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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 the acute phase reaction,
inflammation, hematopoiesis, bone metabolism, and cancer progression (1-5). Mature
human IL-6 is 183 amino acids (aa) in length and shares 39% aa sequence identity with
mouse and rat IL-6 (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 endothelins), 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, 11-33). 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-6 R alpha) and a signal transducing subunit (gp130). IL-6
binds to IL-6 R, triggering IL-6 R 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-6 R are generated by both alternative splicing and
proteolytic cleavage (3). In a mechanism known as trans-signaling, complexes of soluble
IL-6 and IL-6 R elicit responses from gp130-expressing cells that lack cell surface IL-6
R (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-6 R is predominantly restricted to
hepatocytes, monocytes, and resting lymphocytes (1-3). Soluble splice forms of gp130
block trans-signaling from IL-6/IL-6 R 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-£.
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. An
antibody specific for human IL-6 has been pre-coated onto a microplate. Standards and
samples are pipetted into the wells and any human IL-6 present is bound by the
immobilized antibody. After washing away any unbound substances, an enzyme-linked
antibody specific for human IL-6 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 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, human serum, human plasma and

human urine.
+ The kit should not be used beyond the expiration date on the kit label.
+ 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 RD5-3 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) 38.8 94.7 205 31.8 97.4 191

Standard Deviation 0.687 2.02 4.69 1.35 3.65 8.25

CV% 1.8 2.1 2.3 4.2 3.8 4.3

B. RECOVERY

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

matrices was evaluated.

Sample Type Average % Recovery Range (%)
Cell culture supernate (n=4) 102 82-122
Human serum (n=4) 96 89-103
Human EDTA plasma (n=4) 97 90 - 102
Human heparin plasma (n=4) 96 90 - 99
Human urine (n=4) 97 89 - 101

C. SENSITIVITY
Twenty-four assays were evaluated and the minimum detectable dose (MDD) of human
IL-6 ranged from 0.120-0.626 pg/mL. The mean MDD was 0.368 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 a highly purified recombinant human IL-6
produced at R&D Systems.

The NIBSC/WHO Interleukin-6 International Standard 89/548 (IL-6, Human rDNA
derived) was evaluated in this kit. The dose response curve of the International Standard
(89/548) parallels the Valukine standard curve. To convert sample values obtained with
the Valukine Human IL-6 kit to approximate NIBSC 89/548 units, use the equation below.
NIBSC (89/548) approximate value (lU/mL) =0.1006 x Valukine Human IL-6 value
(pg/mL)

Additionally, the 2nd International NIBSC/WHO Standard for Interleukin-6 21/308 (IL-6,
Human recombinant) was evaluated in this kit. The dose response curve of the
International Standard (21/308) parallels the Valukine standard curve. To convert
sample values obtained with the Valukine Human IL-6 kit to approximate NIBSC 21/308
units, use the equation below.

NIBSC (21/308) approximate value (lU/mL) =0.0978 x Valukine Human IL-6 value
(pg/mL)

Based on data generated from April 2023.

E. LINEARITY

To assess the linearity of the assay, samples were containing or spiked with high
concentrations of human IL-6 in various matrices and diluted with Calibrator Diluent RD5-
3 to produce samples with values within the dynamic range of the assay.



Cell culture Human
Human |Human EDTA Human
Dilution supernate heparin .
serum (n=4)|Plasma (n=4) urine (n=4)
(n=3) plasma (n=4)
Average %
of 97 104 103 105 100
1:2] Expected
Range (%) 81-109 94-112 95-111 98-111 98-105
Average %
of 100 106 105 106 101
14| Expected
Range (%) 88-116 97-115 95-115 98-115 98-104
Average %
of 107 108 107 110 100
1:8| Expected
Range (%) 95-121 99-118 99-115 102-120 98-103
Average %
of 116 109 108 109 101
1:16 Expected
Range (%) 99-125 103-119 101-116 99-117 98-105

F. SAMPLE VALUES

Human serum/plasma- Samples from apparently healthy volunteers were evaluated for
the presence of human IL-6 in this assay. No medical histories were available for the

donors used in this study.

Mean of Detectable
Sample Type %Detectable Range (pg/mL)
(pg/mL)

Human serum

6.90 40 ND-13.9

(n=30)

Human EDTA

6.82 40 ND-13.4
plasma (n=30)
Human heparin

6.89 40 ND-12.9
plasma (n=30)

ND=Non-detectable



Cell culture supernates - Human peripheral blood mononuclear cells (1 x 10° cells/mL)
were cultured in RPMI supplemented with 10% fetal bovine serum, 50 uM pB-
mercaptoethanol, 2 mM L-glutamine, 100 units/mL penicillin, and 100 pg/mL
streptomycin sulfate. PBMCs were left untreated or treated with 10 ug/mL PHA for 5
days before collecting conditioned media. Aliquots of the cell culture supernates were
removed and assayed for levels of human IL-6.

Condition Day 5 (pg/mL)
Unstimulated 24.0
Stimulated 10,986

Human urine - Ten samples from apparently healthy volunteers were evaluated for the
presence of human IL-6 in this assay. No medical histories were available for the donors
used in this study. All samples measured less than the lowest human IL-6 standard, 3.13
pg/mL.

G. SPECIFICITY

This assay recognizes natural and recombinant human IL-6.

The factors listed below were prepared at 3 ng/mL in calibrator diluent RD5-3 and
assayed for cross-reactivity. Preparations of the following factors at 3 ng/mL in a mid-
range recombinant human IL-6 control were assayed for interference. No significant
cross-reactivity or interference was observed.

Recombinant human:

Other recombinants:

gp130 mouse IL-6
IL-6 Ra/gp130 rat IL-6

IL-6 sR porcine IL-6
IL-6 R

Recombinant cyno macaque IL-6 cross-reacts at approximately 79% and interferes at

levels > 50 pg/mL.




IV. EXPERIMENT

EXAMPLE STANDARD

The standard curve is provided for demonstration only. A standard curve should be
generated for each set of samples assayed.

jo- __(pg/ml) 0.D. Average Corrected
0 0.005 0.005 —

0.005

. ERE] 0.032 0.032 0.027
i 0.032

E‘ 11 /'/ 6.25 0.063 0.063 0.058
H re 0.063

o 125 0.124 0.125 0.120
f /'/ 0125

& o1 s F5 0.255 0.259 0.254
/-’/ 0.263

- 50 0.504 0.504 0.499
0.504

- 100 0.987 0.999 0.994
i 10 100 1000 1.010

Human IL-6 Concentration (pg/mL}) 300 igg’g 2572 2567




V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
Human IL-6 96 well polystyrene microplate (12 strips of 8 wells) 1 olate
Microplate coated with an antibody against human IL-6 P
Human IL-6 Solution of antibody against human IL-6 .
. . . . 1 vial
Conjugate conjugated to horseradish peroxidase
Recombinant human IL-6 in a buffered protein
Human IL-6 . . .
base; lyophilized. Refer to the vial label for 2 vials
Standard o
reconstitution volume.
Assay Diluent
A buffered protein base with preservatives 1 vial
RD1W
li Dil
Calibrator Diluent A buffered protein base used to dilute standard and 1 vial
I
RD5-3 samples
Wash Buffer A 25x concentrated solution of buffered surfactant 1 vial
Concentrate (25x%)
TMB Substrate TMB .ELISA Substrate Solution/ TMB Substrate 2 vials
Solution
Stop Solution 2 N sulfuric acid 1 vial
Plate Sealers Adhesive strip 3 strips

10




B. STORAGE

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

Wash Buffer (1x)

Stop Solution

Conjugate

*

May be stored for up to 1 month at 2-8°C
TMB Substrate

Opened/ Assay Diluent RD1W
Reconstituted

Reagents Calibrator Diluent RD5-3

Use a new standard for each assay.
Standard
Discard after use.

Return unused wells to the foil pouch

] containing the desiccant pack, reseal
Microplate Wells ] )
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.

11



C. 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.

+ Horizontal orbital microplate shaker capable of maintaining a speed of 500 + 50 rpm.
D. PRECAUTION

¢ |L-6 is detectable in saliva. Take precautionary measures to prevent contamination
of kit reagents while running this assay.

+ 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.

12



VIl. 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 RD5-3.

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 RD5-3.

Plasma - Collect plasma using EDTA or heparin 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 RD5-3.

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

Urine - Aseptically collect the first urine of the day (mid-stream), voided directly into a
sterile container. Centrifuge to remove particulate matter, and assay immediately or
aliquot and store at < -20°C. Avoid repeated freeze-thaw cycles. Samples may require
dilution with Calibrator Diluent RD5-3.

B. SAMPLE PREPARATION

Cell culture supernates may require dilution due to high endogenous levels. Multiple
dilutions are recommended for unknown samples.

C. REAGENT PREPARATION

Bring all reagents to room temperature before use.

Note: High concentrations of IL-6 are found in saliva. The use of a face mask and gloves
is recommended to protect kit reagents from contamination.

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

(1%).

13



Human IL-6 Standard - Refer to the vial label for reconstitution volume. This
reconstitution produces a stock solution of 3000 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 450 pL of Calibrator Diluent RD5-3 into the 300 pg/mL tube. Pipette 400 pL of
Calibrator Diluent RD5-3 into the 100 pg/mL tube and 300 pL into remaining tubes. Use
the stock solution to produce a dilution series (below). Mix each tube thoroughly before
the next transfer. The 300 pg/mL standard serves as the high standard. Calibrator
Diluent RD5-3 serves as the zero standard (0 pg/mL).

200 pL 300l 300 plL 300ul 300 L 300 pL
/ £ A = ‘__'_ ‘___ ‘___ ‘___ ‘__
5 — — —_— — — — _—— — — — —

opLstd. [ | 1
|

= > : - ‘-— -
STANDARD [ ! ‘
‘ | \

3000 pg/mL 300 pg/mL 100 pg/mL 50 pg/mL 25pg/mL  125pg/mL 6.25pg/mL 3.13 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.

It is 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.

14



VIl. ASSAY PROCEDURE

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

recommended that all samples and standards be assayed in duplicate.

Note: High concentrations of IL-6 are found in saliva. The use of a face mask and gloves

is recommended to protect kit reagents from contamination.

1.
2.

10.

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 RD1W to each well.

Add 100 pL of standard and sample per well. Cover with the adhesive strip provided.
Incubate for 2 hours at room temperature on a horizontal orbital microplate
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 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 200 pL of human IL-6 Conjugate to each well. Cover with a new adhesive strip.
Incubate for 2 hours at room temperature on a horizontal orbital microplate
shaker (0.12" orbit) set at 500 + 50 rpm.

Repeat the aspiration/wash as in step 5.

Add 200 yL 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.

15



11. 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 IL-6 concentrations versus the log of the
0O.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.

16
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PEIRAT R LRI RIS O g PE 260, A RIL-6MRAGESHS (1,2) . 7Ef1L
AR T TGF-BAAERIZM N, IL-67E LIHERITAN AR I Th1 7 4 4 i o1k it A2 rp e
FEEH . L6 E R, I HaB i3t Th1 7 R RG24 o
AR PERATE I EER R (1) o IL-67F B T sl B FEAE AL B B 1) T il A F e 1t (2D,
{HREIL-6 A PLRAENER, WK E SR E 8L IL-6 (2) « EAE N T4 A K F
TG 7 SBAMRHNFAM. AAEMZ BRI (1,42) o IL-6tH{2it
E2 8 BB R AR i R A, lim R (1) .
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A. R R

AR SEI6 K WP A& I ELISATE . FTANIL-6TUARGH T HRFLIR b, A SR FRAE 5 A i
NIL-62 5[ @ fER_ERITARL &, TiEE M pese 2 AR A AL B AR 12 Pt A IL-
6Pk, SEETEMILR BRI NIL-645 &Y Sz 64, st 2 IATMB
RV CREFD o WRBE S5 BREARIELN: AR BRI E )
HE

B. Al Jm kR

o [UBRIHER, AETRTHIMANT

o ZRAAIRIEN TR IR EIE . NI . NSRRI ;

o VR ROW P AE AT &

o ARG & LA RIS W & R s AN RER T 5

¢ FEAREE R TArmE LR A Fe i, SRR FARE b A PR RD S-SR i Z 8 Al

o RIS RAAF T2 MR R SR, ARSI N SR R T 2L ek
BRSNS TR B . BlGRE  RO A
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. R
A. FETE

AR C[R]— AR AN R AL A FRORE A 2D

ORI EER =AM, FE R — MR N 23 A 207, DA 8 B A RS 1t 22
WRIEDRETREE R R B TR AR 1 )

CAMKRFER =ANREA, FEAS R 23 AR 200, DA & B TA) RS Hff 2

W PIRERE R IRDRE R B
FEA 1 2 3 1 2 3
SFHME (pg/mL) 38.8 94.7 205 31.8 97.4 191
aRli% 0.687 | 2.02 4.69 1.35 3.65 8.25
CV% 1.8 2.1 2.3 4.2 3.8 4.3
B. EIW®
TEAS RIS RE A 45 A TS B A S [RKSP R NIL-6, s G TSR
FEARAY FEEMER (%) Vi (%)
s IR LG (n=4) 102 82-122
NI (n=4) 96 89 - 103
AEDTAI% (n=4) 97 90 - 102
ANIFZ M (n=4) 96 90 - 99
NI (n=4) 97 89 - 101
C. RHE

WL 24 JAS IS Hr, N IL-6 FISAR AT G & (MDD) Y[y 0.120-0.626 pg/mL. ~F1
MDD % 0.368 pg/mL.

MDD 2 R4 20 > 55 1 F AR AE it L AR FEAR A1 S5 (10 793 5 o 4 22 T A5 B AR AH T
LR E o

D. Ik

I ELISA X7 & /241 % R&D Systems 4=/~ w4l 40N IL-6 HEATRUER o
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NIBSC/WHO IL-6 [ Frbrif fh 89/548 (IL-6, A rDNA SKIR) 1E AR brlE, 7EARF &
HHEAT T VPG o [ Bhs it i (89/548) 17 i B 2655 Valukine FrifE 26 TAT o 45 EERAE
H Valukine Human IL-6 kit 3K 15 FFEAS B 4 4 Jy NIBSC 89/548 HITAL AL, T A8 H LA
Tax:

NIBSC (89/548) approximate value (IlU/mL) = 0.1006 x Valukine Human IL-6 value
(pg/mL)

B4k, 55 4% NIBSC/WHO IL-6 [F Frdrifefh 21/308 (IL-6, ANFEL) 1E RN bnilE, A
GG AT 7P o B Bkt in (21/308) 77 5 S I 26 55 Valukine bt f 4T AT o 45
B8 A Valukine Human IL-6 kit 315 1 FE A (B #4249 NIBSC 21/308 Ll fhL, iF
LA AR

NIBSC (21/308) approximate value (lU/mL) = 0.0978 x Valukine Human IL-6 value
(pg/mL)

HF 2023 7 4 HHIEH
E. £&ifk

TEARFIZRBIRE AR EH BN EIRERIN IL-6, 85 FIARAE A B RD5-3 K i A FiRE
B IVEE A, JE .

—— MpREsE | AfE | ANEDTAIL%| AFFEfi% NRHB
[=} >
E(n=3) (n=4) (n=4) (n=4) (n=4)

A E A

TR 97 104 103 105 100
1:2 1B (%)

WG (%) | 81-109 94-112 95-111 98-111 98-105

A E A

TREMRE 0 106 105 106 101
1:4 B (%)

Wil (%) | 88-116 97-115 95-115 98-115 98-104

54 114

TRt 107 108 107 110 100
1-8 B (%)

i (%) | 95-121 99-118 99-115 102-120 98-103

A E A

TR 116 109 108 109 101
116 1B (%)

WiF (%) | 99-125 | 103-119 | 101-116 99-117 98-105
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F. BEATIE

NIMLENLSREEA - FIAR ) EA IR 5 B A R B E RN IL-6. AT FE RIS T H
FEASRIRE BRI S5 R

Pk TMRATIE | st o0 | 5 (pgimL)
(pg/mL)
NIiE (n=30) 6.90 40 ND-13.9
AEDTAIL 6.82 40 ND-13.4
(n=30)
Nl (n=30) 6.89 40 ND-12.9

ND="A~ AT &

Hff EiEREA - B4 E I EAAZ A0 A (1% 108 cells/mL) ZERPMIT 1 5%, RPMIF 7 1110%
fad-1fiE. 50 uM B-Fidk 4FE. 2 mM L-B 2z . 100 units/mLE &2 100 pg/mLER R
WK, PBMC KZLAFEE 10 pg/mL PHAKLFE, R5955K . BUAAME: 7% Lis o & IL-

=

x4 5K (pg/mL)
AT 24.0
b 10,986

NPRBREA - R AR W 7 VR0 >R B WA B 5 3 1) - R AR AR 3047 1 N IL-64ar i .
AW T AR SRAZ BT FRE AR R 2 O BE AL 5015 B o T BEAR AR DN 45 KT N IL-6 I A
PRSI, HI3.13 pg/mL.
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G. frAik

7 3 PR RAR AT L NIL-6

F LU A5 BA3 ng/mL 3 BEBC i+ B db MR RDS-3 7, FFEAT 28 O NPEASI - KE
PAUN B~ PAS ng/mLEIR FEB A ik FE B NIL-6 5% it o, JRBEAT FH0IER I R 5
B CLT A7 R 25 0 58 SO B B3

Recombinant human: Other recombinants:
gp130 mouse IL-6
IL-6 Ra /gp130 rat IL-6
IL-6 sR porcine IL-6
IL-6 R

HABEARIL-6115E XN LI NT79%, >50 pg/mLit 4.
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IV. S25%
T v FHH 28 S 4]

AR HE AR S, RS I 22 ) O L AR B oA il 2K

Optical Density

0.1

0.01

1‘0 1EIII1
Human IL-6 Concentration (pg/mL)

1000

28

__ (pa/ml) 0.D. Average Corrected
0 0.005 0.005 —
0.005
3.3 0.032 0.032 0.027
0.032
6.25 0.063 0.063 0.058
0.063
125 0.124 0.125 0.120
0.125
25 0.255 0.259 0.254
0.263
50 0.504 0.504 0.499
0.504
100 0.987 0.999 0.994
1.010
300 2.569 2.572 2567
2.575




V. B ST
A. SIS H R

ALK

iipay

S

BAPTNIL-BHI PTI98 FLIE T LMk, 8

Human IL-6 Microplate Lx12% 1HAR
Human IL-6 Conjugate R bR IL-66 I HT 1A biih
Human IL-6 Standard iigg%ﬂﬁ% GETH) , SEMRE o
Assay Diluent RD1W far il RD1W bk
Calibrator Diluent RD5-3 Zi‘/ﬁpﬁ'ﬁﬁ%%i&RD&B, P TR R A it MR i
Wash Buffer Concentrate (25x)| #R4a1EI%ZEMTR (25%) kil
TMB Substrate TMB ELISAJER# U TMBJERA# 2jh
Stop Solution 2 S 1 bk
Plate Sealers S 35k
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B. R &M

RIFEHAA G | 2-8CHIAE: WTERA RO )

el (1)

2 b1

[LEza eRlEAIREN

TMBJERAVH R

READ
BEOCEHFR | K RDIW

5%l

2-8°Cfitifs, m%30K*

; 2-8CHitifr, m%EZ30K*

R R

RD5-3

B UK T REBIEO R i, (R £
e R R AL T A S 1, 3

LIRS | TR

“IB IR A RO A
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C. SLhfrH B &AM

o FEFRMX CATINE 450 nm il R SUE M2 540 nm B 570 nm K IR IR
=

o RIS B — Rk

o ZEWKELZEE K

s VR (BORD . ZIBIE RS E SRR AL

e 500 mL &

+  HEFATHZE 500 + 50 rpm 1R 28

D. EREM

o IL-6 TEMEE AT BRI R . TEIS AT AR, 18 RIS e LA 1R S A 4 52
55

o ARSI H S EE YR, FTRE SR R IS U, BRI .

o RFEF AR BRI, S IR . B AR S
THMRGET
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VI. LIRS

A. FERWE KR

MpRESE EVEWR: BRI B0 SLZIIREA . FEARUSEE JG & A Bt Rl Jd%—
USR8, R AE < -20°CUKAE N, 3850 S S 1R i o BE A AT B 75 22 F vt o A PR RD 5-
3

MyEREA: H MG B8 (SST) B i . Af MFE = IR EESE30 4, 4RJ51000 x g&5»15
N W EMTEFEA 2 GBI ZI A0, B8 703, <-20°CIA7& . b e Bk . #¢
2] B 75 B bR e A B RD5- 350 B

MrEeA: [ FHEDTASAF R AE APTERIR ALK . R J51000 x g0 15004, FHAE30
Oy R USRI R A 2 SR BN ZI ] FAG I, Bl 7r %, <-20°CIf7& M. W Eikml. FF
] B 75 B bR e L R B RD5- 35 B

VR BRI A 1 A A i 7 2 A 35 1

PRBFER: THEIERE RS —RHRMPBIR, BHEFALEES . BO0ERBRY,
SRIGSERIREIN, 3003 )5 < -20°C41F T ARAF . W R Rk, FEASTT e T I ARE S A%
FLRD5-3F F% .

B. FEAHES TIE
AT 772 _E 35 AT BE DR YR KR S T RS B R . KT AREREAR, U T 2 MR .
C. R AT TAE

ERAIERTARFIBRETZE.

VER: R G HERSENI-6. R EH T EFIFE LR 7 A 275

YRR (1%) « MUK B IR e TR e B 45 dm, BT EWIS, WE=RE, B
TR, f4h S sE T fa FICHITRIR IR AR 20 mLiRk 4a B 15 00 2818k B 25 35 1 /K M e
fic #1500 mL T AEIR B Vel (1%) &

NIL-6F7#EH : TR BB AR S E I S, 159319 5 83000 pg/mLis i i Bk
M. BRBREDINE, LR,

MU BRI, 1 IR BRSO

7£300 pg/mLF B F I A 450 uLAn i G B RD5-3. FFZ 43 K-400 plLbr v b F Bl
RD5-3% %]100 pg/mLiRE 41, FHKr300 uLbnifk it #i Bl RD5-3F B 2 % & . Kibn
HE BRI S I T B R SRR, ST IRA G HERE T —8 . 300 pg/mLbxiE i
VERRE I 22 5t e A, BV S AR BV RD5-3 1] F/EFRMEMI 28 % 55 (0 pg/mL) .
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200 pL 300l 300 plL 300ul 300 L 300 pL

r‘l = Ve Ve W YWan YW \
50 pL Std.

_ f g

r ’ h | &
STANDARD L J

78 @ @ @9 @ @

3000 pg/mL 300 pg/mL 100 pg/mL 50 pg/mL 25pg/mL  125pg/mL 6.25pg/mL 3.13 pg/mL

D. HAR/MER

® CYRGEEAE RN, R

® Ny VRN Ys, BCHIA FIVREEARAE A BRSNS B ek Sk
AN RIS 20 7050 P AS [ FRO RS Y 5

® RUSI Bl TE B _EAF

® REUUMEEMY, I BRI n] ORAESS SR HERA

® TMBJEMIEMRAE EARATN NI, G ORAE: ARG, TMBIEYRE th otz
JRAN[RIR P AR B €5

® 2k BRI L[] TMB RV BRI — B0 I AEBUR , FLA BT i AR 3
HILAA SR, MRBIILABARIES], HERE

33



VIl #RIEPE

EREER A BHNEARE T EE, BWTA SEBRE A AR AR A AT .
EB: MIRT S ERENIL-6. &R AT E LURY 7@ A5 5

1.
2.

3.
4

10.

11.

IR LR, R T R BT AR v i 5
MDA 5 R P A AR T B A LA, AR BOBRSR T IR SR AR Y, BB 1

AL AN 100 uL G I RD1W.

O3 THe AN IR Aol i R SIZBRE AR I AE RZFL A, L1100 plo A AR At 43 I R AL,
ZiR500 £ 50 rpm/KFIRG B E 2/ . BB T —5k96 LR R, B Tl
A it RIS AR AR P A7 B

W AR PR A 2, A PRI 22 B AR 38 5 E SR ARML AR » AR FLINSRI400 pL,
SRIGHEAR N VR TO 25 o B HRAESIR, JLPk4R. RRIRVEAR I B0 225k B v Tk 24 B
FEBIUFRISISE R R — KPR I, EH RN FTE BRI T B0k AR R B, 7
IKARIAT BT A Bk BR WA

FERFAALA I 200 uLBEbRAS BTk . FH SR 3 ) 7L, =500 £ 50 rpmzk
YR I E 2/ ;

RS0 AR B 1 s

TERAFLI 200 pL TMBIRVAEW, ZRFHF 30040 HEREDE;
FERFAMMILIING0 L 1B, BRI, R RIR A 8205

TN LTRSS 1053 80, F BRI 450 nm IS FE(E, #5540 nmak570 nm
VE AR IER K o I B KA IEATTH], LL450 nmti 5 2540 nmEZ570 nmiffis3.
X E bR AR e B . Y A IE I B E450 nmAk AT 113 EnT Bk
S i HE N e

TWHEER: W8Pl IR S I R LR EBCEAME, SR 5% Eha i i 0D
i (0.D. , EHTHNHENSEZE (4-PL) il &aldirtihs. 5—8
RIFiESR, BI  filyflh AR FR v i AT RO AR Sl 1 fR R B R b T A v il 28,
FraE I B Rl i A e . EdE vT DU 22 )N IL-694 2 (150 255 O.D . ¥ Xt
HORLEVEAL, I B AERLA 2T LUR I B 5ok i e « %R K 7= A4 R B E A KR
TOEVE/E PR

UNSRRE SRR RE, MRS vHE 28 S5 ) R P 0 2T LA R 5 4
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