard. The Calibrator Diluent
(1x) serves as the zero standard (0 pg/mL).

500 L 500puL  500uL  500uL  SOOML  S00pL
00pLStd. | [, I | | T . |
P > S— -
r ' ' ' m ;!
5000 pg/mL 500pg/mL 250pg/mL 125pg/mL  625pg/mL 313pg/mL 156pg/mL 7.8 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 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.

12



Vi

. 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.

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 standard, or prepared 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. (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 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 100 pL of the Detection Antibody diluted in Calibrator Diluent (1x), to each

well. Cover with a new adhesive strip and incubate 2 hours at room temperature.
Repeat the aspiration/wash as in step 4.

Add 100 uL of the working dilution of Streptavidin-HRP A to each well. Cover the

plate and incubate for 30 minutes at room temperature. Protect from light.
Repeat the aspiration/wash as in step 4.

Add 100 uL 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. 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

13



12.

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. 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 Mouse IL-6 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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BRI S S G B EE IR IR HIBEFR O 2 RO .

B. #illFfR

o (HRIBHEM, AT HTAIMSHT

® iZuUHEIEH T4 IR EIEAEA . /NI IS AL 5

o HEREA BN ]

® ARG & LA RS W7 & I 7 A RER 5

®  FEAMEAT KT Hnit 2k (M L, MCREREA FIARHE SRR (1) AR EB A U5

® RHASRMAF R Z MR, WAELEA R NERE. BRI, ¥
WA SR ] Bl Bl & R &
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. R

A RBHE

RAREFARE (IR —HR AN R FLIE] (RS 1 D

LA BE I =ANREAS, 7R R — BN 23 A I 200K, DARA & i A RS 1 E
WRIIRERRE N FIAR 2 8] FRORS Hf D

LA BE Y =ANREAS, FEASFIRR 23 B I200,  LARA & A (R RS 1t 2

R N RS B WA
FEA 1 2 3 1 2 3
SEE (pg/mL) 245.8 62.4 15.2 247.7 61.9 15.1
PrifE 2 10.4 2.8 0.7 9.7 2.6 0.6
CV% 4.2 4.5 4.5 39 4.2 4.0
B. M=
TEA R ZEBREA 35 ARG Y B N AS [F] 7K /N BRUIL-6, 0 e Bl
FEAR KR SE EICE % JEE%
YNfEEs 7% LiE (n=5) 102.7 95.0-109.6
Mi% (n=5) 99.8 94.9-106.8
M3 (n=3) 89.8 82.8-95.6
C. REE

INRRIL-6F B AT 77 & (MDD) —f%/F-0.62 pg/mL.

MDD /2 HR 45201 B 52 1) A o s £ L 0O IR s B8 A 1~ R 8 199 35 s 14 22 1 B34 81 A R 0
R o

D. KIE

ILELISAIR T & 4 R&D Systems 4= 7 1) K i A1 B 2 14 10 v 28 5 8 20 /) B IL-6 22 L T AR
1E.

NIBSCHUIL-647 1 i (93/730)E NN b itE, TEAIRFA G P T 7Pl . NIBSCHRHE i
(93/730) 17 2 v i 28 55 Valukine bsifE i 5 F47 . 47 Z2K{4 I Valukine Mouse I1L-6 kit
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FAFHIREAME 5 ANIBSC 93/7301 3Ll ifir, i LL R A
NIBSC (93/730) approximate value (IlU/mL) = 1.30 x Valukine Mouse IL-6 value
(pg/mL)

E. &

ANEFEAR 54 BB N EIREE /NG IL-6, AR5 FIARUE SRR (1) G REARTRRR
BRIVEE A, JE .

RS FRERE (% 6H (%)
1:2 101.1 92.0-110.2
14 101.5 90.9-113.9
1:8 99.4 90.6-113.0
1.16 98.3 88.5-113.5
F. HEATUE

ApRESR BIEW - WA/ RIBIEAH SIS, 52110 ARG ES 77 F100 mLITRPMI
Rrapdtrh, MR R EH10%M624- 075 2 mM L-B & BEE . 100 U/mLEE %, 100
ug/MLIRIREE 2 2, 10 ug/mL Con A, B57EMi k. BX4NfuR:F%_EiG e /N RIL-6 5 &,
45599194 pg/mL.

EL-4400 CNEBRBARED , LA2x 10540 M/ mLIgHE, 359%PUR: #3553 5100 mL DMEM
EH10% 5113 . 10 ug/mL PHAFI10 ng/mL PMA. BU40 % 9% Eis e /N RIL-6 5 &,
4599317 pg/mL.

BALB/3T355 71100 mLAIDMEME; 7258+, AR 77 3E18 5 H 10% /64 15, B 77
Ko BUAMRE IR BiEIE /NRIL-65 8, 455 8157.1 pg/mL.

MEREA - {5 A RF &R T 50 /R IMIEFEATIL-6 I 7KF. 54 FEA Bk {8 76
45.7-94.2 pg/mL2 [&], “FI){H N65.7 pg/mL.

MmEREA - A HARRFERN T 360/ RIMLIEREARTIL-6 K. 3HFEAS (K B 77
35.3-109.1 pg/mL2 ], ~F-$5{H481.6 pg/mL.
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G. RrRri

BEELISATE AT Rl AR b /N RIL-6 5 o K5 LU T B FIARAE AR (120 Be i i
50 ng/mL I3 B RAI 55 /1N SRIL-6 958 SR o K550 ng/mL T3 R -1- 2 A\ Hr (] v il )
FLH /N RIL-6xF Bt SRAS I /N SRIL-B T4 . A WL B S (58 SR B B4

Recombinant Mouse

Recombinant Human

CT-1

IL-6

GP130

IL-6R

IL11

LIF

OSM

IL-6R

HZH K BIL-67E L7 & A7 0.24 % 158 SR
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IV. 26

A vHE B 2% 52

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

pg/mL OD  Average Corrected

0.053
10 ¢ 0 o053 0053 .
Y i
® 78 8 Lﬁ 0.149  0.097
g’ &
g 1 15.6 ggﬁ 0245  0.192
: =
= 435
_g - 31.3 8233 0.434 0381
Z 01 | ;
% 62.5 82?? 0.822  0.769
0.01 e 125 122 gson 1471
1 10 100 1000 1.526
Mouse IL-6 Concentration (pg/mL) 250 %igg 2 478 2425
500 ggg; 2987 2934
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V. AFI @A SN

A. RIS H R

% R FE

Mouse IL-6 Microplate PRI FLEE R 0wk, 8FLx12%% |13k
EVIERACH N RIL-6R i, Rk, 3

Mouse IL-6 Detection Antibody o g
AR AT

Mouse IL-6 Standard brifEsn (RT) . ZHEMSREETER 20

Calibrator Diluent Concentrate

IRAGARHE AR REIR (4%) I TRBEFEA . A5

(4%) ey Y R EAR N b
Reagent Diluent Concentrate

10%) IRGERFIRERER (10%) F T#BHRP [k
Streptavidin-HRP A (200x%) 200x K AR BE R R AR AR L IHRP A bk
Wash Buffer Concentrate (25x) [RAEVLIRZE MR (25%) bk
TMB Substrate TMB ELISAJEA¥ bk
Stop Solution 2SI/ 15
Plate Covers EI 37K

* ARAE S LB DU T — P06 fLMAL I FELISASE S .
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B. AFI &M

AIFEBGE | 2-8°CHlfifs; TRl EA MY A

HEEoRMER-HRP A

VR i (1%)

2-8CH#ff, % 30 K~

TMB JEYIE TR

b

PRt i A5 i s 3 5 S i

TRIEIREN orEe,  -20°CHitifs, % 30 K*
CATIF, MoRBEEk
ol 2-8°Cfitiff, m% 30 K*

PRHUEAMREIL (4%) | st PR S A ) b v R
L RMER

2-8CH#ff, % 30 K~

BUMRRRERL (10%) | pigctis PO 10 DR RE R, %
RINES

AR P FRIAR S T Bl AT BRI AR AR A

AL TFLAR 2%

AR A G P
C. LWPTH BH&RK AR

® JighrAl (AIINEEA450 nmks I AR U £ 540 nmEk570 nmA IER K IR LE D
® RGN S — Rk

MK E B 1K

® Ui (WO  ZiEE AR A A SR L

gore
Gl

°
ot

=

[ )
3N
el
IR

00 mL
D. EEEW

o @ I LR IR IR, AT IS M IRES . 3= & AR BT 4
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VI. SEICRIHER

A. FERWEKER

SR LW TR B0 ERR; SLZIRGIIAEAS . REASICEE Ja 25 N S RG I, T 4%
—UAE RSP 5E, HAET-20°COKAE N, WS kR . FEAS AT BE 7 B AR v AR R
(%) Hikk.

MyEREAS: FIiE 5 2B (SST) 0 B IiiE .. (HIFE = IRESE30 8, 4R)51000 x g0
1500t . MBI TEFEA 2 J5 BIZI A FAG, sk ok, -20°CIA74% . 86 S B v R
FEAT] BE T B bR U SRR (1%) kg

MR fHEDTA. FFR VB IRINE NHTBERI R MK . 4851000 x g 215
JrBl, TAE30 7 B W ER AR A Z Ja RDZIF A, BE 7038, -20CIAF & M.
G R URRR. FEASTT RE T Z IR AE SRR (1) Bk

B. HEAHRTE
AARE IR BIE . E AN SRR A T8 B AR i AR (%) 2058 fa EAT A6, B
100 ULAEA+100 uLbndE iR (1%)

C. HMMAT#AEELIE

ERER AR E T ZRE.

VedRiB: AUKAE P EUH RGBT PT RE A 45 50, BT IERIER: MEZR, RRIES,
P i e A VRS TR BRI . FTH520 mLIR 4 4 P 78 187K B 5 B8 T /K R BRI
J2500 mL TAEIR B (I I -

PRUEFARBEL (1)« f31FH 2588 T /K AR TR BERC ) bR HE SRR (1)
WA (1) « (LS KB K R H BAR AR (1% .

BBk FrmlEBRN 0. SERUTTEERSRR, FARERRER (1x) %
HTREATERE . HHAMERRRER (%) #EZE T/ERE0.5 ug/mL, Z/D7Ef A#T
157 B4 o

HHBIFME-HRP A (1) . JF G ATEBEN B0 o FIRAIRRRIR (10 KBRS R - HRP
A (200%) FiRER TARIREREEEMZ- HRP A (1x)

PRk : FFRERTTEBRR B0 . S RARHE M SR 5 NER G TR . F3IRE N
5000 pg/mLAr#E it BRRL. R ERR 216008, HIe 0.
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MOATBER], R A
500 pg/mLFFREE H I 900 ulArdE A EER (1%) , HAR &M FImAS500 pLiritk
AR (1%) o KARiE S B S IR N BRI RS, BRI G ERE T —
. 500 pg/mLE VAR I 28 55 s A, R an AR (1) A FAEFR#E i 2 51 (0 pg/mL).

500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
100 pL Std.
S
r ™ .
5000 pg/mL 500pg/mL 250pg/mL 125pg/mL 625pg/mL 313pg/mL 156pg/mL 7.8 pg/mL

D. HEAR/PNRIR

o CMRAHERENN, IR

o N TREGRA NG, MHREKEERES . ERE L IRERA S e k. 5
SN R A 43 U PR O R

© IS T I LR

O U, T RS (T S

o TMBREMIEIRTE EAATREATE (o, WA IMAILIUR, TMBIYH thE &
AR B VR 1 0 €

o bW AU SIFTMBI A BRI 5 DAL RS, LA i
B, BILAAGRE, MR ARERIRAE RS,
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VIl BIEPE

FERTHRIERFMERRE T ER, BUHHRSREANRERSE RN

1.

2.

3.

10.

11.

12.

PR B, R T R R R AR I i s

M EP 1T 22 2 T R s A B EH LR, AR AR 2R IR R AR T AR Y, R 10
I3 ARG AN R FERRAE i, SRERAE AR B B4 it I AAH AL, A4L100 pul. A 3R
AT SN AL, iR F 2/ . U ER A 1 —5ko6FLR A, R H] Tl sk v
a ARG AR IR AN B (FEATREME, RS ARG D

VAR N B 25 5 AT IR 22 0 T8 e AR 2 B e L BE AR - ALY ER400 pL,
SRR N BRI 2 o R EREAIR . RRRGERUS B 25k B A A B T3 3
IFRSRIR A IR . B Ja— IRVEAREE R, TR A I A TR T B R 5 B, AER K AR
AT B A 5 B A

ERAFL A IIA100 LA IPTiA  F AR A S B fL, = im0 & 2/

HE AP TR

FERFMAAL NI 100 pLA R Gr I BE R SR I 2R - HRP ATARMR . FH BRI SEE fe
fL, EEFE305, HERE;

H R AP TR

FERMUALNIIA100 uL TMBJERMIVA T, il 520700, FEREDE;
TERAFL IS0 pLZ b, WML, (EIE IR & 505

AL RS 105080, 8 FHBEAR I 2450 nmROGFE(E, 12540 nmEk570
nmAE RS IERAC . WERBKA IEATRT, BA450 nmi) 148 2 540 nma570 nm
TR X FIRGE AL IE B AR AR O SRR o VA AR IE T B3 42450 nmALHEAT I
TEHOA] BE 2> 5 e L SE AN HERR

THEGE R FAEMFRE L AL i (1 ZALBOGE DO ME, S8 IE F AR5 0D
6 (O.D.) , AR S EZE (4-PL) &S al@irdetiz. »—
BT, Bl 2yl B BRE o B RO AR S b R FE R A A
2k, B LS LA Lk . B T LUE 2 H1/N RIL-69R B I S
O.D. K #k 2t Al, JF Hm a4 n] LOdad B3 0 Hr ok i € » AR PP AR 2
W RA KRS BRI A

WSRRE SRR, AR T i 4 15 P oAk 0 203 AR RE 5 4 o
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