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. BACKGROUND

Interleukin 12 p70 (IL-12), also known as natural killer cell stimulatory factor (NKSF)
or cytotoxic lymphocyte maturation factor (CLMF), is a heterodimeric pleiotropic
cytokine made up of a 40 kDa (p40) subunit and a 35 kDa (p35) subunit (1,2-4).
Human p40 will circulate either as a monomer, homodimer, or in a complex bound to
either p35, forming IL-12, or to p19, forming IL-23 (2-4, 5). Both the homodimeric p40,
and IL-23 can bind to the IL-12 R, serving as nonsignaling antagonists (2, 6, 7).
Alternatively, the p40 homodimer may also bind to RB1, activating microglia and
macrophages (3, 8). The IL-12 p40 subunit is shared by IL-23, another heterodimeric
cytokine that has biological activities similar to, as well as distinct from, IL-12. Cells
known to produce IL-12 include macrophages and dendritic cells (9), monocytes (10),
Langerhans cells (11), neutrophils (12), keratinocytes (13), plasmacytoid dendritic
cells (14), microglia (4), CD8* DC (mouse cells only) (15) and non-germinal center
(CD38CD44*) B cells (human cells only) (2, 16). Functionally, IL-12 has been shown
to both enhance cytotoxic activity and induce interferon gamma (IFN-y) production in
NK cells, T cells and dendritic epidermal T cells (2, 17-19). IL-12 has also been
reported to induce IFN-y production in macrophages (29). IL-12, in conjunction with
the other IL-12 family members IL-23 and IL-27, promotes the development of a CD4*
Th1 immune response (3, 4, 20). In response to infection, IL-27 is released initially,
promoting a ThO to ThO/1 transition. IL-12 production follows, generating Th1 effector
cells. In combination with IL-18, IL-12 creates Th1 memory cells out of effector cells,
and these cells are later activated by IL-23 (3). While mouse IL-12 is active on both

human and mouse cells, human IL-12 is not active on mouse cells.



Il. OVERVIEW
A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human IL-12 p70 has been pre-coated onto a microplate.
Standards and samples are pipetted into the wells and any human IL-12 p70 present
is bound by the immobilized antibody. After washing away any unbound substances,
a biotinylated detection antibody specific for human IL-12 p70 is pipetted into the wells.
After washing away any unbound substances, Streptavidin-HRP is added. 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-12 p70 bound in the initial step. The color development is

stopped, and the intensity of the color is measured.

. 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 kit label.

Do not mix or substitute reagents with those from other lots or sources.

e 6 o o o

If 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) 49.9 256 1333.2 53.4 2829 | 1484.9
Standard Deviation 29 11.6 79.2 4.4 234 135.5
CV% 5.7 4.5 5.9 8.2 8.3 9.1
B. RECOVERY

The recovery of human IL-12 p70 spiked to three levels throughout the range of the
assay in cell culture media was evaluated. The recovery ranged from 116.0 to 119.0%
with an average of 117.6%.

The recovery of human IL-12 p70 spiked to three levels throughout the range of the
assay in human serum was evaluated. The recovery ranged from 97.9 to 105.9% with
an average of 101.3%.

C. SENSITIVITY
The minimum detectable dose (MDD) of human IL-12 p70 is typically less than 0.7
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 Sf 21-expressed
recombinant human IL-12 p70 produced at R&D Systems.



E. LINEARITY

To assess the linearity of the assay, different samples were spiked with high
concentrations of human IL-12 p70 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 91.8 83.8-98.3
1:4 94.6 81.9-104.4
1:8 100.9 86.6-111.7
1:16 106.9 86.3-117.7

F. SAMPLE VALUES

Human serum - Forty samples from apparently healthy volunteers were evaluated for
the presence of human IL-12 p70 in this assay. No medical histories were available
for the donors used in this study. All samples measured less than the lowest human
IL-12 p70 standard, 31.3 pg/mL.

G. SPECIFICITY

This assay recognizes both natural and recombinant human IL-12 p70. The following
factors prepared at 50 ng/mL were assayed and exhibited no cross-reactivity or

interference.
Recombinant human: Recombinant mouse:
IL-12 p35 IL-12 p70
IL-12/IL-23 p40
IL-23




IV. EXPERIMENT
EXAMPLE STANDARD

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

259

pg/mL 0.D. Average | Corrected
2] 0 0.115 0.116 0.116 R
g 1o 313 0.22 0.214 0.217 0.101
2 625 0315 0.296 0.305 0.189
g 1 125 0.496 0498 0497 0.381
S oed 250 0812 0.818 0815 0.699
500 1278 1267 1272 1°156

1000 1893 1385 1889 1773
2000 2468 2439 2453 2.337

T T 1
10 100 1000 10000

Human IL-12 p70 Concentration (pg/mL)



V. KIT COMPONENTS AND STORAGE
A. MATERIALS PROVIDED

Parts Description Size
Human IL-12 p70 96 well polystyrene microplate (12 strips of 8 1 plate
Microplate wells) coated with an antibody against human
IL-12 p70.
Human IL-12 p70 Recombinant human IL-12 p70 in a buffered 2 vials
Standard protein base; lyophilized. Refer to the vial label for
reconstitution volume.
Human IL-12 p70 Biotinylated human IL-12 p70 Antibody, 1 vial
Detection Antibody | lyophilized. Refer to the vial label for reconstitution
volume.
Calibrator Diluent A 2x concentrated buffered diluent used to dilute | 1 vial
Concentrate (2x%) standard and samples.
Streptavidin-HRP B | 40x Streptavidin conjugated to horseradish 1 vial
(40%) peroxidase.
Reagent Diluent A 10x concentrated buffered protein base used to | 1 vial
Concentrate (10x) | dilute Detection Antibody and HRP.
Normal goat serum | Diluted, heat-inactive normal goat serum. 1 vial
Wash Buffer A 25x% concentrated solution of buffered 1 vial
Concentrate (25x%) surfactant.
TMB Substrate TMB ELISA Substrate Solution/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

Normal goat serum

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.*
(ngened/_ Detection Antibody Allquot andlsto;e forf up to 1 *month at-20°C
econstituted in a manual defrost freezer.
Reagents

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

Concentrate (2x) Use and discard diluted Calibrator Diluent
(1%). Prepare fresh for each assay.

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

(1%). 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 Kkit.

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.

¢ Test tubes for dilution of standards.

¢+ 100 mL and 500 mL graduated cylinder.

D. 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.




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).

B. REAGENT PREPARATION
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).

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

Calibrator Diluent (1x) - use deionized or distilled water to prepare Calibrator Diluent
(1x).

Detection Antibody (1x) - Centrifuge briefly before opening. Reconstitution
volume refer to vial label to prepare Detection Antibody (100x). Detection
Antibody to sit for a minimum of 15 minutes with gentle agitation prior to making
dilutions. Aliquot and store if needed. Dilute stock solution in Reagent Diluent (1x)
with 2% heat inactivated normal goat serum (NGS) (200 yL NGS per 10 mL solution)
to Detection Antibody (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 with Reagent Diluent (1x).

Human IL-12 p70 Standard - Centrifuge briefly before opening. Refer to the vial
label for the reconstitution volume*. This reconstitution produces a stock solution
of 4000 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 500 uL of Calibrator Diluent (1%) into each tube. Use the stock solution to
produce a dilution series (below). Mix each tube thoroughly before the next transfer.
The 2000 pg/mL standard serves as the high standard. The Calibrator Diluent (1x)
serves as the zero standard (0 pg/mL).
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4000 pg/mL 2000 pg/mL 1000 pg/mL 500 pg/mL 250 pg/mL 125 pg/mL 62.5 pg/mL 31.3 pg/mL

C. 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.

10



Vi

. ASSAY PROCEDURE

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 uL of Standard and 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 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 Detection Antibody (1x) diluted in Reagent Diluent (1x) with
NGS, to each well. Cover with a new adhesive strip and incubate for 2 hours at

room temperature.
Repeat the aspiration/wash as in step 4.

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

plate and incubate for 20 minutes at room temperature. Protect from light.
Repeat the aspiration/wash as in step 4.

Add 100 pL 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

may be higher and less accurate.

11



12. 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-12 p70
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.

12
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I Bt

AN AR 12 p70 (IL-12), XCFR SR 4N B AR 7 (NKSF) B4 A 25 14 7k 400
ALK T(CLMF), J&—F i1 40 kDa (p40)WF %41 35 kDa (p35) W IEZH A7 R 2L
IR T-(1, 2-4). A p40 AI1ENEAAR, H =B AEE 5 p35 45 & Bk IL-12 505 p19 45
G IL-23 [ E EYTEIR(2-4, 5). [FEJE 4K p40 Al IL-23 7] 5 IL-12R 454, 1F
NAEGE S PN (2,6, 7). 83 p40 Jythml LAGEE 21 RBA, S /)N o 240 A R 0 240
(3, 8). IL-12 p40 WA 5 5 —Fp 7 R E 7 IL-23 L=, 5 IL-12 AL BAF AR
YriEtE. CA AR IL-12 [ 4H 60 B REAE AR SOREM (9). FAXAAR (10). BAkE
DUNTEERL (1) PRI (12). MBUE R (13). KRR SORAEM (14), /b
40 (4). CD8* DC({X /MR 41 ) (15)F1dEA= & H10»(CD38-CD44%) B 4l fid ({L A%
giE) (2, 16). Dhfett IL-12 SRR EEiE e 753 NK 4000, T A0 Fibs SRR
T A2, 17-19) W T &Y (IFN-y) 754 IL12 ol diE v] i BRI ARiAE S IFN-y4:
72 (29)0 1IL-12 5 IL-12 S 5 IL-23 A1 IL-27 SL[A{EHE CD4* Th1 %l [ MK
& (3,4, 20), 1ENIFRERIAIN, IL-27 &R, (2t Tho 2] Tho/1 K545, B
JErEA IL-12, R4 Th RO%gifE. 1IL-12 5 IL-18 B A, A RR 40 =4 Th1 idiz
YA, XY HLRE S AR IL-23 BE (3). AR/ IL-12 X ARUN R AN S, H
N L-12 X6 7N BR A M A v 1
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1. R
A A JRE

ARSI K WA Je 0 ELISA 5. TN IL-12 p70 Fiik s Figli b, £idims, #
AR IE SR N IL-12 p70 2 5 RE /AR BBk &, IS R sk 25 BB
NEFERHHITN IL-12 p70 KMGUABATIEE, Pk ERARESIMIE, TR
i E ALl bR T ) B 5 S5 ALK (Streptavidin-HRP) IS & . BRIk EFR REE S ME &,
A TMB R CREFD o WREGS8 450 EREARIEW; BEREIMANZ LR,
FH BEEARASCIN 2 TR R

B. Al /=R

o DBSRIBHER, AT TSNS B

o G EE ] T A R IR IS A NS REAR

o EEBGHEA B A

o ARG & LA RIS W & R s A RER A 5

o FEAMEA KT AR b 2 (R L, BCREREAS FIARHE SRR (1) AR EB 4G U5

o RS RAAF TR ARG, SRR R ERE. BT,
WA NI T B IRLE ) R 4
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. £
A. ST

AR PREBRE (IR A AN [R) AL a) AR 5D
LR BE R =ANREAS, 7R A — AR 23 Al 20 ¢, DA RE AR RS B2
BRIFDRERARE (AN TR 2 (8] FRRS Hf 2D
ORI EERI =ANREAS, FEANFIRR R 23 i Aenill 20 9, LAR E AR ARG A

WA FEHE WIS
FEA 1 2 3 1 2 3
FH(E (pg/mL) 49.9 256 | 1333.2 | 534 | 2829 | 1484.9
bz 2.9 11.6 79.2 4.4 234 | 1355
CV% 5.7 45 5.9 8.2 8.3 9.1
B. EYtx

TEYN B 5% FRFEAE A B AACITE B WA FE KRN IL-12 p70, i HmeR . [ifieR
JLFEIZE 116.0-119.0%, “F-15 IR AE 117.6%-

16N L3 FEAS FR 35 AN AGINE A AN R ACE RO IL-12 p70, e HEic . iR a H
7£ 97.9-105.9%, “FIEULZELE 101.3%.

C. REE
N IL-12 p70 [HAK T E (MDD) —8/~F 0.7 pg/mL.

MDD &R 4 20 A5 & 1 Z A5 vH b FLA IR ' FE AR 1 ~F S8 5 435 b o 22 1 545 21 i AR
X iR

D. KIE

It ELISA {7 &4 th R&D Systems £ /=1 Sf 21 RKIAR A EEA N IL-12 p70 FHH
P IE

E. ik

AFEFIREA T BN EIREZRIN IL-12 p70, AR5 HIARHER AR (1%) KA R 2k
VS A, D k.
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RS FIMIAME (%) TE (%)
1:2 91.8 83.8-98.3
1:4 94.6 81.9-104.4
1:8 100.9 86.6-111.7
1:16 106.9 86.3-117.7

F. FAfE

NIEREA - ARG 1 40 43k BAEREE & FFEA T IL-12 p70 KI/KF.
IREEREA PR H PEE AT S ARSI T N IL-12 p70 FfibriEdh, 31.3 pg/mL.

G. Rt

I ELISA MERT G K AR K B 40N IL-12 p70 &5 . S £ 50 ng/mL R 41K & 47
T, AR XML

Recombinant human: Recombinant mouse:
IL-12 p35 IL-12 p70

IL-12/IL-23 p40

IL-23

20



IV. s256

PRt h 2252

bR HE 2R S, RS I 20 ) 0 L AR R i 25

Optical density

T T
100 1000

Human IL-12 p70 Concentration (pg/mL)

1
10000

21

pg/mL 0.D. Average | Corrected

0 0.115 0.116 0.116 e
313 0.22 0.214 0.217 0.101
625 0.315 0.296 0.305 0189
125 0496 0.498 0.497 0381
250 0812 0.818 0815 0.699
500 1278 1267 1272 1156
1000 1893 1.885 1.889 1.773
2000 2 468 2439 2.453 2337




V. SIS

A. HAFIEHR
H iR kg

Human IL-12 p70 Microplate BWHHIN IL-12 p70 Frik 96 FLEEAR L | 1 R
MR, 8 fLx12 %

Human IL-12 p70 Standard N IL-12 p70 FrdEdl GRTFHD , ZEH | 200
PRAEFEAT E

Human IL-12 p70 detection EMEALIITIN IL-12 p70 K IFLAAR, % | 190

Antibody THr, SERAREEAT EIF

Calibrator Diluent Concentrate | IRZAMIARHEMFRER (2x) , HT#fAs | 1

(2x) HE S FIRE A

Streptavidin-HRP B (40x) 40x R YA FE R SR A AR 1L I HRP 1

Reagent Diluent Concentrate | IRZFHIAFIFGER (10%) , HTHER | 1H

(10x) MPLAF HRP

Normal goat serum PR I RO 1R 5 1L = 1A 1f

Wash Buffer Concentrate (25x) | iR4i eI (25 x) 1

TMB Substrate TMB ELISA JK¥)¥ I TMB A% 1

Stop Solution 2 S Y1 1f

Plate Sealers R 35K
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B. AN &

gﬁﬁhﬁm 2-89C fifEs LRI A HON P
B ENZR-HRP B
NERk
N \‘/k\: 1)(
YRV (1%) 2-8°C (1, % 30 5
TMB JEYE R
2 11
A 37 ¢
R
EHTTE, R brifEdn-20°CHifiA7, % 30 K*
BE B R | ik G, 20°ChETE, % 30 K*
il
‘ o 2-8°CHiffr, ®% 30 K*
A BT R
Wi (2%) ARV T BT AR 1 b SR BRI, 2 AR
E3
2-8°C 17, % 30 K+
Y i 1) 70 o B ‘
(10%) ARV T B A A B RPN, 2 R
jz‘_f_
W o 42T FEA R IR AN, &
J— 6 S FR (R AR 2% 150101 45 4 F 70 0 45 6 48 7

H; 2-8°C fiifs, m% 30 K*

“WL AR & A RO A

C. LT B ARt
o figha CAlPlE 450 nm RN K AT UACE M 540 nm B 570 nm B IE R K AT I

fE)

o R RIS e — I Sk
o ZRWKEREE 1K

o YRR (WU ZIlIE AR A B E SR
o HTRARAE S IAE
+ 100 mL /% 500 mL &4

D. HEHEM

o GHE PR AP, FTRESHE BRI B N IR o

*

*

B 2B RO BRI, I TS U IR T T R AR AR I B 7
LI F PP AR R FE. REMERRF SR HEIETRET.
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VI. LIRS

A. BB KA

SR LB BRI O BB SEZIRIREA . FEARWCER G4 A IR, 4%
UM R, URAF TS -20°C UKFEN, WES S URRL . FEASTE] RE 2L AR AL S AR
W (1%) Fikk.

MFEREAS: M5 7 B & (SST) s i . A MR = iR BE5E30 781, #R51000 x gL
15708t IRHUMLIE AR Z J BIZIRIN, BiE7rde, < -20°CIefre Mo d b S SRRl
FEAR AT R 5 B AR UE SRR (1% Fike .

B. R:llRT A& TAE

EARERIARFRETER

VR (1%) : MUKFEHHUH RGeS T RE A 4, BT IEWILR: MEER, &
PRIRE], frdh i e ST G B ECHITE IR . 7K 20 mL IRZ4EVEETR (25%) 2818 /K 8k
T B FKFRBEICH] K 500 mL TAEIREE TR (1%)

BARRR (%)« A FHZER/KEL 2 B /K MR e il AR BRI (1% &

FRAE AR (1%) « 3T ZSTR/K B 25 B 1 /K R REIC 11 RSObR v A FRRR VR (1% o
BPLE (1%) . FHRIGERNEO. SERNFARRSERETR, &8N
& (100%) . BREEREED A5 4, HHFAEM. A FEERAT. HHEN T
2% HKIERIIER 22 ME (NGS) (53 10 mL N 200 L NGS) FHRFIFRR (1%)
MR RgviE (%) o Z/TE[ET 15 8PS

HHEFAME-HRP B (1%) : FFHATHEBRN B0 FIKFIFRER (1) 458 KM K -HRP
B (40x) Rk & TARMKREE.

N IL-12 p70 ARvESE: TTaERiERRN O . FTRERNERERIES SR HRE,
7331 4000 pg/mL HIFRiEMBHE . BRER 2D 16 08, KA iEi.

*F SRR, EEHRIKEARZHRF.

FBFRE RN 500 uL bR RS (1%) o Kbk S EHR SR T R R VIR,
RIS MRS G S R —5 . 2000 pg/mL B /EbrvE Hl 2 5 i i, bRvE SRR
(%) A AERREM ZF s (0 pg/mL)
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C.

*

*

S00ML  S00pL 500l 500 pL 500uL 500 uL
= e YWan YWan YWan YW

500 pL Std.

A ARRN
L.

4000 pg/mL 2000 pg/mL 1000 pg/mL 500 pg/mL 250 pg/mL 125 pg/mL 62.5 pg/mL  31.3 pgimL

RN
SR AR LI, UG Ak

N RGAE XI5, OHIRRRERRER . R IR R B E Sk, 5
SIS R 45 50 PR AR ) O

HEI A5 S0 P e R B 0 L

IR TR, TE A PR BB P R IE 2 S M

TMB A A LA BN T, THBCRTE . IIABELBUR, 45 T 75 R
IR FE 0 5

bR BRI LR TMB R AT — 2 AN LS, FLAEE R
i BN, WRVTLNBRRIRS, BEMRE.
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VIl #RIEPER

ERRTERIE BHRAESRE T EE, BUUTE SRR MRS E RN

1. HZIR UL, R TR T AR IR R s

2. TP 2 5 S B S U LA, AR P AR SRS ORISR A48 N, FRE

3. Sy G AN IR BE A e RN SEBGAE A I NAH REALH, BEFL 100 plo FHEPARISE 43 S o
L, FBRWE 2 /B, UL HAREE T Tk 96 FLEBTIRE, AT F FcskARdE s AR
FERMBRNAIE :  FEATTRERR MR, S WHEAHI&H . O

4. RN 2%, A8 TR 22 I3 BEAR AR B B SRR o BEFL NG 400 pL,
SRIEHR BRI E . BEHRAE 3 IR, LB 4 IR FRRBEARUS 80 225k B Ak
DA TR SIS R 5 —IRBEREE A, IR A A WA T Bk A 31
B, TEOKAETBTE T R WA

5. TERAMEFLAIA 100 pL BB AR TE (1x). RSB R4 RN AL, ERIR
B 2 /it

6. EEL 4 DUHIRME;

7. EFANHALAIIA 100 pL MRl 1 EE &R 3 -HRP B LA . F BRI B3 s
1, ZEELEE 20 205

8. EEW 4 BUMIRME,

9. TERAMEFLAIIA 100 pL TMB JEEWR, EHEBE 20 4040 . EEEL;

10. TERAMRFLAINA 50 pL &b, ERIAMILIR, SR RIRA A,

1AL IERE 10 2080 A, 48 FH R AR OGIT & 450 nm IO AE, € 540 nm 2 570
nm ERE IR . WKL IEART A, LA 450 nm 1382 540 nm 5% 570 nm
FIEER . IXFIIRZoRE 2 IR BEbRAR b 2 R o A RS IE 1T ELEEAE 450 nm Abik4T
RIS 0T i 2 B e L SE AR

12. THEE R B bR UE S AR S I Z FUROGE DO A, AR5 E FhaiE i -F34 OD
fd (0.D , MHIHENKMENSEZE (4-PL) IS 0IErEZ. 5—
B2, ]y fil EARASARAE S RO E S x b R B R A bR v
ek, JfidEt B Er S ml R A itk . s v LUE I 21 N IL-12 p70 3R EE )
XS O.DXSHCRENEA, I B ARl A 2] DUBI [ 30 R A E « AR
FEAR R ARAS KR B AR 30 &
UNSRRE SRS, MRy i 28 IS B R B 250 LA 35 5

26



VIIl. 3% 3Ck

1. Schoenhaut, D.S. et al. (1992) J. Immunol. 148:3433.

2. Hamza, T. et al. (2010) Int. J. Mol. Sci. 11:789.

3. Brombacher, F. et al. (2003) Trends Immunol. 24:207.

4. Trinchieri, G. (2003) Nat. Rev. Immunol. 3:133.

5. Gee, K. et al. (2009) Inflamm. Allergy Drug Targets 8:40.

6. Heinzel, F.P. et al. (1997) J. Immunol. 158:4381.

7. Sieve, AN. et al. (2010) Eur. J. Immunol. 40:2236.

8. Jana, M. et al. (2009) Glia 57:1553.

9. Kato, T. et al. (1997) Cell. Immunol. 181:59.

10. Blotta, M.H. et al. (1997) J. Immunol. 158:5589.

11. Kang, K. et al. (1996) J. Immunol. 156:1402.

12. Romani, L. et al. (1997) J. Immunol. 158:5349.

13. Yawalkar, N. et al. (1996) J. Invest. Dermatol. 106:80.

14. Krug, A. et al. (2001) Eur. J. Immunol. 31:3026.

15. Shortman, K. and W. Heath (2010) Immunol. Rev. 234:18.
16. Schultze, J.L. et al. (1999) J. Exp. Med. 189:1.

17. Novelli, F. and J.L. Casanova (2004) Cytokine Growth Factor Rev. 15:367.
18. Sugaya, M. et al. (1999) J. Invest. Dermatol. 113:350.

19. Tominaga, K. et al. (2000) Int. Immunol. 12:151.

20. Collison, L.W. and D. Vignali (2008) Immunol. Rev. 226:248.

27



96 FLIEAR &

H{EH 96 L

AR Pk T Rt i S RE ARTEAR P9 (1o

NGOG 00000
N000 00000

...0....
< 0 OO0 wuwoOTzIT




	I.BACKGROUND
	II.OVERVIEW
	A.PRINCIPLE OF THE ASSAY
	B.LIMITATIONS OF THE PROCEDURE

	III.ADVANTAGES
	A. PRECISION
	B. RECOVERY
	D. CALIBRATION
	E.LINEARITY
	F.SAMPLE VALUES
	G.SPECIFICITY

	IV.EXPERIMENT
	EXAMPLE STANDARD

	V.KIT COMPONENTS AND STORAGE
	A. MATERIALS PROVIDED
	B. STORAGE
	C.OTHER SUPPLIES REQUIRED
	D.PRECAUTION

	VI.PREPARATION
	A.SAMPLE COLLECTION AND STORAGE
	B.REAGENT PREPARATION
	C.TECHNICAL HINTS

	VII.ASSAY PROCEDURE
	VIII.REFERENCES
	I. 背景
	II. 概述
	A. 检测原理
	B. 检测局限

	III. 优势
	A. 精确度
	B. 回收率
	C. 灵敏度
	D.校正
	E.线性
	F.样本值
	G.特异性

	IV. 实验
	标准曲线实例

	V. 试剂盒组成及储存
	A. 试剂盒组成
	B. 试剂盒储存
	C.实验所需自备试剂器材
	D.注意事项

	VI. 实验前准备
	A. 样品收集及储存
	B.检测前准备工作
	C.技术小提示

	VII. 操作步骤
	VIII. 参考文献

