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. BACKGROUND

Interferon-gamma (IFN-y, also known as type Il interferon) is an important
immunoregulatory cytokine that was originally identified through its anti-viral activity
(1). It plays key roles in host defense by exerting antiviral, antiproliferative and
immunoregulatory activities (2-5). On many cell types, IFN-y induces the production of
cytokines and upregulates the expression of various membrane proteins including
class | and Il MHC antigens, Fc receptors, leukocyte adhesion molecules and B7
family antigens. IFN-y is a potent activator of macrophage effector functions. It
potentiates the secretion of immunoglobulins by B cells and directs the synthesis of
IgG. IFN-y also influences T-helper cell phenotype development by inhibiting Th2

differentiation and stimulating Th1 development (2-5).

IFN-y is produced by a number of cell types, including dendritic epidermal/gd T cells
(6), keratinocytes (7), peripheral blood yd T cells (8), mast cells (9), neurons (10),
CD8* T cells (11), macrophages (12), B cells (13), neutrophils (14), NK cells (15),
CD4* T cells (16) and testicular spermatids (17). The production of IFN-y is
upregulated synergistically by IL-12, IL-18, and IL-23 (18-21). Rhesus monkey IFN-y
cDNA encodes a 165 amino acid (aa) residue precursor protein that contains a 20 aa
signal sequence that is cleaved to generate a 145 aa residue mature monkey IFN-y
(22). Rhesus monkey IFN-y is presumably a noncovalent homodimer (3). In the
mature segment, it shares 94%, 88%, 100%, 100%, 98%, and 94% aa sequence
identity with human (23, 24), squirrel monkey (25), pigtailed macaque (22),
cynomolgus monkey (26), sooty mangabey (22), and gorilla (27) IFN-y, respectively.
By contrast, mature human IFN-y shares 94%, 90%, 94%, 94%, 93%, and 100% aa
sequence identity with rhesus monkey (22), squirrel monkey (25), pigtailed macaque
(22), cynomolgus monkey (26), sooty mangabey (22), and gorilla (27) IFN-y,

respectively.



Il. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for primate IFN-y has been pre-coated onto a microplate. Standards
and samples are pipetted into the wells and any primate IFN-y present is bound by the
immobilized antibody. After washing away any unbound substances, a biotinylated
detection antibody specific for primate IFN-y is pipetted into the wells. After washing
away any unbound substances, Streptavidin-HRP is pipetted into the wells. Following
a wash to remove any unbound reagent, TMB substrate (Chromogenic agent) is
added to the wells and color develops in proportion to the amount of primate IFN-y
bound in the initial step. The color development is stopped, and the intensity of the

color is measured.
B. LIMITATIONS OF THE PROCEDURE

® FORRESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES.
® This kit is suitable for cell culture supernates and primate serum.

® The kit should not be used beyond the expiration date on the kitlabel.

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

® |f samples generate values higher than the highest standard, dilute the samples

with Calibrator Diluent (1x) and repeat the assay.

® Any variation in operator, pipetting technique, washing technique, incubation time

or temperature, and kit age can cause variation in binding.



lll. ADVANTAGES

A. PRECISION

Intra-assay Precision (Precision within an assay)

Three samples were tested twenty times on one plate to assess intra-assay precision.

Inter-assay Precision (Precision between assays)

Three samples were tested in twenty separate assays to assess inter-assay

precision.
Intra-assay Precision Inter-assay Precision
Sample 1 2 3 1 2 3
Mean (pg/mL) 325 2401 483.3 32.7 242 1 491.7
Standard Deviation 1.2 54 222 1.1 8.8 24.6
CV% 3.5 22 4.6 3.4 3.6 5.0

B. RECOVERY

The recovery of primate IFN-y spiked to different levels throughout the range of the
assay in cell culture media was evaluated. The recovery ranged from 83.1 to 106.2%

with an average of 94.5%.

The recovery of primate IFN-y spiked to different levels throughout the range of the
assay in primate serum was evaluated. The recovery ranged from 82.6 to 101.1%

with an average of 93.2%.

C. SENSITIVITY

The minimum detectable dose (MDD) of primate IFN-y is typically less than 0.52
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 E. coli-expressed

recombinant primate IFN-y produced at R&D Systems.



E. LINEARITY

To assess the linearity of the assay, different samples were containing or spiked with
high concentrations of primate IFN-y 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 97.0 83.9-110.6
1:4 100.2 89.0-113.7
1:8 105.0 87.8-119.7
1:16 99.1 78.3-120.1

F. SAMPLE VALUES

Primate serum - Six primate serum samples were evaluated for the presence of
primate IFN-y in this assay. All samples measured below the lowest standard, 15.6

pg/mL.
G. SPECIFICITY

The following factors were tested in the assay at 50 ng/mL and no cross-reactivity was

identified.

Recombinant Murine IFN-y

Recombinant Canine IFN-y

Recombinant Equine IFN-y

Recombinant Rat IFN-y




IV. EXPERIMENT

EXAMPLE STANDARD

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

generated for each set of samples assayed.

pg/mL OD  Average Corrected

0.023
025 =
0 0.026 0.02
0.097
3 : i
15.6 0.097 0.097 0.072
0.168
313 0.168 0.144
10 0.169
0.310
62.5 0312  0.288
& 0.314
a o 0.573
E
& 3y 5 3
8 12 0.584 0.578  0.554
=
= 1.093
2 0. 250 1.101 1.076
& 1.108
500 Ll 1.926 1.902
- I 1.921
10 100 1000 2.663
Primate IFN-y Concentration (pg/mL) 1000 2.656 2.659 2.635




V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
, 96 well polystyrene microplate (12 strips of 8
Primate IFN-y . . . .
, wells) coated with an antibody against primate 1 plate
Microplate
IFN-y.
, Recombinant primate IFN-y in a buffered base;
Primate IFN-y . , .
lyophilized. Refer to the vial label for 2 vials
Standard .
reconstitution volume.
Primate IFN-y Biotinylated primate IFN-y antibody, lyophilized. 1 vial
Detection Antibody 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.
Reagent Diluent A 10x concentrated buffered protein base used 1 vial
Vi
Concentrate (10x%) to dilute Detection Antibody and HRP.
Streptavidin-HRP A | 200x Streptavidin conjugated to horseradish 1 vial
Vi
(200%) peroxidase.
Wash Buffer A 25x concentrated solution of buffered 1 vial
Concentrate (25x%) surfactant with preservatives.
TMB ELISA Substrate Solution/TMB Substrate ]
TMB Substrate ) 1 vial
Solution.
Stop Solution 2 N sulfuric acid. 1 vial
Plate Sealers Adhesive strip. 3 strips




B. STORAGE

Unopened Kit

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

Streptavidin-HRP
A

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.*
Aliquot and store for up to 1 month at -20 °C
Opened/ Detection Antibody | | g P
Reconstituted in a manual defrost freezer. *
Reagents

Reagent Diluent
Concentrate (10x%)

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

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

Calibrator Diluent
Concentrate (2x%)

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

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

Microplate Wells

Return unused wells to the foil pouch
containing the desiccant pack, reseal along
entire edge of zip-seal. May be stored for up
to 1 month at 2-8 °C.*

* Provided this is within the expiration date of the kit.




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

Some components in this kit contain a preservative which may cause an allergic
skin reaction. Avoid breathing mist.

The Stop Solution provided with this kit is an acid solution. Wear protective gloves,

clothing, eye, and face protection. Wash hands thoroughly after handling.



VI. PREPARATION

A. SAMPLE COLLECTION AND STORAGE

Cell Culture Supernates - Remove particulates by centrifugation and assay
immediately or aliquot and store samples at < -20°C. Avoid repeated freeze-thaw

cycles. Samples may require dilution with Calibrator Diluent (1x).

Serum - Use a serum separator tube (SST) and allow samples to clot for 30 minutes
at room temperature before centrifugation for 15 minutes at 1000 x g. Remove serum
and assay immediately or aliquot and store samples at < -20°C. Avoid repeated

freeze-thaw cycles. Samples may require dilution with Calibrator Diluent (1x).
B. SAMPLE PREPARATION

Cell culture supernates and primate serum samples recommend a 2-fold dilution. A
suggested 2-fold dilution is 100 pyL of sample + 100 pyL of Calibrator Diluent (1x).

Optimal dilutions should be determined by the end user.
C. REAGENT PREPARATION

Note: Bring all reagents to room temperature before use.

Wash Buffer (1x) - If crystals have formed in the concentrate, warm to room
temperature and mix gently until the crystals have completely dissolved. Dilute 20 mL
of Wash Buffer Concentrate (25x) into deionized or distilled water to prepare 500 mL
of Wash Buffer (1x).

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

(1%).

Detection Antibody (1%x) - Centrifuge briefly before opening. Reconstitution
volume refer to vial label to prepare Detection Antibody (100x). Allow the
Detection Antibody to sit for a minimum of 15 minutes with gentle agitation prior to
making dilutions. Aliquot and store if needed. Dilute to Detection Antibody (1x) with

Reagent Diluent (1x). Prepare at least 15 minutes prior to use.

Streptavidin-HRP A (1x) - Centrifuge briefly before opening. Dilute to the working

concentration specified on the vial label using Reagent Diluent (1x).
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Primate IFN-y Standard - Centrifuge briefly before opening. Refer to the vial

label for the reconstitution volume®*. This reconstitution produces a stock solution

of 2000 pg/mL. Allow the standard to sit for a minimum of 15 minutes with gentle

agitation prior to making dilutions.

*If you have any question, please seek help from our Technical Support.

Pipette 300 puL of the appropriate Calibrator Diluent (1x) into each tube. Use the

stock solution to produce a dilution series (below). Mix each tube thoroughly before

the

next transfer. The 1000 pg/mL standard serves as the high standard. The

Calibrator Diluent (1x) serves as the zero standard (0 pg/mL).

300ul 300ul 300ul 300ul 300uL 300uL
= Yan YWan YWan Ve YW

300uL

r » — — ——
. ' ' '
e |
2000pg/mL 1000pg/mL 500pg/mL 250pg/mL 125pg/mL 62.5pg/mL 31.3pg/mL 15.6pg/mL

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.

11



VII.ASSAY PROCEDURE

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

recommended that all samples and standards be assayed in duplicate.

1.
2.

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 and 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 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), 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 pL of the working dilution of Streptavidin-HRP A to each well. Cover the
plate and incubate for 30 minutes at room temperature. Avoid placing the
plate in direct light.

Repeat the aspiration/wash as in step 4.

Add 100 pL of TMB Substrate to each well. Incubate for 20 minutes at room
temperature. Avoid placing the plate in direct light.

Add 50 uL of Stop Solution to each well. Gently tap the plate to ensure thorough
mixing.

Determine the optical density of each well within 10 minutes, using a microplate
reader set to 450 nm. If wavelength correction is available, set to 540 nm or 570
nm. If wavelength correction is not available, subtract readings at 540 nm or 570
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.

12



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 primate IFN-y
concentrations versus the log of the O.D. and the best fit line can be determined
by regression analysis. This procedure will produce an adequate but less precise
fit of the data.

If samples have been diluted, the concentration read from the standard curve
must be multiplied by the dilution factor.

13
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RIS I, 2 H 2k

MRS FHE (%) el (%)
1:2 97.0 83.9-110.6
1:4 100.2 89.0-113.7
1:8 105.0 87.8-119.7
1:16 99.1 78.3-120.1
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G. fRit
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Recombinant Murine IFN-y
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Recombinant Rat IFN-y

21




IV. 24

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

pg/mL OD  Average Corrected

0.023
025 =
0 0.026 0.02
0.097
3 : i
15.6 0.097 0.097 0.072
0.168
313 0.168 0.144
10 0.169
0.310
62.5 0312  0.288
B 0.314
a o 0.573
E
& 3y 5 35
8 12 0.584 0.578  0.554
=
= 1.093
2 0. 250 1.101 1.076
& 1.108
500 Ll 1.926 1.902
- I 1.921
10 100 1000 2.663
Primate IFN-y Concentration (pg/mL) 1000 2.656 2.659 2.635

22



V. A EH LT

A, FHIEH R

H K iR g
Primate IFN-y BT R IFN-yHUA ) 96 FLEEIK LM, 8 1 Yol
Microplate Lx12 %
Primate IFN-y REE IFN-yIrifEd GRTH) , SH S hrisidt

P 2
Standard ITHER
Primate IFN-y HEWIEAHI PR K IFN-yEFUER, % T, & 1 i
Detection Antibody N SR AT I
Calibrator Diluent WRAE IR UE AR (2x) TR bR A S RIAE X

1

Concentrate (2x) NS
Reagent Diluent WE RN RER (10%) F TR BeAs il p A fn 196
Concentrate (10x%) HRP .
Streptavidin-HRP A R
(zoo‘i) 2004 1y 53 A i ) HRP 19
Wash Buffer

AR P (25%) 13
Concentrate (25x) WGBSR iich
TMB Substrate TMB ELISA Y TMB I 19|
Stop Solution 2 bR 13
Plate Sealers R 35k

23




B. AFI &M

ARTFEHRMG | 2-8CHifr: W R O (i

HEE R ER-HRP A

el (10
2-8°Chiffr, % 30 K*

TMB PR
2 b1
sk s 3 i i
PRt
PRAEAR-20CREA, % 30 K*
CATIF, Fke | RSk %%, -20°CH#EfE, W% 30 K~

Bl B VA AR
L 2-8CHTE, % 30 K*

WFAIRRER (10%) SRRV T BT () 1R AR, 2
KT

2-8°CH#fr, % 30 K~

PRSI (250 |0 LR 0 1 b T L
LRINER

B AR BB S TR B0 31 A TR A AR 4%

IR A

*IMFHEAR T B O

C. LWFTFRH R AR

o EERRAC CAJE450 NI K IR IR 2 540 nmEk570 i TE I K IR I fED

o EUREFEINRAS B — Rk

¢ ARKEEETK

o TR OBPRD . ZEIEDEAR 3R SRR

* 500 mLEf

D. HEEHE

o RFIE RN E B R, ARSI R R BUR R, BEGIRN .

o WFIEF WAL RRIEE, R MLTIRE . B T ARIR B .
JEIEMIRETF -

24




VI. SR

A. FERUE RAETT

HREFE DI ORI B0 bR LA INREAR . RE AR JE A A S A, 75 4
— UMY 3E, VAP T< -20°CUKAA N, kS S VRN . AT RE 75 2 F AR e R R
W (1) Fie.

MIBREAR: LIS 3 B (SST) 4 B M3 A MR 2= 30041, SRS 1000 x g
150 %h . WML AR A2 J5 BP0 A6, sl 7r %, < -20°CIeAr . k40 BT
il FEAT]BE TG B AR E AR (1) Rk

B. BEA#EETAE

AN 3750 7R LTS A SO R (1) 20 BE IR IEAT RO, ;100
HLREZ+100 PLERHERFRREIL (10 . S EEFRBE R H BT PR

C. HnT#E# TIE

R A SRR T

BRHHE (1%) « DIKA PR ROVR R T AT 25, BT IEROL S MBS, 2
FRIRAL, (545 TRARIR FERCBIDEAL. FTH 20 mLIKA ST AR K SR 2 3 7K
FRERLHRS00mL TRV FE HOBEHI (1)

AR (1%) ¢ (/1528 T/ KA KRR AR (10
FRIERARE (150 ¢ 15 T/ KSR MK RERLBI AR A R (10
RWHH (100« FHRAFBEL. SERWABIFEERETH, HERNHR

& (100%) . BREBEREZED A5 08, HHAER. WA FESRERT. FHRW
B (1) FBE/PiE (x) , EDFEMRRT 15 2% .

HEBEME-HRP A (1x) : FFHERTEBEN B0 FFIRRR (1%) $4EE 1% - HRP
A (200%) FikER TAEKREE .

REBIFN-yIrE T : FFEERNE L. BT ESRNERERESERGNE, 5
PR EN2000 pg/mLbrife Bl . BRBEE/D1550450, TR .
BN, EE R EA .

[ & R T N N300 pLbRAE SRR (1%) o bRt M BHE S IR T B R VIR, &
R IRA) G PR REI R —% . 1000 pg/mL e 15 bk th 28 5w s, FRifE i B (1%)
Al A ERRAEM F 5 (0 pg/mL) .

25



300ulL 300uL 300uL 300uL 300ulL 300uL
o Yan YWan YWan YW Wra

300ulL

e J BB DT
-

2000pg/mL 1000pg/mL 500pg/mL 250pg/mL 125pg/mL 62.5pg/mL 31.3pg/mL 15.6pg/mL

- BRI

IRE EE R R AW, SRR IR,

N T REGAT GGG, BRI AFIREERR R . BRI F R TR R ek, )
HIASRIRR TS 7359 158 AN 7] RO A% T

RSB A 5 B B _E A

R AN, IR A8 AR T CRAIE S5 R (R 5

TMBJEE AL LT RO TE L, TEBOGIRAF: IMARELEUR , # fJE A AN ]
INEAIDEAREER

LA B AR L[] TMBJE A BRI — 250 IR, FLA BT i iEAe
¥ HELAAESZE, WERIIFLBIERIES, ERMRE.

26



VILZR{EZ B

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

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
53 ARG AN R FE AR i A SIS FEA AR RE LA, A:FL100 plo MRS S8
L, ZRBE2/ME. Ui B 7 — k96 LB, BT Tid SRk i A IR A
KHIBRAGE:  (FEATREMFRE, TEIES WAEAR &5, D

VAR N B 25 5 AT IR 22 0 T8 e AR 2 B e L BE AR - ALY ER400 pL,
RGNV 2 . R IRAESIR, L4k, BIRENUS &R LR AR
W T3 20 SEIR 45 5 . e —IRBEMRCES R, TR BT A TR IR T B AR 1
FEMR K ARIA T B A7 Bk B LA

FERFN AL I 100 pLECHI RO (1% o FSRORSEE RORAL, ZiR5F
B2/ B

I BAD YN

FERFAMRALAN IIA00 pLAf B BRI ZR-HRP A TAEMR . FH BRI S M
1L, ZRBE3I054F, FEREDE;

H R AP PR

FERFAMEALAIIA100 L TMBIERIVE T, ZRFE20580, HEEEDL:
TERAMIFLA IS0 L& b, TERIRALIR, (EBRIR G355
NS 1050 8079, A8 BEAR AN &450 nmityos FEAE, %€ 540 nmEk570
nmAE NS IERAC . WERBKR IEATRT, BA450 nmi 14 2 540 nma570 nm
TR IXFIRGE R AL IE B AR AR b )G 5 R o VA AR IE T B3 42450 nmALHEAT i
TEHOA] BE 2> 5 e BB ANHERA

THEGE R FAE M FRE L AL i (1 ZALBOGE DO ME, S8 IE F AR 350D
6 (O.D.) , AR AENNSEZHE (4-PL) ikl al@irdetiz. 5—
BATT S, I iyl AR AR i R SO AR Sl b R R SR b oA
2, Fimi B R S bl R A 2R . Bl vT DLdE i 2 R K RIFN-y iR BE [0
H5O.D.HIBORE&NEA, I HEIG ErT LOdEd mA kA g « AR
A RASH A RS B I BRI 5

WIRFE S RE, M bR i 22 52 ) VA FE 0 2 e LA RS 5 2

27



VII. =%k

N

Wheelock, E.F. (1965) Science 146:310.

2. Billiau, A. (1996) Adv. Immunol. 62:61.

3. Farrar, M.A. & R.D. Schreiber (1993) Annu. Rev. Immunol. 11:571.
4. Paludan, S.R. (1998) Scand, J. Immunol. 48:459.

5. Boehm, U. et al. (1997) Annu. Rev. Immunol. 15:749.

6. Sugaya, M. et al. (1999) J. Invest. Dermatol. 113:350.

7. Howie, S.E.M. et al. (1996) J. Invest. Dermatol. 106:1218.

8. Battistini, L. et al. (1997) J. Immunol. 159:3723.

9. Gupta, A A.etal. (1996) J. Immunol. 157:2123.

10. Neumann, H. et al. (1997) J. Exp. Med. 186:2023.

11. Hoiden, |. & G. Moller (1996) Scand. J. Immunol. 44:501.

12. Puddu, P. et al. (1997) J. Immunol. 159:3490.

13. Yoshimoto, T. et al. (1997) Proc. Natl. Acad. Sci. USA 94:3948.
14. Yeaman, G.R. et al. (1998) J. Immunol. 160:5145.

15. Asea, A. et al. (1996) Clin. Exp. Immunol. 105:376.

16. Briscoe, D.M. et al. (1997) J. Immunol. 159:3247.

17. Dejuco, N. et al. (1995) Endocrinology 136:4925.

18. Lebel-Binay, S. et al. (2000) Eur. Cytokine Netw. 11:15.

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

20. Trinchieri, G. & F. Gerosa (1996) J. Leukoc. Biol. 59:505.

21. Oppmann, B. et al. (2000) Immunity 13:715.

22. Villinger, F. et al. (1995) J. Immunol. 155:3946.

23. Rinderknecht, E. et al. (1984) J. Biol. Chem. 259:6790.

24. Pan, Y-C.E. et al. (1987) Eur. J. Biochem. 166:145.

25. Heraud, J.M. et al. (2002) Immunogenetics 54:20.

26. Tatsumi, M. & T. Sata (1997) Int. Arch. Allergy Immunol. 114:229.

27. Thakur, A.B. & N.F. Landolfi (1999) Mol. Immunol. 36:1107.
28



96 FLIEAR &

i 96

FUBAR R AT bRt ity S P ALEAR Py 1 7 B

“ ...0..,..

. .......¢

.0......
< 0 OO0 wuwoO-zIT




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

	III.ADVANTAGES
	A.PRECISION
	B.RECOVERY
	C.SENSITIVITY
	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.SAMPLE PREPARATION
	C.REAGENT PREPARATION
	D.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.样本预值
	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.实验所需自备试验器材
	D.注意事项

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

	VII.操作步骤
	VIII.参考文献


