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. BACKGROUND

S100A8 (also known as MRP8, Calgranulin A, and CP-10) and S100A9 (also known
as MRP14 and Calgranulin B) are pro-inflammatory members of the S100 family of
secreted calcium binding proteins (1, 2). The 10 kDa human S100A8 and 14 kDa
S100A9 each contain two EF-hand calcium binding motifs. Human S100A8 shares
57% and 61% amino acid (aa) sequence identity with mouse and rat S100AS8,
respectively. Human S100A9 shares 57% and 62% amino acid sequence identity with
mouse and rat S100A9, respectively (3, 4). In the presence of calcium or zinc,
S100A8 and S100A9 can associate into disulfide-linked homodimers and 34-35 kDa
heterodimers known as S100A8/S100A9 Heterodimer or Calprotectin (5-8).

S100A8 and S100A9 are upregulated in neutrophils, monocytes, Schwann cells, and
keratinocytes at sites of inflammation (9-15). The S100A8/S100A9 Heterodimer is
elevated in rheumatoid arthritis synovial fluid and in the serum of cardiovascular
disease, atopic dermatitis, and psoriatic arthritis patients (1, 11, 15-17). Its levels
correlate with body adiposity and leukocyte count (18). S100A8/S100A9 Heterodimer
exerts its effects through the receptors RAGE and TLR4 (13, 19). The heterodimer
promotes neutrophil infiltration into sites of inflammation and inflammatory cytokine
production by monocytes (6, 10, 11, 14, 20). It promotes bone spur formation in
osteoarthritis (21), upregulation of Complement Component C3 (20), astrocyte
proliferation (19), and the suppression of tumor growth by promoting the influx and
activation of NK cells (12, 13). The S100A8/S100A9 Heterodimer additionally binds to
fatty acids such as arachidonic acid (9), and it sequesters manganese, thereby

restricting the growth of Mn-dependent bacteria (22).



I. OVERVIEW
A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human S100A8/S100A9 Heterodimer has been pre-coated onto
a microplate. Standards and samples are pipetted into the wells and any human
S100A8/S100A9 Heterodimer present is bound by the immobilized antibody. After
washing away any unbound substances, an enzyme-linked antibody specific for
human S100A8/S100A9 Heterodimer 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
S100A8/S100A9 Heterodimer 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 supernates, tissue lysates, human serum,
human plasma, human saliva, human urine, human milk, and human fecal
extract.

+ 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.

+ |If samples generate values higher than the highest standard, dilute the samples
with Calibrator Diluent RD5-10 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 1 2 3
Mean (ng/mL) 5.64 121 253 6.09 12.6 24.6
Standard Deviation 0.155 0.370 1.14 0.352 0.606 | 0.792
CV% 2.7 3.1 4.5 5.8 4.8 3.2

B. RECOVERY

The recovery of human S100A8/S100A9 Heterodimer spiked to levels throughout the

range of the assay in various matrices was evaluated.

Average %

Sample Type Range (%)
Recovery
Cell culture media (n=4) 85 79-96
Lysis buffer* (n=3) 94 80-104
Human Urine* (n=4) 100 91-113
Human Milk* (n=4) 96 83-103

*Samples were diluted prior to assay.

C. SENSITIVITY

Twenty-one assays were evaluated and the minimum detectable dose (MDD) of
human S100A8/S100A9 Heterodimer ranged from 0.005-0.215 ng/mL. The mean

MDD was 0.086 ng/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 E. coli-expressed
recombinant human S100A8/S100A9 Heterodimer produced at R&D Systems.

E. LINEARITY

To assess the linearity of the assay, different samples were containing or spiked with
high concentrations of human S100A8/S100A9 Heterodimer and diluted with
Calibrator Diluent RD5-10 to produce samples with values within the dynamic range

of the assay.

Human Human

Cell culture| Lysis H
uman EDTA | Heparin
Dilution supernates*| buffer Serum*
plasma* | plasma*
(n=4) (n=3) (n=4)
(n=4) (n=4)
Average % of
104 107 104 106 104

1:2 Expected

Range (%) 100-112 99-119 99-109 102-109 | 101-109

Average % of
104 110 110 111 110
14 Expected

Range (%) 99-112 100-120 106-116 102-115 99-119

Average % of
103 112 111 111 116

1-8 Expected

Range (%) 101-105 105-121 107-118 100-117 | 101-124

Average % of
99 114 113 104 115
1:16 Expected

Range (%) 95-104 103-125 106-116 101-109 | 101-124




Human Saliva*} Human Human Milk* |Human Fecal
Dilution
(n=4) Urine* (n=4) (n=4) extract* (n=3)
Average % of
103 102 103 103
1:2 Expected
Range (%) 100-107 101-105 101-107 96-112
Average % of
105 104 104 103
1:4 Expected
Range (%) 102-115 101-109 99-108 94-113
Average % of
105 105 102 105
1:8 Expected
Range (%) 101-115 97-118 99-105 94-111
Average % of
101 102 100 88
1:16 EXpeCted
Range (%) 92-112 87-118 90-105 86-90

* Samples were diluted prior to assay.

F. SAMPLE VALUES

Human Serum/Plasma/Saliva/Urine/Milk - Samples from apparently healthy

volunteers were evaluated for the presence of human S100A8/S100A9 Heterodimer

in this assay. No medical histories were available for the donors used in this study.

Range Standard Deviation
Sample Type Mean (ng/mL)
(ng/mL) (ng/mL)
Human Serum (n=72) 2015 481-6540 1219
Human EDTA plasma
473 127-1395 295
(n=40)
Human Heparin plasma
830 298-1640 314
(n=40)
Human Saliva (n=10) 7271 2137-18,960 5336




Human Urine (n=10) 102 0.858-359 99.7

Human Milk (n=10) 1308 34.0-5720 1876

Cell Culture Supernates:

Human peripheral blood leukocytes (PBL; 1x108) were cultured in RPMI 1640 and
supplemented with 10% fetal bovine serum. Cells were cultured unstimulated or
stimulated with 10 ug/mL PHA for 1 or 5 days. Aliquots of the cell culture supernates

were removed and assayed for levels of human S100A8/S100A9 Heterodimer.

Condition Day 1 (ng/mL) Day 5 (ng/mL)
Unstimulated 399 575
Stimulated 588 1091

THP-1 human acute monocytic leukemia cells were cultured in RPMI 1640
supplemented with 10% fetal bovine serum and 2 mM L-glutamine. Cells were
cultured unstimulated or stimulated with 200 nM PMA until confluent. An aliquot of the
cell culture supernate was removed, assayed for human S100A8/S100A9

Heterodimer, and measured 11.6 ng/mL and 38.0 ng/mL, respectively.

Tissue Lysates - Human colon tissue samples were prepared in RIPA buffer with
protease inhibitors. The working buffer was kept on ice and used within 1 day.
Aliquots of the tissue lysates were removed and assayed for human S100A8/S100A9

Heterodimer.

Sample Type (ng/mL)
Human colon, normal 14,700
Human colon, cancer 11,215

Human Fecal Extracts - Three human fecal samples were extracted by adding 5 mL
extraction buffer (0.1 M Tris, 0.015 M NaCl, 1.0 M Urea, 1.0 mM CaClz, 0.1 M Citric
Acid Monohydrate, 5 mg/mL BSA, and 0.25% Gentamycin Sulfate at pH 8.0) into 100
mg sample. Samples were vortexed for 10 minutes and filtered through a 0.2 pm filter.
Samples were assayed for human S100A8/S100A9 Heterodimer and measured 81.2
ng/mL, 8.71 ng/mL, and 1175 ng/mL.




G. SPECIFICITY

This assay recognizes natural and recombinant human S100A8/S100A9

Heterodimer.

The factors listed below were prepared at 500 ng/mL in Calibrator Diluent RD5-10 and
assayed for cross-reactivity. Preparations of the following factors at 500 ng/mL in a
mid-range recombinant human S100A8/S100A9 Heterodimer control were assayed

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

Recombinant human: Recombinant mouse:

RAGE S100A8

S100A1 S100A9

S100A2 S100A8/S100A9 Heterodimer

S100A4

S100A6

S100A7

S100A8

S100A9

S100A10

S100A11

S100A13

S100A16

S100B

S100P

TLR-4

TLR-4/MD-2 Complex
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Human serum and conditioned media were analyzed by Western blot and Valukine
ELISA. THP-1 human acute monocytic leukemia cells were left unstimulated or
treated with PMA for 24 hours prior to harvest, and HepG2 human hepatocellular
carcinoma cells were left unstimulated. For the Western blot, serum was diluted 1:100,
while conditioned medias were run neat. Samples were resolved under reducing
SDS-PAGE conditions, transferred to PVDF membrane, and immunoblotted with
sheep anti-human S100A8 (R&D Systems, Catalog # AF4570). The Western blot

shows a direct correlation with the ELISA value for these samples.



IV. EXPERIMENT

EXAMPLE STANDARD

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

(ng/mL) 0.D. Average Corrected
0 0.004 0.005 —
L 0.005
0.625 0.044 0.045 0.040
0.045
2 1:25 0.087 0.089 0.084
- 0.091
a 2.5 0.173 0.175 0.170
T 0.176
'g. 01 5 0.355 0.356 0.351
0.357
10 0.698 0.709 0.704
0.720
0.01 : : 20 1.381 1.408 1.403
0.1 1 10 100 1.434
Human S100A8/5100A9 Heterodimer Concentration (ng/mL) 40 %232 2642 2637
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V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
96 well polystyrene microplate (12 strips of 8
Human S100A8/S100A9
wells) coated with an antibody against human | 1 plate
Heterodimer Microplate
S100A8/S100A9 Heterodimer
Solution of antibody against human
Human S100A8/S100A9
S100A8/S100A9 Heterodimer conjugated to 1 vial
Heterodimer Conjugate
horseradish peroxidase
Recombinant human S100A8/S100A9
Human S100A8/S100A9| Heterodimer in a buffered protein base; 2 vial
vials
Heterodimer Standard | lyophilized. Refer to the vial label for
reconstitution volume
Assay Diluent RD1-34 | A buffered protein base 1 vial
Calibrator Diluent A buffered protein base used to dilute standard 3 vial
vials
RD5-10 and samples
Wash Buffer Concentrate| A 25x concentrated solution of buffered 1 vial
via
(25%) surfactant
TMB ELISA Substrate Solution/TMB Substrate
TMB Substrate 2 vials
Solution
Stop Solution 2 N sulfuric acid 1 vial
Plate Sealers Adhesive strip 3 strips

11




B. STORAGE

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

Wash Buffer (1x)

Stop Solution

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

TMB Substrate

Discard after use. Use a new standard for

Standard
Opened/ each assay.
Reconstituted
Reagents Assay Diluent RD1-34| May be stored for up to 1 month at 2-8 °C.*

Calibrator Diluent

May be stored for up to 1 month at 2-8 °C.*
RD5-10

Return unused wells to the foil pouch

containing the desiccant pack, reseal along
Microplate Wells
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.

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 shaker (0.12” orbit) capable of maintaining a speed of 50050
rem.

+ Test tubes for dilution of standards and samples.

12



SUPPLIES REQUIRED FOR TISSUE LYSATE SAMPLES

RIPA buffer with protease inhibitors
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 eye, hand, face,
and clothing protection when using this material.

Human S100A8/S100A9 Heterodimer is detectable in human saliva. Take
precautionary measures to prevent contamination of kit reagents while running
this assay.

13



VI. PREPARATION

A. SAMPLE COLLECTION AND STORAGE

The sample collection and storage conditions listed below are intended as
general guidelines. Sample stability has not been evaluated.

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 RD5-10.

Tissue Lysates - Tissue samples were lysed prior to assay as described in the
Sample Values section. Samples may require dilution with Calibrator Diluent RD5-10.

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 RD5-10.

Plasma - Collect plasma using heparin or EDTA 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 RD5-10.

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

Saliva - Collect saliva in a tube and centrifuge for 5 minutes at 10,000 x g. Collect the
aqueous layer, assay immediately or aliquot and store samples at < -20 °C. Avoid
repeated freeze-thaw cycles. Samples may require dilution with Calibrator Diluent
RD5-10.

Urine - Aseptically collect the first urine of the day (mid-stream), voided directly into a
sterile container. Centrifuge to remove particulate matter, assay immediately or
aliquot and store at < -20 °C. Avoid repeated freeze-thaw cycles. Samples may
require dilution with Calibrator Diluent RD5-10.

Human Milk - Centrifuge for 15 minutes at 1000 x g at 2-8 °C. Collect the aqueous
fraction and repeat this process a total of 3 times. Assay immediately or aliquot and
store samples at < -20 °C. Avoid repeated freeze-thaw cycles. Samples may require
dilution with Calibrator Diluent RD5-10.

Fecal Extract - Fecal samples were prepared prior to assay as described in the
Sample Values section. Samples may require dilution with Calibrator Diluent RD5-10.

B. SAMPLE PREPARATION

Human serum samples recommend a 200-fold dilution due to high endogenous levels.
A suggested 200-fold dilution can be achieved by adding 20 pL of sample to 180 pL of
Calibrator Diluent RD5-10. Complete the 200-fold dilution by adding 10 pL of the

14



diluted sample to 190 pL Calibrator Diluent RD5-10. Optimal dilutions should be
determined by the end user.

Human plasma samples recommend a 100-fold dilution due to high endogenous
levels. A suggested 100-fold dilution is 10 uL of sample + 990 L of Calibrator Diluent
RD5-10. Optimal dilutions should be determined by the end user.

Human saliva samples recommend a 500-fold dilution due to high endogenous levels.
A suggested 500-fold dilution can be achieved by adding 10 pL of sample to 490 pL of
Calibrator Diluent RD5-10. Complete the 500-fold dilution by adding 20 pL of the
diluted sample to 180 pL Calibrator Diluent RD5-10. Optimal dilutions should be
determined by the end user.

Human milk samples recommend at least a 10-fold dilution due to high endogenous
levels. A suggested 10-fold dilution is 20 uL of sample + 180 uL of Calibrator Diluent
RD5-10. Optimal dilutions should be determined by the end user.

For tissue lysate and human fecal extract samples, quantitation of sample protein
concentration using a total protein assay is recommended. The suggested range for
total tissue lysate protein added is 1-5 ug/well. The suggested range for total fecal
extract protein added is 5-50 ug/well. Optimal dilutions should be determined by the
end user.

C. REAGENT PREPARATION

Bring all reagents to room temperature before use.

Note: Human S100A8/S100A9 Heterodimer are found in human saliva. It is
recommended that a face mask and gloves be used 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 (1x).

Human S100A8/S100A9 Heterodimer Standard - Refer to the vial label for the
reconstitution volume*. Reconstitute the Human S100A8/S100A9 Heterodimer
Standard with Calibrator Diluent RD5-10. This reconstitution produces a stock
solution of 40 ng/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 250 uL of Calibrator Diluent RD5-10 into each tube. Use the stock solution to
produce a dilution series (below). Mix each tube thoroughly before the next transfer.
The undiluted Human S100A8/S100A9 Heterodimer Standard (40 ng/mL) serves as
the high standard. Calibrator Diluent RD5-10 serves as the zero standard (0 ng/mL).

15



250l 250 L 250l 250 L 250 plL

250 pL Std.
Ee==—=og
B : —
* . . ' J
40 ng/mL 20ng/mL 10 ng/mL 5ng/mL  25ng/mL 1.25ng/mL 0.625ng/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.

16



VII.LASSAY PROCEDURE

Bring all other reagents and samples to room temperature before use. It is
recommended that all standards and samples be assayed in duplicate.

Note: Human S100A8/S100A9 Heterodimer is found in human saliva. It is
recommended that a face mask and gloves be used to protect kit reagents from
contamination.

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 50 pL of Assay Diluent RD1-34 to each well.

Add 50 pL of standard and prepared sample per well. Cover with the adhesive
strip provided. Incubate for 2 hours at room temperature on a horizontal
orbital 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 pyL of Human S100A8/S100A9 Heterodimer Conjugate to each well.
Cover with a new adhesive strip. Incubate for 2 hours at room temperature on
a horizontal orbital shaker (0.12” orbit) set at 500+50 rpm.

Repeat the aspiration/wash as in step 5.

Add 200 pL 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.

CALCULATION OF RESULTS

Average the duplicate readings for each standard and sample and subtract the
average zero standard optical density (O.D.).

17



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 S100A8/S100A9 Heterodimer 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.

18
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) S100A8/S100A9 5 ik &Tt s (1, 11, 15-17) o HKF5 G RARI & &M
FNREEASS (18) . S100A8/S100A9 7 R {Ai#iL 2k RAGE fl TLR4 K%/
(13,19 o F IR AT HE R MR N IS N RREFBAL,  HAE 1k ALY = 2E 2 R4
HEE T (6, 10, 11, 14, 20) o ERARBEE LT R E R (21) .« _Ei%ME C3 (20D,
B IR BRI 5SS (19) , FEiE I3t NK 20 30 NS0 i g i A K (12,
13) . B4, S100A8/S100A9 S —FAKEAe 5T AL A VUG IR & (9) , FFRE
AR, MMBR SRR A K (22) .
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. #id
A, i R

ARSI R LA I L ELISAE . 51 AS100A8/S100A9 Heterodimerdt A 4 T4k
FLBR b, B St ARV i o 59 L S 100A8/S100A9 Heterodimer: 5[ i 7EA_EIHT A4 £,
W B I B e 25 s INIAR S8 A0 B 1 (K 51\ S 100A8/S 100A9 Heterodimerf 47t
PHATIEE o Vel ZERARG A HNAFG, IATMBIEYRAHR (REFD o HRE 545
& HARE ARIEL: IAZERG: IR SO OB .

B. #/ER

o DERIBHER, AT TAIMSHT

o ZRHIRIEN TR IR BT ASUREY) . NI . NS NMER . AN PRI
NFURN SEAE SEIRA o

o HERGIEARBOHA ]

o ANFERAG & LA AL S0 & r 4 s AN RETR A

¢ FEAREA KT IME AR A e, SRR A AR HE i BB RRDS- 1078 I 3 A

JE o

o RIS RIS, WA A R BRES A L
WA NI T R IRLE L Bl RO 4

24



. {3
A. BHE

R AREFARE (IR N A (R L TR RSB 2D

ORI EER =AM, FE R — MR 23 A 200, DA 8 B A R 1l 22
WRIEDRETREE R [F B TR A 1 )

CAMKRFEI =ANREAS, FEANRIARA] 23 A 207, DA & B TA) RS Hff 22

R RS WIS
FEA 1 2 3 1 2 3
FHME (ng/mL) 5.64 12.1 25.3 6.09 12.6 24.6
b2z 0.155 | 0.370 114 | 0352 | 0.606 | 0.792
CV% 2.7 3.1 45 5.8 4.8 3.2
B. [Hjgt=x

AR REA A 45 ARG Y Bl Y AS [R] ZKSF 9 A S100A8/S100A9 Heterodimer, il 2 JH: [7]
g

i ¥ it FEIERER (%) HEE (%)
R (n=4) 85 79-96
ZER (n=3) 94 80-104
NIRH* (n=4) 100 91-113
AFL* (n=4) 96 83-103
I 5E WA il o
C. REE

YA 21 YGRE, A S100A8/S100A9 Heterodimer [ /Nl kil 71 & (MDD) JEHE A
0.005-0.215 ng/mL, “¥¥j MDD >4 0.086 ng/mL.

MDD & AR ¥ 20 4~ 5K (1 Z AR b FL IR B2 AR R B 0 9 A5 br v 22 1F 515 2 1A
X iR
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D. RIE

1% 45 % M 5 4 AR&D SystemsE 7= i i 46 i (1 E. colizk 15 1) . 25 \. S100A8/S100A9
Heterodimeri% 1E .

E. &%

ANEIRIREA 5 A BB N = 1 A S100A8/S100A9 Heterodimer, 4 J& FH A v i i
T RD5-10K A A FRoRE BRI Bl A, s HL 2k

B RE| R | AMFE* | ANEDTAILR* | AR
REAE A
(n=4) (n=3) | (n=4) (n=4) (n=4)
A IRHE
104 107 | 104 106 104
1:2 (%)
VS (%) 100-112 | 99-119 | 99-109 | 102-109 | 101-109
FHMEAHE
104 110 | 110 111 110
1:4 (%)
VS (%) 99-112 | 100-120 | 106-116| 102-115 | 99-119
A IRHE
103 112 | 111 111 116
1:8 (%)
Vi (%) 101-105 | 105-121 | 107-118|  100-117 | 101-124
A AHE
99 114 | 113 104 115
1:16 (%)
VEHE (%) 95-104 | 103-125[106-116 | 101-109 | 101-124
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AR MBS (e N (= | MR
(n=4) (n=3)
CEIENRHE (%) 103 102 103 103
" LR (%) 100-107 101-105 | 101-107 96-112
EREIRHE (%) 105 104 104 103
e TLHE (%) 102-115 101-109 | 99-108 94-113
CEIENRHE (%) 105 105 102 105
" LR (%) 101-115 97-118 99-105 94-111
EREIRHE (%) 101 102 100 88
i TLH (%) 92-112 87-118 90-105 86-90
W0 5E M RERE i o
F. FEATE

NILTE /M3 /e / PR/ - AEAS IR TG b PG 1 ok AR T RS R A R 5 A7

7E A\ S100A8/S100A9 Heterodimer. A<Hff 7t g FH (AR B 96 52

EME i W EE
FEARAY
(ng/mL) (ng/mL) (ng/mL)
NIfiE (n=72) 2015 481-6540 1219
ANEDTAILY (n=40) 473 127-1395 295
NHFEIMHE (n=40) 830 298-1640 314
ANMEA (n=10) 7271 2137-18,960 5336
NIR# (n=10) 102 0.858-359 99.7
AFL (n=10) 1308 34.0-5720 1876
SR LiE:

NAME ML A0 (PBL; 1x108) #EFRPMIM164035 723t 3%, FHEIA10% A 2 i .
Y0 M E A i) 8 ER AT 10 ug/mL PHA B #1805 K J5 . B4R M B 97 EdsE w2 A
S100A8/S100A9 Heterodimer(rJik i .
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4 1R (ng/mL) 5% (ng/mL)

AT 399 575

¥ 588 1091

THP-1 N\ S B (1 I8 40 B AE & 10% 6 25 75 F12 mM L-B 2 k% FIRPMI 1640+
Redt. dNPAE R A EH200 nM PMARIEE 72 200 6. IANEs 5 Bisw, Wle A
S100A8/S100A9 Heterodimerf ik 2, 43717911.6 ng/mL#138.0 ng/mL.

HRHBY) - NG5SR S ERIPAZE MR N A B S i £ o TAESR MR R
TEUK b, ARV RN A . BV, D2 AS100A8/S100A9 Heterodimerf#i# f »

&4 ng/mL
N&ilg, 1EH 14,700
N&Ely, JEhE 11,215

NFE[EFREA - 171100 mghf it AL mLEEHE (0.1 M Tris. 0.015M NaCl. 1.0 M
JRZ . 1.0 mM CaClz. 0.1 MFFIEER —/KA& ). 5 mg/mL BSA F10.25%Mi R R K 2,
pH 8.0) SKIZHL = Fh N FE(EAE S B R IRIEIR 510208, FHiEd0.2umERid Jg. Wl
& NS100A8/S100A9 Heterodimerik J&, 45 5°481.2 ng/mL. 8.71 ng/mLA11175 ng/mL.

G. FrRri:

Far i 77 V250 R AR A EL 4H N S100A8/S100A9 Heterodimer.

PLR 1) H 1 R 7 LE A o B AR B IRDS-10 7 BL500 ng/mL e JEE i1l 4%, 134738 e b ik
Mg . LLUR I H B -2 B T 5 46\ S100A8/S100A9 Heterodimer i i i #1 LL500
ng/mLIKIR EEHI 4, FFRET TR E o AW 23 B {2 158 U B T4

28




Recombinant human: Recombinant mouse:

RAGE S100A8

S100A1 S100A9

S100A2 S100A8/S100A9 Heterodimer

S100A4

S100A6

S100A7

S100A8

S100A9

S100A10

S100A11

S100A13

S100A16

S100B

S100P

TLR-4

TLR-4/MD-2 Complex

700 -
600 -
500 A
400 +
300 A
200 A

o 100 1
10— — = | —5100A8/5100A9 — 1

Heterodimer 0 : ; E
HepG2 THP-1 THP-1 Serum
+PMA

HepG2
THP-1
Serum

kDa

150 —

100— | ===

n
1. § | THP-1+PMA

b

ng/mL

25— .

20—

B Western blotf1Valukine ELISAZ:#T A MLis g AE R 7708 . THP-1 N ZhE 5% (A i
93 4 L7 AT R T 24 /0N IR A 52 3] ) 5 e F PMAVKE B, Hep G2 N\ JF 4 o Je 200 it A 52 71 384

TR EBENE, M5 100F8E, (AR 44 8 77 Jk B kAT s ik k. 768 R
SDS-PAGE %14 T 73 BS A i, 7 #2 BIPVDF i I, 3 H 47 F 451 A S100A8 (R&D Systems,
H3% # AF4570) HE4T 5B ENE ., WesternEliZ B/ 5iX S6pE 54 1) ELISA {H EEM %,
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V.

v B 2% S

ZARE I AEAR NS5, BRHRSIR IR N RIARAE 2R

Optical Density

2

0.01

0.1 1 10 100
Human S100A8/5S100A9 Heterodimer Concentration (ng/mL)

30

(ng/mL) 0.D. Average Corrected
0 0.004 0.005 —

0.005

0.625 0.044 0.045 0.040
0.045

1.25 0.087 0.089 0.084
0.091

25 0.173 0.175 0.170
0.176

5 0.355 0.356 0.351
0.357

10 0.698 0.709 0.704
0.720

20 1.381 1.408 1.403
1.434

40 2.587 2.642 2.637
2.696




V. WFIEH RN

A. BEHIEAR

H K iR Fw
Human S100A8/S100A9 45t A S100A8/S100A9 Heterodimerdt ek
Heterodimer Microplate RAI96FL A LM, 8FLx 12%%

Human S100A8/S100A9 figbr Rl Bt A S100A8/S100A9 o
Heterodimer Conjugate Heterodimerfi ik

Human S100A8/S100A9 20 A\ S100A8/S100A9 Heterodimerfy o
Heterodimer Standard m (R, SEMEARE AT =

Assay Diluent RD1-34 ez bk
Calibrator Diluent RD5-10 PRUESFRE, T MRbR i AR | S
Wash Buffer Concentrate (25x) | IRAATEIRZEMR (25%) bk
TMB Substrate TMB ELISAJRYE I/ TMB A TR 2}t
Stop Solution 2SR i
Plate Sealers S 35k
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B. RAFI&MELF
R |
RITHI o gochite, e detron i
VT (10
v 1
2-8°CHitr, HE30K"
S,
TMBJEYE W
EATIF, R — ——
ot v ] P TS 3. 43U A B AR
5 K RD1-34 2-8°Cfitify, m%30K*
AR R T . )
e 2.8°C 7, #% 30
- S AR S TR S, B
L
2.8 °CifF, 2305

M AHE R A RO

C.

LI T B AR AR

AR CAT I 5450 n i 4 I I A A 540 nmER570 nmiiss I35 K AR ISUED
FeTAE RE IR s B — R Sk

AR E B 1K

Vo (B 2 BeA AR 5 BhEe iRl

500 mLEf

KPR 4% (012" HuE) , ##: 500£50 rpm

JH T i e A o IR o5 P 57

HRZ Y S BT R A8

& AR EFRIPAZZE MR

EEEM

RS — Sl S E YRR, PRSI B B, 8RN .

BRI G 2 ORISR, I IS (O AR  F . T SRR B A

MR H AT S I £1)S100A8/S100A9 Heterodime. 73T LI e IE, 175 R B P 1
Jits, B AT SRS G
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A. FERUE R AETF

PUTR B A IR A i - R AU E N — IR RS . RE AR A T MR VA

AIEFE BEWR - B O SRR, ST RN ER RS HEAT RGN, I RE BB AR AES -20°C
PIELRE R, B S E VR . FF S AT RE T 2R AR S A B RD5-1 0% B

HRRRY) - AR T2 “FERTUE” 50 FriR AT 2k . FF 5] RE 75 2 A8
FHBRE 5 5 B RD5-10% B¢

myE - FHMmES =S (SST), ibFEARE =R FELE300 8, SRJG7E1000 x g 5
O JIR BSOS 8. o B ME FF L BB AN, B2 A7 7E< -20 °C. b e B ik
Rl AEATT RS T B PR UE S AR RS RDS- 106 R .

Mm% - {8 AT REREDTAME AHTEGFIN ML SE . 7ERFEE3020 81, L1000 x gft) B0
FIB 01538, ST RIR I 4 358 IR B AR AE< -20 °C. B SRR . RS AT RE T E AR
HE B RD5- 10558 .

VE: FrERMR #0 MR 7 A M A KL F2 I

MEWR - K MEOICE RS, LL10,000 x g 050 . WeE G, 37 RIR I Bk 4 2 -
AF(E<-20°C, W f /R B iR FF AT HE 75 2 AR HE A A6 B RD5-1 0% %%

R - RERIE (FBD , HEHATLHEES . B0 L BRBk Y, 2RI B %55
BAFIES -20 °C. b4 e E VARl A5 AT RE 75 2L bR v S M B RD5S-104 5 .

AFL - 7£2-8°C'F, L1000 x g0 155040, W BiEw, TR RELAIE3R. A
6 BY 73285 FR A AES -20 °C. B BVl F0 ATRE 75 2 bR v WL A6 B RD5-10
FiRE o

R - RN E AT “FESTUE” 5B Fridd 4. FEfh T RERR ZH
P it 6 B RD5-10F7 B

B. PR

NI RE S R T R R, AT 200 (5. AT 200 15 R 73 K 20 pL
FESINNE] 180 pL FrfE SRR RD5-10, FR44 10 pL FARE 5 AL SN 190 pL bRtk
ARV RD5-10 SR 5E 1L 200 fis ke LR R £ 2508 i FH P EAT Hff 7

NI RE S T PIUR K P 5, S UGEEAT 100 AR B2 100 f5 By 2. % 10 L
FESLIINE] 990 pL ARE M BK RD5-10 1. St B30 th L/ B ATHIE .
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ONHERRE S R T YR A e, BGIEAT 500 {5 Rk . EIAI 500 f5 Rk 7 5 K 10 pL
FEAINN 490 pL bR it 3 B RD5-10 SRS . FR4F 20 pL #FE S5 IAEA INAE] 180 pL
PRt FE R RD5-10 9, SERL 500 f5#iRe. SRR R0 B ' AT R AE
NFURES T AU =, B BGHAT 10 5 FiRe . 1 10 fFike )7 2K % 20 pL FEd
N 180 uL bRtk SR Bl RD5-10 1. e EERS BRSSO il P AT E .«

X T 2H R RUR AN SEE SR IUYIRE i, B B 0 v e A DI ot B 1 R P
7 00 B A BB R VR N VG By 1-5 g/ AL HETE IR ST HR B R 18 3 [
N 5-50 pg/fl. e EERREfE N A B AT E

C. MWRIAEE TR

AR AR E T E8E.

VE: HEG A5 ST100A8/S100A9 Heterodimer. # X &/ 11 E I FE LUKy 1772 17
Bl

VR (1%) « IRAEVRSI TR S A 245 i, IR E IR, BIRIRS, fF4 T2,
H20 mLIRGHFEEIR (25%) FHZETR/K B 25 25 7K R B T 1] 500 mL AR FE 1 e i
(1%) &

AS100A8/S100A9 Heterodimerdr#ifi: HIFAFNUE S H S AR2E>, FIbRUE SRR
RD5-10% i A S100A8/S100A9 Heterodimerkbrifi i, 1323 40 ng/mLARE S it &
Bl BEEREED5 0, H AR,

WA B, TSI BOR CFE .

PR E K5 250 pLARAE f M B RDS-10F N AN Hh o A FH A e it i 45 BEVRRA R
T o HERRRERZ R, BENERRIRA . KRR IbRE SR bR i 28 0 5 b S
(40 ng/mL) . FRUESFRBIRRDS-101E AbrE i E A (0 ng/mL)

250puL 250 uL 250pL 2504l 250 pL

A ™ ™ ™

250 pL Std.
===
> —
g ' ' ' m
40 ng/mL 20ng/mL 10 ng/mL 5ng/mL 25ng/mL  1.25ng/mL 0.625ng/mL
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- BRI

SR BT R N, RO G Rk
AT BEGAEXAT Y, BIRRIRE GRS LR ISR E T bk,
SRR 45 0 PR OB

HES 5B P SR BRI

FEVCHE R, T P R P (0 245 SR Y

TMBIEHIHAE FARBIRIN (L, ORI IAHILBUR, 45 (AR ]
PRIEHT S

28 1 AR 18 R TMB IR T _E ARy — 250 AR LU, LB d 52
o AL ST, NERPALABRERIESTE SRS .
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VILERAED IR

FERET, KA HAEHANERRE T ER. BT HTE i MR R BT Z IR .

VE: AR 7775 A ST00A8/S100A9 Heterodimer. 7 X il 17 B /1 F 2 LUKy 1 i 7 &
27T He

1.

2.

3.

10.

11.

PR T, R I TR T B R AT RS A

MNP0 22 2 I I 25 B A R B LR, AR BOBRRAE I B R TS Y, BT L
4N FLH NS0 pLFIR IR RD1-34

3 S AS [ 94 FEE A v i R SR BRRE A I NAH RZFLH, BRFL50 plo AT AR R EH(E s
1L, AKFHREGEE (0.127F58) , #E: 500+50 rpm, ZEBE2/M. LU
BT — k96 FLBAR I, AT FiC bR i AR I REA AR N A B

FE AR AR 25, S TR S 22 BT e AR 48 B B B ARV L AR LN SR 400 pL,
SRIGPRRR A B 25 o B HRAESIR, JLPe4R. BRRBENRIS BN R R iA A
TR B I SEIEE IR . B — IRUAREE A, 1A N T YRR IR T SR AR 15
TEWR K AR BT 5% R A

FEREAS AL A TN 200 pL A S100A8/S100A9 HeterodimerfiEbrks: M4 o I #r ff
BB SN L, KPR 28 (0.12780E) , #3%E. 500150 rpm, FEFEEF2
N

S YR R .

FERAALAINA200 pL TMBIEYIHH, ERWE 3004, HREDL.
FERAALA IS0 pL& I, BB IAILIR, SRR A5 .
IINZ LG 1053 80, A6 BEAR G 52450 nm IR FEAE, 3 5E 540 nmEk570
nmfERRSIER K. WERBE KK IEARTH, BI450 nm itk 2:540 nma570 nm
(L X PRIE AR IE BT AR IR SR b o WA R IR T B3 E450 nmAbEAT 1)
BT A2 o i SR ANV

THE AR

W BEAFRAE S FIRE S 1) 2 AL Y ME, 8502 E AR AE 5T OD1E (0.D.),
WA EYERAEEN S 5025 (4-PL) Ml & ola@trk ik, 55— 8 Rde,
I 2 il y AR AR S RSP IR O S xR B R A bR v B 2, i it [
R B L 2R . dE T s i 22 i) A S100A8/S100A9 Heterodimerifk 5
X5 0.D. IS BOR vk Ak, I HE AL A 28 T LOdE I B A Mok i g . SR
W 7= AR A ORI BRI &

UNSRRE SRS, Wb i 28 S B )R P 0 20 AR 135 5
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