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. BACKGROUND

IL-12, also known as natural killer cell stimulatory factor (NKSF) or cytotoxic
lymphocyte maturation factor (CLMF), is a pleiotropic cytokine produced primarily by
antigen presenting cells (monocytes/macrophages, dendritic cells (DCs) and B
lymphocytes). IL-12 has multiple effects on T lymphocytes and natural killer (NK) cells,
including the ability to stimulate cytotoxicity, proliferation, cytokine production and Th1

subset development (1, 2).

IL-12 is a disulfide-linked, 70 kDa (p70) heterodimeric glycoprotein composed of a 40
kDa (p40) subunit and a 35 kDa (p35) subunit. The p40 and p35 subunits by
themselves do not have IL-12 activity, but the homodimer of p40 has been shown to

bind the IL-12 receptor and is an IL-12 antagonist (3, 4).

The genes for human p40 and p35, found on chromosomes 5 and 3, respectively, are
independently regulated (1, 5). The expression of p35 mRNA has been found to be
nearly ubiquitous, however, p35 subunits have not been detected in culture
supernates of cells expressing only p35 or both p35 and p40 mRNAs (1). In cells
expressing both p35 and p40 mRNAs, p40 mRNA is expressed to a higher level and
free p40 subunits not associated with p35 subunits are secreted together with
heterodimeric IL-12 p70 (6). Most of the free p40 subunits secreted by the various

human cell lines examined have been found to exist as monomers (1).

IL-23 belongs to the same heterodimeric cytokine family as IL-12 and both share the
IL-23/ IL-12 p40 subunit (7). IL-23 also comprises a p19 subunit. Formation of
biologically active IL-23 requires the synthesis of both p19 and p40 subunits within the

same cell and is expressed predominately by activated DCs and phagocytic cells (7).

Like IL-12, IL-23 induces IFN-y secretion from T cells and has been shown to be
involved in Th1-type immune responses against mycobacteria (7). In contrast with
IL-12, IL-23 preferentially stimulates memory rather than naive T cell populations both

in humans and mice (7).



Il. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human IL-12/IL-23 p40 has been pre-coated onto a microplate.
Standards and samples are pipetted into the wells and any human IL-12/IL-23 p40
present is bound by the immobilized antibody. After washing away any unbound
substances, a biotinylated detection antibody specific for human IL-12/IL-23 p40 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 human IL-12/IL-23 p40 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 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.

® |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) 151.6 720.5 | 3825.9 149.8 698.4 3578.1
Standard Deviation 7.2 35.0 135.9 8.3 31.4 252.3
CV% 4.7 4.9 3.6 5.5 4.5 7.1

B. RECOVERY

The recovery of human IL-12/IL-23 p40 spiked to three levels throughout the range of
the assay in cell culture media was evaluated. The recovery ranged from 82.3 to

108.1% with an average of 91.6%.

The recovery of human IL-12/IL-23 p40 spiked to three levels throughout the range of
the assay in human serum was evaluated. The recovery ranged from 76.8 to 103.7%

with an average of 87.6%.

C. SENSITIVITY

The minimum detectable dose (MDD) of human IL-12/IL-23 p40 is typically less than
17.6 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 Sf27-expressed recombinant

human IL-12/IL-23 p40 produced at R&D Systems.
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E. LINEARITY

To assess the linearity of the assay, different samples were containing or spiked with
high concentrations of human IL-12/IL-23 p40 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 96.0 83.0-106.9
1:4 96.9 87.4-112.8
1:8 97.9 86.8-113.2
1:16 99.3 84.5-120.3

F. SAMPLE VALUES

Human serum - Five human serum samples were evaluated for the presence of
human IL-12/IL-23 p40 in this assay. All samples measured less than the lowest

human IL-12/IL-23 p40 standard, 93.75 pg/mL.

G. SPECIFICITY

This assay recognizes both natural and recombinant human IL-12/IL-23 p40. The
following factors prepared at 50 ng/mL were assayed and exhibited no cross-reactivity

or interference.

Recombinant mouse:

IL-12

IL-12/1L-23 p40

A sample containing 5 ng/mL of recombinant human IL-12 p70 reads as 134 pg/mL
(2.7% cross-reactivity).
A sample containing 3.12 ng/mL of recombinant human IL-23 reads as 93 pg/mL

(3.0% cross-reactivity).



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 0.D. Average Corrected

0 0 0.086 -
0.086
104
93.75 e 0.143 0.057
0.144
X 187.5 198 0.200 0.114
£ 0.201
o
= i
o 375 s 0.326 0.240
= 0.320
=
= 750 059t 0.552 0.466
3. 0.550
1500 ‘i 0.896 0.810
0.904
1.397
0.1 e —— ey —— 3000 1.380 1.304
10 100 1000 10000 1.383
Human IL-12/IL-23 p40 Concentration 'mlL
d P (pg/mL) 6000 118822 1.882 1.796




V. KIT COMPONENTS AND STORAGE
A. MATERIALS PROVIDED

Parts Description Size
96 well polystyrene microplate (12 strips of 8
Human IL-12/IL-23
wells) coated with an antibody against human 1 plate
p40 Microplate
IL-12/IL-23 p40.
Recombinant human IL-12/IL-23 p40 in a
Human IL-12/IL-23
buffered protein base; lyophilized. Refer to the 2 vials
p40 Standard
vial label for reconstitution volume.
Human IL-12/IL-23 Biotinylated human IL-12/IL-23 p40 antibody ,
p40 Detection lyophilized. Refer to the vial label for 1 vial
Antibody reconstitution volume.
Calibrator Diluent A 2x concentrated buffered diluent used to dilute 1 vial
via
Concentrate (2x%) standard and samples.
Streptavidin-HRP 40x Streptavidin conjugated to horseradish  vial
via
(40x) peroxidase.
Reagent Diluent A 10x concentrated buffered protein base used 1 vial
via
Concentrate (10x%) to dilute HRP.
Detection Antibody A buffered protein base used to dilute detection 1 vial
via
Diluent (1x) antibody.
Wash Buffer A 25x concentrated solution of buffered 1 vial
via
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.

Opened/
Reconstituted

Reagents

Streptavidin-HRP

Wash Buffer (1x)

TMB Substrate

Stop Solution

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

Standard

Prepare fresh for each assay.

Standards may be stored for up to 1 month at

-20 °C.»

Detection Antibody

Aliquot and store for up to 1 month at -20 °C in

a manual defrost freezer. *

Detection Antibody
Diluent (1x)

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

Reagent Diluent

Concentrate (10x%)

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

Use and discard 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 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.
Test tubes for dilution of standards.

100 mL and 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. 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
(1x).

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

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

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

concentration specified on the vial label using Reagent Diluent (1x).

Human IL-12/IL-23 p40 Standard - Centrifuge briefly before opening. Refer to the
vial label for the reconstitution volume®*. This reconstitution produces a stock
solution of 12000 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.
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Pipette 300 pL of 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 6000 pg/mL standard serves as the high standard. The Calibrator Diluent (1x)

serves as the zero standard (0 pg/mL).

300 pL 300 pL 300l 300 pl 300 pL 300 pl 300 pL

(\ o Ve Yo Wa YW W

——a

T e
l\ An ' ' l

1”CDng mL 6000pg/mL  3000pg/mL 1500pg/mL 750pg/mL ??Fpg mL 1875pg/mL 93.75pg/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.
® |tis recommended that the samples be pipetted within 15 minutes.

® To ensure accurate results, proper adhesion of plate sealers during incubation

steps is necessary.

® TMB Substrate should remain colorless until added to the plate. Keep TMB
Substrate protected from light. TMB Substrate should change from colorless to

gradations of blue.

® Stop Solution should be added to the plate in the same order as the TMB
Substrate. The color developed in the wells will turn from blue to yellow upon
addition of the Stop Solution. Wells that are green in color indicate that the Stop

Solution has not mixed thoroughly with the TMB Substrate.
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VIILASSAY 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.

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 uL of the Detection Antibody (1x) diluted in Detection Antibody 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 to each well. Cover the
plate and incubate for 20 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

12



12.

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.).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/IL-23
p40 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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. Bx

LA 2R 12 (1IL-12) SRR B R 4% 5 4 0 3 B3~ (NIKS ) = 240 i 2 A28 b T2 4 i 8
T(CLMF), J&—FEZ iR L4 (Bkx/ B, # SR A (DC)F B bk L4
M) PR 2 AR T IL-12 X T #kE 4Rl B R R 4E i (NK) A ZFEA,
FERR AR e H5E . AP A Thl SWRER BWIRE (1, 2).

IL-12 J& —A> k&R 70 kDa (p70)5% — k&, i 40 kDa (p40)IEFF1 35 kDa
(p35) WA 2H . p40 FH p35 WA A G AN HA IL-12 B3 tE, A p40 TEE: [ [RIYE — SRk
CHOE RS IL-12 246454, & —F IL-12 BsHUR (3, 4).

A p40 F1 p35 M EER 43 A6 T 5 5 F1 3 FHeafk b, FEpsifiE (1, 5). & RM
p35 MRNA [k J 1P R E Yy, (HZ7ERRKIE p35 WA AR IA p35 Al p40 X
MRNA 25 7% i PRI AN S p35 WWIEAIAFE (1), {ERRFRIE p35 Fil p40 W3
mRNA 4L, pd0 mRNA FiAKFEmE, AL p35 4G 1 E pd0 WL F 5%
A IL-12 p70 JL[RI# 5 (6). AR KR 23 B & N 40 i R 43 WA 1)U B9 p40 7
& UL AR TR AEER) (1),

IL-23 5 IL-12 [A))@ 5 RGN T 0%, HHEA IL-23/IL-12 p40 Wi (7). IL-23 i&
G —A p19 Wk, BHAEYIEMER IL-23 8 2 p19 Al p40 W3 7E [F— 40 il N
B 8 EER KGN DC FIFEA (7).

FEUTF IL-12, IL-23 155 T 4055 14 IFN-y A1 2 553 53 B B 1) Th =28 B 1 G2 S B (7) o
5 IL-12 AR, IL-23 F£ ANEAVNR AR RIECIZ T 4 miA 24hHE T 4o
(7)-
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1. MER

A. R

ARSI R XA I ELISA 5. HTA IL-12/1L-23 p40 Hiid gy TafLi b, B
PRt TN IL-12/1L-23 p40 < 5 EER ERITUAL &, IR e 2, #5E
I FAMIFIN IL1211L-23 p40 KW FUIAHEATIE B, Hedk XRS5 O
TN 87 57 A1 2 AR 0 BRI S L P B (Streptavidin-HRP) i & . Wik 2B R 45 & 1k
AR, DN TMB AR CREHFD o HH 555 4 10 B R FRIE L AL
W FHEEARASCIN E RO E

B. AiijERR

o DUBERIBHER, AR TARSMSN

o R EUE T AR RS IR L R AR A I R AR

o IR EA RO AE

o ANERAFIE LA F 5 A & A AR IR s

o FEARMEE R TARMEM SR B mE, RO A HTARAE A AR (1) Wik f5 S8R U

o RIS RIS, WAL R, BRES A L
WA SN T IRLE Bl RO 4
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. &
A KETE

BRARERARE (IRl A AN R LI RS A D
CARNREE I =AFEA,  FER AR 70 ARSI 20 U0, LUR RE B YRS B L
MR IEETRE AN R IR RS B )
CRIREE M =P, FEA R 20 A0 20 V%, DR 5 BB RS B 2

R P AE R TR AE 6 P
FEA 1 2 3 1 2 3
A (pg/mL) 151.6 | 7205 | 3825.9 | 149.8 | 698.4 | 3578.1
P2 7.2 35.0 135.9 8.3 314 | 2523
CV% 47 4.9 3.6 5.5 45 7.1
B. MY

FEAH RIS FRILREA TR 5 ARG B AN EKCF N IL-12/1L-23 p40, e H mlfeR . [l
KR VG R 7E 82.3-108.1%, P14 R ZAE 91.6%.

TENAMLE BEA R 35 AR IE 9 AS Rl ZKSE N IL-12/1L-23 p40, il
JLEILE 76.8-103.7%, “FIEIHRLE 87.6%.

SESL A, [

C. REEZE

N IL-12/IL-23 p40 A aTillf & (MDD) —M#/NT 17.6 pg/mL.

MDD AR HE 20 A5 51 2R i it FL IR P A A ~F 35080 9 A A v 22 1T B34 B R A
XT LA B o

D. ®IE

It ELISA {7 &4t i R&D Systems “E7=[1) SR1 KA maiE FEAN IL-12/IL-23 p40
AT IE

E. &Mt

ANEHIREA R B BB N EIREEI N IL-12/1L-23 p40, 2R 5 FIFRAE SRR (1%) J4kE
AR TE Yy, I 2 .
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PRAEE SERHRHE (%) HE (%)
1:2 96.0 83.0-106.9
1:4 96.9 87.4-112.8
1:8 97.9 86.8-113.2
1:16 99.3 84.5-120.3
F. FEARTE

NILEREAS - (ARG T 5 40 NIMIEFEA A 1L-12/IL-23 p40 KK, Fraff
A FIR A ST A IL-12/1L-23 p40 HikbraE i, 93.75 pg/mL.
G. frmik

I ELISA 35 AT Rl R AR J B 20N IL-12/IL-23 p40 FE A . LA N FRCHI R 50 ng/mL
{180 3AR FEE SR 5 A W5 381 B I 1R A8 SR S ERTFH

Recombinant mouse:

IL-12

IL-12/IL-23 p40

5 ng/mL BN IL-12/IL-23 p70 FIFEARNE N 134 pg/mL (2.7%H138 M) o
% 3.12 ng/mL 4 A IL-23 FIREAKE N 93 pg/mL (3.0%M138 X))
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IV. 24

A i £ SEA5]
b IR S5, RS0 N2 ) LT B A BR T H 2 o

pagimil 0.D. Average Corrected

0 oo 0.086 -
0.086
104
93.75 i 0.143 0.057
0.144
g 187.5 G158 0.200 0.114
= 0.201
= 0.331
& 375 X 0.326 0.240
= 0.320
o 0.554
= 750 0.552  0.466
g, 0.550
1500 - 0.896 0.810
0.904
1.397
0.1 —————ry — ———— 3000 1.390 1.304
10 100 1000 10000 1.383
Human IL-12/IL-23 p40 Concentration mlL
/] P (pg/mL) 6000 11'222 1.882 1.796
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V. BHEAR AR

A, BRI SRR

H K ik Fg

Human IL-12/IL-23 p40 BTN IL-12/IL-23 p40 Hiikft 96 FLEZE | 1 Bkl

Microplate LIEN, 8 FLx12 4

Human IL-12/IL-23 p40 N IL-12/IL-23 p40 ARdES GHETRD , 5% | 20

Standard TARREHAT EHIF

Human IL-12/IL-23 p40 HEIEAIIHIA IL-12/IL-23 p40 K MiHifs, 1

Detection antibody TR, SHEMARZEHRITER

Calibrator Diluent WAEFRUE SRR (2%) , FHTRBEREARD | 1R

Concentrate (2x) PRk i

Streptavidin-HRP (40x) 40x R4 M BE B 25 A1 F AR 1K 1 HRP 13

Reagent Diluent Concentrate | 4 (FifIM R (10 %) , HTHEE HRP | 1
(10%)

Detection Antibody Diluent FrgTARRR (%), FFRmBEmptE | 18
(1%)

Wash Buffer Concentrate WRAGLEBZM (25 %) (i
(25%)

TMB Substrate TMB ELISA KW RITMB Y TR 1

Stop Solution 2 9 .7 1

Plate Sealers HHRUE 35K
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B. WAF&EMEAF

RIFRHRFE | 2-8°C ik 77: 1 7E A & WOl P £
BRI ZE-HRP
PRI (1)
TV EH 2-8 °C k77, % 30 K+
2% 11
R A FF A 37 S i
- FrifEm-20 °C fitfF, &% 30 K*
SRERHAF | B IHA Sy3E, 220 °C iE1E, % 30 K*
WA TR | 2-8 °C fkfF, W% 30 K+
R (2% ERRVAE T BT () BT R, &
KIMEFR
CRIIEAREN oy e 2-8 °C 477, % 30 K+
(1x)
WHHTR AR | 2-8 °C 7, &% 30 K
(10x) ARV R B 1 R, 24
e
04 AR 4% 4 K FR AR 2% A TR AR 48 7Y, 3
¥f: 2-8 °C fff7, % 30 K*

“IB R A RO A

C. SERFr® B& R
o figha Al 450 nm RN K AT UACE M 540 nm B 570 nm B8 IE K AR I
85>

o EREFEINRAS B — IRk

¢ ERBKEEETK

o TR OB . ZIEIEDEAR 3R SRR

o HRFERERRAE S A

+ 100 mL %% 500 mL &4

D. JEERHEI

o BRSPS AR, RS R I B R, RN o

o WFIE R K I BOR BRI, NS IR . T T R R B Y.
JEEMRBET .
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VI. SR AT

A. FERUE KA

MPRETE EVEWR: BRI B0 s SLZREIREA . FEAIWER JG 5 AN IR, 75 4%
— KA %, A7 T-20 °C UKAA N, B SRR, FEASTT B8 7 2 A AR v i A R v
(1%) ik,

MEREAS . FH I 20 2 8 (SST) 0 B I I FE = iR EAE300 40, #RJ51000 x g 0015
Ayeh . WS FEAS 2 5 BN Z) A TG, Bk o0, -20°CHhEfF4 . B B IR, Ff
A RE TR B ER R (1%) Bk,

B. RIS T

REER A RTRE TR

VR (1%) : MUKFEHHUH MR AR Be T Re A 4, BT IERILR: MEER, &
BIRS), fReh e IR E BIFITR R . "k 20 mL dR45 R 28 1K s 2 B8 1
IKFRBERL 1 A 500 mL TAEWRBE PRI (1) .

AR (1%) AR K B2 B /K M R i iR R (1%
PRAERRRRER (%)« A Z8 TR /K B2 B /K AR BRI 1 bm il i PR BRI (1% o
BE (1) . FRECERNEO. SERWTTERFEERGETH, &Rl
i (100%) . BREREEDA500, (EHADEM . WA T EZ o007 HHRNH
WRRE (1) FRBERIPIE (%), ZAFERH A5 % .
HBEEMER-HRP (1x) : FFHATEBRNE 0. MR (1%) #HEEE R ZH-HRP
(40x) Mk TARKE.

AN IL-12/1L-23 p40 Fr#Ef: TR BTEBRN B O S BT hrifE il S g B i 5 U E v
GRTFRUES, 33K SE N 12000 pg/mL brdE st BER . BIMGERE 2/ 15 7%, i
FaRcay a8

WA, FHEWRIOER IR

FEAFFEE NN 300 pL bk BARBR (1%) o BhnrE S BHR S IR T BRI R SRR,
FHE ARSI G BHBIE T —% . 6000 pg/mL & 1F bRk 2 i v 2, bt SRR
(%) A FERRHAEM ZF 5 (0 pg/mL)
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300 pL 300 pL 300 ul 300 pL 300 pL 300 puL 300 pL

..’._

ua"u"

12000pg/mL 6000pg/mL  3000pg/mL 1500pg/mL 750pg/mL  375pg/mL 1875ngnL 93.75pa/mL

C. BAR/MET

¢ HRGBEFEABRN, KRR

o ONTERAENGY, BRI FEIREE RS BRI R E ek, 5
HIAN TR 73 A FH AN R PRI A% YA

o U BN TSR BRI A

o RREREERY, I BRI R] ORUESS SR HERA

¢ TMB JERE AL ERRATRON T, TEROLIRA: IIARELIRE, TMB VI BCR
H T E00 A R AN [ T 5 1 €

o ZOEWRERRONU B TMB RV I EBONT — 2 AL IERUR, LB HEE
s ALNA G, NEERBLNBIERIES, MR E.
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VILIZRIEZ B

FRRTER A ST ARE T ZR, BUUTE SRR AR & i FUR .

1. %I UL, R AT T AR BRI

2. NCCPT 2 SR 2 S A P U LR, R PR S AR S A8, S 1

3. r KGN [FIVR BE b i AN SRR A NN R FLAR, AEFL 100 plo FH AR I SR
L, ZRBE 2 /M8, WHPRME T —5k 96 FLBARIE, AT A T il sebr A S AR
FEAIIAR P07

4. NGRS, A PO 22 @ T8 e bR 45 5 F Zh e AL TR o B FLINSEER K 400 pL,
SRIEF IR BRI 2 . BEIRAE 3 I, 3k 4 k. FRIRBEBUS BN 2R B iR
B TR0 ie g B o BE —IRBEAREE R, T RAAR P9 BT AR T 30K AR 51 &
TEMR K ARHAT T A 5 B LA

5. FERUALAMA 100 pL Bol ksl iid (%) o HEBREME RN AL, =i
S 2 /T

6. ERELE 4 DUMIRIE;

7. FERAMEALA I 100 pL MRt 1) 8E 85 55 1 2 -HRP AR « FH BRSSOV AL,
FRE\E 20 540, HEREDL;

8. EEL 4 DU

9. TERAMEALAIMA 100 yL TMB JEMVEH, ZRIBE 20 740, EREDE;

10. FEREAN AL I 50 pL 2413, TERAALR, [ BIR & 3950;

11, IINZEWRE 10 2050, 48 FH B AR G & 450 nm (IO BEAE , 32 3E 540 nm B 570
nm VENRIER A . W KA EANTTH, PL 450 nm 113808 % 540 nm 8¢ 570 nm
PSR, X RMRRZoR 2 IE BRI AR 2 b o A RS IE T ELBE7E 450 nm Abik 4T
(R HORT e 2 o sy HL S ANV 5

12 3FBEE R MR hn itk S AR S S AL ERCEIIE, AR5 RE T ARk Y
ODff (O.D.) , fEAHENIKMIENSHIEH (4-PL) H 2l & Ol g br itk th 28
HBARITIER, BT y AR SO S x b R R A R
PRt 2R, om0 sl e LA M 4R . B mT LodE g 2 i N IL-12/1L-23 p40
WX A O.D. TR MEA, I B & 2R mT LUBIE [ A /0 R i e« %
TR 7 A R A (BN RS B A B P
UNSRRE SRR RS, MR Y 2 S )k B 0 2300 LA R 35 4
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