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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,
2). It plays key roles in host defense by exerting antiviral, antiproliferative, and
immunoregulatory activities (3, 4). 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 directs
the synthesis, class switching, and secretion of immunoglobulins by B cells. IFN-y also
influences T-helper cell phenotype development by inhibiting Th2 differentiation and
stimulating Th1 development (3, 4). IFN-y plays a central role in the progression of

inflammatory diseases such as autoimmunity and atherosclerosis (5, 6).

Biologically active IFN-y consists of a noncovalently linked homodimer of 20-25 kDa
variably glycosylated subunits (7). Mature mouse IFN-y shares 86% amino acid (aa)
sequence identity with rat IFN-y and 38-44% aa identity with bovine, canine, cotton rat,
equine, feline, human, porcine, and rhesus IFN-y. IFN-y dimers bind to
transmembrane IFN-y RI (alpha subunits) which then interact with transmembrane
IFN-y RII (beta subunits) to form the functional receptor complex of two a and two
subunits (8, 9). Inclusion of IFN-y RIl in the receptor complex increases the ligand
binding affinity as well as the efficiency of signal transduction (9, 10). Whereas the a-
chain is expressed constitutively on many cell types, the cellular regulation of the [3-

chain correlates with an IFN-y responsive state and is tightly regulated (8).

IFN-y is produced by a number of cell types under inflammatory conditions, including
dendritic epidermal/yd T cells (11), keratinocytes (12), peripheral blood y& T cells (13),
mast cells (14), neurons (15), CD8* T cells (16), macrophages (17), B cells (18),
neutrophils (19), NK cells (20), CD4* T cells (21), and testicular spermatids (22).



I. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for mouse IFN-y has been pre-coated onto a microplate. Standards
and samples are pipetted into the wells and any mouse IFN-y present is bound by the
immobilized antibody. After washing away any unbound substances, an enzyme-linked
antibody specific for mouse IFN-y 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 mouse 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 supernate and mouse 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 appropriate calibrator diluent 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.

CELL CULTURE SUPERNATE ASSAY

Intra-assay Precision Inter-assay Precision

Sample 1 2 3 1 2 3
Mean (pg/mL) 44.8 156 518 43.3 144 509
Standard Deviation 2.2 5.0 14.2 3.6 14.7 48.6
CV% 4.9 3.2 27 8.3 10.2 9.5

SERUM ASSAY

Intra-assay Precision Inter-assay Precision

Sample 1 2 3 1 2 3
Mean (pg/mL) 45.1 143 528 42.8 139 518
Standard Deviation 21 4.4 11.8 3.6 13.6 46.5
CV% 4.7 3.1 2.2 8.4 9.8 9.0

B. RECOVERY

The recovery of mouse IFN-y spiked to three levels throughout the range of the assay

in various matrices was evaluated.

Sample Type Average % Recovery Range%

Cell culture supernates 105 98-115
(n=7)

Serum (n=5) 97 91-106




C. SENSITIVITY

The minimum detectable dose (MDD) of mouse IFN-y is typically less than 2 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 highly purified E. coli-expressed recombinant
mouse IFN-y produced at R&D Systems.

The NIH reference preparation mouse IFN-y Gg02-901-533 which was intended as a
bioassay standard, was evaluated in this kit. Each ampule contains a nominal 1.0 ug
of natural mouse IFN-y and was assigned an arbitrary unitage of 1000 Units/ampule.

NIH Gg02-901-533: 1 Unit of standard = 230 pg of Valukine™ Mouse IFN-y

E. LINEARITY

To assess the linearity of the assay, different samples were containing or spiked with
high concentrations of mouse IFN-y and diluted with appropriate calibrator diluent to
produce samples with values within the dynamic range of the assay.

Cell culture
Serum (n=4)
supernates (n=4)
Average % of Expected 101 97
1:2
Range (%) 99-104 92-101
Average % of Expected 101 95
1:4
Range (%) 98-104 92-98
Average % of Expected 104 94
1:8
Range (%) 100-110 91-96
Average % of Expected 100 92
1:16
Range (%) 95-105 90-93

F. SAMPLE VALUES

Cell Culture Supernates:

Mouse splenocytes (2 x 108 cells/mL) were cultured for 3 days in RPMI plus 10% fetal
bovine serum and stimulated with 10 yg/mL PHA. An aliquot of the cell culture
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supernate was removed, assayed for mouse IFN- v , and measured 32 ng/mL.

EL-4 mouse lymphoblast cells (9 x 10° cells/mL) were cultured for 2 days in DMEM
plus 10% fetal bovine serum and stimulated with 10 yg/mL PHA and 10 ng/mL PMA.
An aliquot of the cell culture supernate was removed, assayed for mouse IFN-y, and
measured 4 ng/mL.

Mouse lung conditioned media (1 lung, 1-2 mm pieces in 10 mL of medium) was
collected after culturing for 5 days in RPMI plus 10% fetal bovine serum. An aliquot of
the cell culture supernate was removed, assayed for mouse IFN-y, and measured 198
pg/mL.

Mouse serum - Forty mouse serum samples were evaluated for the presence of
mouse IFN-y in this assay. Thirty-eight samples measured less than the lowest Mouse
IFN-g Standard, 9.4 pg/mL. Two samples read 24 pg/mL and 60 pg/mL, respectively.

G. SPECIFICITY

This assay recognizes both natural and recombinant mouse IFN-y. The following
factors were prepared at 50 ng/mL in calibrator diluent RD5Y/RD6-12 and assayed for
cross-reactivity. Preparations of the following factors at 50 ng/mL in a mid-range
recombinant mouse IFN-y control were assayed for interference. No significant cross-
reactivity or interference was observed.

Recombinant mouse Recombinant human
C10 IL-4 KC IFN-y
G-CSF IL-5 LIF

GM-CSF IL-6 M-CSF

IFN-v RI IL-7 MIP-1 a

IFN-vy RII IL-9 MIP-18

IFN- IL-10 MIP-2

IL-1 a IL-10 R SCF

IL-18 IL-12 TNF-«a

IL-2 IL-13 Tpo

IL-3 JE VEGF

A sample containing 66 ng/mL of recombinant rat IFN-y measured 27 pg/mL in this
assay (0.04% cross-reactivity). Upon dilution, the dose-curve of the recombinant rat
IFN-y was parallel to the mouse IFN-y standard curve.



IV. EXPERIMENT

EXAMPLE STANDARD

The standard curves are provided for demonstration only. A standard curve should be

generated for each set of samples assayed.

CELL CULTURE SUPERNATE ASSAY (pg/mL) 0.D. Average Corrected
0 0.042 0.042 —
1077 0.043
9.4 0.077 0.077 0.035
0.077
i 18.8 0.113 0.112 0.070
g 00 0.112
a 37.5 0.183 0.184 0.142
E 0.186
B o 75 0327 0.328 0.286
o = 0329
150 0.580 0.587 0.545
0.59%4
001 , i i 300 1.130 1127 1.085
1 10 100 1000 1.124
600 2020 2.031 1.989
Mouse IFN-y Concentration (pg/mL) 2042
SERUM ASSAY (pg/mL) 0.D. Average Corrected
0 0.035 0.036 —
109 0.037
9.4 0.069 0.070 0.034
0.071
- 18.8 0.099 0.103 0.067
g ! 0.107
& 375 0.170 0.174 0.138
= 0.179
= o 75 0.309 0314 0.278
=] 0318
150 0.551 0.564 0.528
0.576
&t 1 300 1.053 1.067 1.031
1 10 100 1000 1.081
600 1.950 1.978 1.942
Mouse IFN-y Concentration (pg/mL} 2,005




V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
Mouse IFN-y 96 well polystyrene microplate (12 strips of 8 wells) 1 plate
Microplate coated with an antibody against mouse IFN-y P
Mouse IFN-y Antibody against mouse IFN-y conjugated to 1 vial
Conjugate horseradish peroxidase

Recombinant mouse IFN-y in a buffered protein
Mouse IFN-y . . .

base; lyophilized. Refer to the vial label for 2 vials
Standard o

reconstitution volume.
Assay Diluent A buffered protein base with preservatives. May

contain a precipitate. Mix well before and during 1 vial
Calibrator Diluent A buffered protein base used to dilute standard and 1 vial
RD5Y samples. For cell culture supernate samples
Calibrator Diluent A buffered protein base used to dilute standard and 1 vial

Vi

RD6-12 samples. For serum samples
Wash Buffer

A 25x% concentrated solution of buffered surfactant 1 vial
Concentrate (25x%)

TMB ELISA Substrate Solution/TMB Substrate

TMB Substrate . 1 vial
Solution

Stop Solution Diluted hydrochloric acid solution 1 vial

Plate Sealers Adhesive strip 3 strips




B. STORAGE

Unopened Kit

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

Wash Buffer (1x)

Assay Diluent

RD1-21

Calibrator

Diluent RD5Y

May be stored for up to 1 month at 2-

Calibrator Diluent RD6-
12

8°C.rx

Stop Solution

Opened/
Reconstituted

Conjugate

Reagents

TMB Substrate

Standard

Prepare fresh for each assay.
Discard after use.

Standards may be stored for up to 1 month
at -20°C *.

Microplate Wells

Return unused wells to the oil ouch
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.




O

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

The Stop Solution provided with this kit is an acid solution.

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

TMB substrate may cause skin, eye, and respiratory irritation. Avoid breathing
fumes.

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

Serum - Use a serum separator tube (SST) and allow samples to clot for 2 hours at
room temperature before centrifugation for 20 minutes at 2000 x g. Remove serum
and assay immediately or aliquot and store samples at < -20 °C. Avoid repeated

freeze-thaw cycles.

Note: Grossly hemolyzed or lipemic samples may not be suitable for use in this

assay.

B. SAMPLE PREPARATION

Cell culture supernate samples may require a dilution.

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).

Mouse IFN-y Standard - Centrifuge briefly before opening. Refer to the vial label
for reconstitution volume*. Reconstitute the Mouse IFN-y Standard with Calibrator
Diluent RD5Y (for cell culture supernate samples) or Calibrator Diluent RD6-12 (for
serum samples). Do not substitute other diluents. This reconstitution produces a stock
solution of 3000 pg/mL. Allow the standard to sit for a minimum of 5 minutes with gentle

mixing prior to making dilutions.
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*If you have any question, please seek help from our Technical Support.

Use polypropylene tubes. Pipette 400 uL of Calibrator Diluent RD5Y (for cell culture

supernate samples) or Calibrator Diluent RD6-12 (for serum samples) into the 600

pg/mL tube. Pipette 200 uL of appropriate calibrator diluent into each remaining tube.

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

before the next transfer. The 600 pg/mL standard serves as the high standard. The

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

{STANDARD

200 uL 200uL  200pL  200pL  200pL 200 uL
- Ve Y Y W We W
100 pL Std. F_‘ = = - - A -~ T
: | E—
n
' | | | m
i | I | | e i
’ a i E: 4 i\ 4 b | L | ,- ;/ L y y/

3000 pg/mL 600 pg/mL 300 pg/mL 150pg/mL  75pg/mL  37.5pg/mL 188pg/mL 9.4 pg/mL

D. TECHNICAL HINTS

® When mixing or reconstituting protein solutions, always avoid foaming.

® To avoid cross-contamination, change pipette tips between additions of each
standard level, between sample additions, and between reagent additions. Also,
use separate reservoirs for each reagent.

® |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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VII.LASSAY 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.

10.

Prepare all reagents, samples 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 RD1-21 to each well.

Add 50 pL of standard and sample per well. Mix by gently tapping the plate frame
for 1 minute. 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 four times for a total of five
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 mouse IFN-y conjugate to each well. Cover with a new adhesive

strip. Incubate for 2 hours at room temperature.
Repeat the aspiration/wash as in step 5.

Add 100 pL of TMB Substrate to each well. Incubate for 30 minutes at room

temperature. Protect from light.

Add 100 pL 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

13



11.

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. 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 mouse 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.
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HIFN-yRI R ZRSH O, HARIAZ 2™ (8)

FERAESAT T, IFN-yA] 2 2R gui ™A, AHEH SRR R iyd T4 (11) . #
FRIERAM (12) « SMEYS T4 (13) . JEK4E (14) . #4496 (15) . CD8* T
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RAREIEE (IR A AN [R) AL a] FRAS A 22D
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WRIERETREE A R B2 [ A 1 52D
LA BE Y =ANREAS, FEASFIRR 23 B A I 200, LARA & A IR RS 1l 2

M EE % 13h
B A R B BRIADRE FE
FEA 1 2 3 1 2 3
FYIME (pg/mL) 44.8 156 518 43.3 144 509
haife 2 2.2 5.0 14.2 3.6 14.7 48.6
CV% 4.9 3.2 2.7 8.3 10.2 9.5
IS
RS W
FEA 1 2 3 1 2 3
FYIME (pg/mlL) 45.1 143 528 42.8 139 518
IR 2.1 4.4 11.8 3.6 13.6 46.5
CV% 47 3.1 2.2 8.4 9.8 9.0
B. EkZE

ERERBFERFBANRNSEE R =NKFHNRIFN-y, MEHERE,

FEA KR SEHERE (%) EE (%)
PR FERE (n=7) 105 98-115
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C. REE
/INERIFN-y 1 B A% ] JAE — B /NF2 pg/mL.

MDD 2 HR45 20~ 25 52 ) 2 b vHE i FL KT RO BEAR AT S EU I P A o v 22 T SA5 2 AR
LR o

D. RIE

I ELISA 71 & LA R&D Systems AE 7= (11 K [T B 2R 1A (1 iy 46 1 4/ B IFN-y 2 BT
RIE.

ARG EXT NIH 545/ IFN-y Gg02-901-533 #4717 1Al . A5 23Ul & A b
PR ug BRI/ IFN-y, FH0T 1000 U/ 22 B HAT = B AE

NIH Gg02-901-533:1 A7 briE fhAH 24T 230pg Valukine /MR IFN-y.

E. &%

AR IFEA T S 838 N LR/ IFN-y, SR 5 PR R R v ot A VRO R A A R
B ITEE A, e L

MM IF LK (n=4) 1§ (n=4)
Average % of Expected 101 97
" Range (%) 99-104 92-101
Average % of Expected 101 95
e Range (%) 98-104 92-98
Average % of Expected 104 94
" Range (%) 100-110 91-96
Average % of Expected 100 92
1:16
Range (%) 95-105 90-93
F. HABUE
MRt LB

NI (2 x 108 4HM/mL) 7E & 10% 164+ i FIRPMIE; 72 5L 1% 9235, 3FH10
ug/MLAPHARI ML . B — 0y ai s 3% L3S, AN BRIFN-y, 1759 32 ng/mL.
EL-4/ B E BRI (9 x 105D 4H/mL) 7E 5 10% 4 I35 FIDMEMES 77 3 dh % 552
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K, FHF10 ug/mLIK\PHARI10 ng/mLIPMARI . BUH — 0 4 i35 78BS, R0
BUFN-y, W15 N4 ng/mL.

INERIEAERE IR 3L (AT, DIR1-22 K /B, B 710 mLESFEE ) 755 10% 6 25 1
TEHIRPMIE; 7 85 725K Je i dE . BUH — 04l ks 9% s, Al /N BRIFN-y, 45
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INSRILEREAS - AR5 B A I 7 4043 /D BRI REA FIFN-y B9 7K o Herh 38R Al
AR T/ BUFN-y B AR PR UHED.4 po/mL, HiA2/MRE S G I 73 51 )24 pg/mLAI60 pg/mL
G. R

BEELISATE TG R AR e B ZH /N BRIFN-yEE o B LLR IR F A v S #6 BRD5SY/RDG6-
120E 1] 550 ng/mL R B2 SR kG 5 /N BRIFN-Y I AE SN . K450 ng/mLIFHE R 745 A
F 7)Y ] B 2H /D BRUIFN-y o BB S A, R /N BRIFN-y I T3 . ¥ g2 31 B A8
ST

Recombinant mouse Recombinant human
C10 IL-4 KC IFN-y
G-CSF IL-5 LIF

GM-CSF IL-6 M-CSF

IFN-y RI IL-7 MIP-1a

IFN-y RII IL-9 MIP-13

IFN-k IL-10 MIP-2

IL-1a IL-10 R SCF

IL-18 IL-12 TNF-a

IL-2 IL-13 Tpo

IL-3 JE VEGF

— {35466 ng/mLHE ZH K UFN-y TR S 72 A 52 el 4527 pg/mL (52 SUR Bt A
0.04%) . Wkea, HAKEIFN-yHI55E #2615 /N BUFN-y ARt 4747
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(pg/mL) 0.D. Average Corrected
0 0.042 0.042 —
0.043
9.4 0.077 0.077 0.035
0.077
18.8 0.113 0.112 0.070
0.112
375 0.183 0.184 0.142
0.186
75 0.327 0.328 0.286
0.329
150 0.580 0.587 0.545
0.594
300 1.130 T.327 1.085
1.124
600 2.020 2.031 1.989
2.042
(pg/mL) 0.D. Average Corrected
0 0.035 0.036 —
0.037
9.4 0.069 0.070 0.034
0.071
18.8 0.099 0.103 0.067
0.107
375 0.170 0.174 0.138
0.179
75 0.309 0314 0.278
0.318
150 0.551 0.564 0.528
0.576
300 1.053 1.067 1.031
1.081
600 1.950 1.978 1.942
2.005




V. BFIELH LR
A. FRIEA R

H % Eiipuy A%
. AN FRIFN-y LR 96 FL R IR 24tk 8
Mouse IFN-y Microplate Hx12% 1HLR
Mouse IFN-y Conjugate B ARSI /) BRUIFN-yHT 44 1
NEIFN-yFRUES: GETHD , BT 50
Mouse IFN-y Standard BRI EARERY, SH MO 2
ITER
K RD-21. A BEAAUE. (EHFT | |,
A Dil t RD1-21 . . , 13
seay Lden T R i A A A
B RDSBY, & L5 5% | \
Calibrator Diluent RD5Y PRl ARARL BHTAMHTL |
B
Calibrator Diluent RD6-12 PRUE SRR BRRD6-12, W FillgHFA | 1l
Wash Buffer Concentrate . S L A \
! YRGS BT (25%) 1
(25x%)
TMB Substrate TMB ELISAJEY W/ TMB)EYI I Fiiin
Stop Solution 2 o711 gbiiih
Plate Sealers R B 35k
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B. AHFIEMTF
RIFEAAF & | 2-8°CHigfr; E R & RUHA
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iRl
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Bt b FRE
RD5Y

2-8°CH1i , B230K*,
B R fiehs, 230K
RD6-12

CATIF, FE

B IE HR | 2k

L2 Ay iRillEAREN

TMBIJERAIVH

il FH IR S ], SIS R R £ 5.
PrAEAR-20CHEAE, % 30 K~

B FH B S5 B A TR AR TE S I, %
s 2-8CHitfr, mE30K*,

PR

EE ST ENES

ARG BB
C. XRFTH A& RL I

® [ighR X (AT EE450 nmifer IS ARSI £ 540 nmE570 nmAR IEE K RIUED -
® SRS EENIB A B — IRk s

® RIMKERZEEI1IK:

® Ui (O 2BV EE SR

® 500 mLEf;

D. FEEFHI
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®  TMBJEANA T AE I R ik, HREE R IRE I, 38 GaBN

o FEIYFE. Uiy k. REMINE. HEEMRIFENT.
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—UAE R, AP T<-20°CUKARN, A S ST VR

MiEREAS: F M55 B (SST) /i B MLk . 3 MLAE = iR BEEE2/NT, #4/52000 x g5 0:20
Grefe WBUMIEREA 2 E B2 TR, sl srde, <-20CIAr& . b I S kRl
VR A IS M B9 A T
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YHMLEE TR LTS A T BE R EE AT AR AL BE o S CERRRE LU ) e B 28 T 5

C. WS TAE

R RER A AR E T E8E-

VR (1%) « MUKAR U IR ZE IR AT Re A 45 fn, ICE =R, RIS, 54
TEAV ARG RO VeV PIKF20 mLIR4EHEVR IR (25%) FZ& TR/K B2 B8 1 /K Wi BE e
il 1500 mL AR FERIPRERR (1%)

NRIFN-yARE R : FFRRTEBRN B0 . R ER N EREBRESERIRE. 1
PR MR RDSY  Cili T 4R 7% B READ kv il M B RD6-12 i FH - IMLi5
FEA) BN ERIFN-yARAE o 18 27008 FH HARR RO AR I E I P B W] ) 25 tH IR FE N
3000 pg/mLIFIbRiEfit 2. 7EBEATRASERPERT, ROKEbRuE S B 2055080, JHRRR
5.

AR, AR SR

MR IEE . 7E600 pg/mLFGREE i N400 pLARiE i AR RDSY Ol T4 a1 7%
IERESD BUbRE SRR RERRD6-12 O T IS FESD . HRBAMRE i A200 pL
FHIRL IR R o Kbl it BRI FR T B R SRR, B AR /IR S 5 RS T —& .
PRAE I 600 pg/mL ] FHAERRHE 2 fi i i, A5 RS2 PR o4 it s B V0PI AV e il 2 2
A (0 pg/mL) .

27



200 L 200 pL 200 pL 200 pL 200 pL 200 pL

- Ve Y W /‘I;;‘iL:

100 pL Std.

»
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