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. BACKGROUND

The Interleukin-1 (IL-1) family of proteins consists of the classic members IL-1a, IL-1f,
and IL-1ra, plus IL-18, IL-33 and IL-1F5-F10. IL-1a and IL-18 bind to the same cell
surface receptors and share biological functions (1). IL-1 is not produced by
unstimulated cells of healthy individuals with the exception of skin keratinocytes, some
epithelial cells, and certain cells of the central nervous system. However, in response to
inflammatory agents, infections, or microbial endotoxins, a dramatic increase in the
production of IL-1 by macrophages and various other cell types is seen. IL-1f3 plays a
central role in immune and inflammatory responses, bone remodeling, fever,
carbohydrate metabolism, and GH/IGF-I physiology. Inappropriate or prolonged
production of IL-1 has been implicated in a variety of pathological conditions including
sepsis, rheumatoid arthritis, inflammatory bowel disease, acute and chronic
myelogenous leukemia, insulin-dependent diabetes mellitus, atherosclerosis, neuronal
injury, and aging-related diseases (2-5).

IL-1a and IL-1B are structurally related polypeptides that show approximately 25%
homology at the amino acid level. Both are synthesized as 31 kDa precursors that are
subsequently cleaved into mature proteins of approximately 17.5 kDa (6, 7). Cleavage
of the IL-1Bprecursor by Caspase-1/ICE is a key step in the inflammatory response (2,
8). Neither IL-1a nor IL-1Bcontains a typical hydrophobic signal peptide (9-11), but
evidence suggests that these factors can be secreted by non-classical pathways (12,
13). A portion of unprocessed IL-1a can be presented on the cell membrane and may
retain biological activity (14). The precursor form of IL-13, unlike the IL-1a precursor,
shows little or no biological activity in comparison to the processed form (13, 15). Both
unprocessed and mature forms of IL-13 are exported from the cell.

IL-1a and IL-1B exert their effects through immunoglobulin superfamily receptors that
additionally bind IL-1ra. The 80 kDa transmembrane type | receptor (IL-1 RI) is
expressed on T cells, fibroblasts, keratinocytes, endothelial cells, synovial lining cells,
chondrocytes, and hepatocytes (16, 17). The 68 kDa transmembrane type Il receptor
(IL-1 RII) is expressed on B cells, neutrophils, and bone marrow cells (18). The two IL-1
receptor types show approximately 28% homology in their extracellular domains but
differ significantly in that the type Il receptor has a cytoplasmic domain of only 29 amino
acids (aa), whereas the type | receptor has a 213 aa cytoplasmic domain. IL-1 RIl does
not appear to signal in response to IL-1 and may function as a decoy receptor that
attenuates IL-1 function (19). The IL-1 receptor accessory protein (IL-1 RAcP)
associates with IL-1 Rl and is required for IL-1 RI signal transduction (20). IL-1ra is a
secreted molecule that functions as a competitive inhibitor of IL-1 (21, 22). Soluble
forms of both IL-1 RI and IL-1 RIl have been detected in human plasma, synovial fluids,
and the conditioned media of several human cell lines (23, 24). In addition, IL-1 binding
proteins that resemble soluble IL-1 RIl are encoded by vaccinia and cowpox viruses
(25).



Il. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human IL-18 has been pre-coated onto a microplate. Standards
and samples are pipetted into the wells and any human IL-1B present is bound by the
immobilized antibody. After washing away any unbound substances, an enzyme-linked
antibody specific for human IL-13 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 IL-18 bound in the initial step.

The color development is stopped and the intensity of the color is measured.

B. LIMITATIONS OF THE PROCEDURE

*

FOR RESEARCH USE ONLY NOT FOR USE IN DIAGNOSTIC PROCEDURES.
+ This kit is suitable for cell culture supernate, human serum and human plasma.

+ 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.

+ |If samples generate values higher than the highest standard, dilute the samples

with 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) 20.7 65.0 141 214 66.9 137
Standard Deviation 1.20 4.0 5.3 2.3 6.1 9.3
CV% 5.8 6.2 3.8 10.5 9.2 6.8
B. RECOVERY

The recovery of human IL-1B3 spiked to different levels throughout the range of the

assay in various matrices was evaluated.

Sample Type Average % Recovery Range%
Cell culture media (n=4) 97 85-107

Serum (n=4) 89 84-92

Plasma (n=4) 94 93 -97

C. SENSITIVITY

The minimum detectable dose (MDD) of IL-1 is typically less than 1.0 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

human IL-13 produced at R&D Systems.



E. LINEARITY

To assess the linearity of the assay, samples were containing or spiked with high
concentrations of human IL-1B in various matrices and diluted with Diluent (1x) to

produce samples with values within the dynamic range of the assay.

Cell culture media
Dilution Serum (n=4) | Plasma (n=4)
(n=4)
Average % of Expected 102 99 96
1:2
Range (%) 98 - 107 98 - 101 92-100
Average % of Expected 103 102 101
1:4
Range (%) 101 - 110 101 - 103 91-105
Average % of Expected 106 102 105
1:8
Range (%) 103 - 110 101 - 102 103-110
Average % of Expected 107 105 104
1:16
Range (%) 105 - 113 104 - 106 97-109

F. SAMPLE VALUES

Cell Culture Supernates - Human peripheral blood mononuclear cells (1x10° cells/mL)
were cultured in RPMI supplemented with 10% fetal calf serum, 50 upM
B-mercaptoethanol, 2 mM L-glutamine, 100 U/mL penicillin, and 100 pg/mL
streptomycin sulfate. Cells were stimulated as described below. Aliquots of the cell

culture supernate was removed and assayed for levels of natural IL-1(3.

Stimulant Day 1 (pg/mL) | Day 3 (pg/mL) | Day 5 (pg/mL)
10 pg/mL PHA 2185 2004 2383
10 pg/mL PHA + 10 ng/mL rhiIL-2 1938 1973 2839
50 ng/mL PMA 1767 1027 1159
50 ng/mL LPS 4158 2145 1308




Human serum - Four serum samples were evaluated for the presence of human IL-13

in this assay. All samples measured below the lowest standard, 3.9 pg/mL.

Human plasma - Four human plasma samples were evaluated for the presence of
human IL-1p in this assay. All samples measured ranged from 20.0 to 47.1 pg/mL with

an average of 32.3 pg/mL.
G. SPECIFICITY

This assay recognizes both natural and recombinant human IL-1[. The following factors
were prepared at 50 ng/mL and assayed for cross-reactivity. Preparations of the
following factors at 50 ng/mL in a mid-range rhlL-18 control were assayed for

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

Recombinant human Recombinant mouse
EGF IL-2 IL-9 IL-1a IL-13
G-CSF IL-2 sRa IL-10 IL-1B TNF-a
GM-CSF IL-3 IL-11 IL-3

sgp130 IL-3 sRa IL-12 IL-4

GROa IL-4 IL-13 IL-5

GROB IL-4 sR IL-18 IL-5 sRa

IFN-y IL-5 PDGF-AA IL-6

IGF-I IL-5 sRB PDGF-AB IL-7

IGF-II IL-6 PDGF-BB IL-9

IL-1a IL-6sR VEGF IL-10

IL-1ra IL-7

Recombinant human IL-1 sRI and IL-1 sRIl do not cross-react in this assay. However,

interference was observed at concentrations greater than 10,000 pg/mL.




IV. EXPERIMENT

EXAMPLE STANDARD

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

generated for each set of samples assayed.
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V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
96 well polystyrene microplate (12 strips of 8
Human IL-13 ) ) .
_ wells) coated with an antibody against human 1 plate
Microplate
IL-1B
Human IL-1B Antibody against human IL-1 conjugated to
, 1 vial
Conjugate horseradish peroxidase
Recombinant human IL-1pB in a buffered protein
Human IL-18 . . .
base; lyophilized. Refer to the vial label for 1 vial
Standard
reconstitution volume.
Calibrator
) A 5x concentrated buffered protein base used to )
Diluent . 1 vial
dilute standard and samples.
(5%)/RD5P
Wash Buffer
A 25x concentrated solution of buffered surfactant | 1 vial
Concentrate (25x)
TMB ELISA Substrate Solution/ TMB Substrate )
TMB Substrate ] 2 vials
Solution
Stop Solution 2 N sulfuric acid 1 vial
Plate Sealers Adhesive strip 3 strips




B. STORAGE

Unopened Kit

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

Opened/
Reconstituted
Reagents

Wash Buffer (1x)

Stop Solution

Conjugate

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

TMB Substrate

Standard

Aliquot and store for up to 1 month
at -20°C in a manual defrost freezer.
* Avoid repeated freeze-thaw cycles.

Calibrator Diluent (5x)/RD5P

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

Use and discard diluted 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 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.

+ 500 mL graduated cylinder.

D. PRECAUTION

+ The Stop Solution provided with this kit is an acid solution. Wear eye, hand, face,
and clothing protection when using this material.

¢ |L-1B is detectable in saliva. Take the necessary precautions to prevent
contamination of the kit reagents.



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 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 Diluent (1x).

Plasma - Collect plasma using EDTA, heparin, or citrate as an anticoagulant.
Centrifuge for 15 minutes at 1000 x g within 30 minutes of collection. Assay immediately
or aliquot and store samples at < -20°C. Avoid repeated freeze-thaw cycles. Samples

may require dilution with Diluent (1x).

B. SAMPLE PREPARATION

Human serum samples recommend a 2-fold dilution. A suggested 2-fold dilution is 100
ML of sample + 100 uL of Diluent (1x). Optimal dilutions should be determined by the

end user.

Human plasma samples recommend a 2-fold dilution. A suggested 2-fold dilution is 100
ML of sample + 100 uL of 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).
Diluent (1x) - Use deionized or distilled water to prepare Diluent (1x).

Human IL-1B Standard - Refer to the vial label for the reconstitution volume®. This
reconstitution produces a stock solution of 250 pg/mL. Allow the standard to sit for a
minimum of 15 minutes with gentle agitation prior to making dilutions.
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*If you have any question, please seek help from our Technical Support.

Pipette 500 uL of Diluent (1x) into each tube. Use the stock solution to produce a
dilution series (below). Mix each tube thoroughly before the next transfer. The 250
pg/mL standard serves as the high standard. The Diluent (1x) serves as the zero

standard (0 pg/mL).

500l 500 plL 500pL 500 plL 500 pL

C/‘::“““

500 L Std. |

> _ == fan=Y
STANDARD “ }
250 pg/mL 125pg/mL  62.5pg/mL 313 pg/mL 156pg/mL 7.8pg/mL 3.9 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.

11



VIl. 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.

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 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 200 uL of human IL-1B Conjugate to each well. Cover with a new adhesive
strip. Incubate for 2 hours at room temperature.

Repeat the aspiration/wash as in step 4.

Add 200 yL of TMB Substrate to each well. Incubate for 30 minutes at room
temperature. Protect from light.

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

Determine the optical density of each well within 10 minutes, using a microplate
reader set to 450 nm. If wavelength correction is available, set to 540 nm or 570 nm.
If wavelength correction is not available, subtract readings at 540 nm or 570 nm
from the readings at 450 nm. This subtraction will correct for optical imperfections in
the plate. Readings made directly at 450 nm without correction may be higher and
less accurate.

CALCULATION OF RESULTS.

Average the duplicate readings for each standard and sample and subtract the
average zero standard optical density (O.D.). 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-1B 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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50 ng/mL PMA 1767 1027 1159
50 ng/mL LPS 4158 2145 1308

NILEREAS - A ARG EAI 1 440 NS A R IL-1BHI /Ko 40 FEA ARG 2%

TR RbruES, 3.9 pg/mL.

NIRREA - A AR SR T 400 N2 REAR AR IL-AB I /K o 40 REAS A I AE 7E
20.0 - 47.1 pg/mL [&], ~F-#4{E432.3 pg/mL.
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G. itk

HEELISAVERTAG I R AR R B2 NIL-1BEE H - UL A FHFRBER (1x) ELH 50 ng/mL
PRIV SR A I 5 A IL-1 BRI AE X S o #4550 ng/mLTF-4R T A\ H e Ji 28 20 A IL-1B45 1

d, SRAI N IL-1B AT A WS 21 B 8 i 58 SR NV BT

Recombinant human

Recombinant mouse

EGF IL-2 IL-9 IL-1a IL-13
G-CSF IL-2 sRa IL-10 IL-1B TNF-a
GM-CSF IL-3 IL-11 IL-3

sgp130 IL-3 sRa IL-12 IL-4

GROa IL-4 IL-13 IL-5

GROB IL-4 sR IL-18 IL-5 sRa

IFN-y IL-5 PDGF-AA IL-6

IGF-I IL-5 sRpB PDGF-AB IL-7

IGF-II IL-6 PDGF-BB IL-9

IL-1a IL-6sR VEGF IL-10

IL-1ra IL-7

#HI AIL-1 sRIFIIL-1 sRIFEX AN H %A 28 X W H 248 FH K EE K T-10000 pg/mL
B, AT AW ER R T4
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IV. SEI6

Pt h £ LA
bR B HEST, RR S0 N2 1) LT L R B v 2k

pg/mL OD  Average Corrected
0.044

0 0.046 -

0.047
3.9 0.081

0.083 0.037
10 ¢ 0.084

7.8 0.120 0.121 0.075
& 0.121
k] 1 E 0.197

=

15.6 0.205 0.159
8 0.212
g 0.346

= 0.1 E 3.3 v 0.348 0.303
8 0.350
0.655

) ; .65 4

- o o o 62.5 0.656 0.656 0.610

1 10 100 1000 125 i 1.167 1.121
Human IL-1p Concentration (pg/mL) 1.131
2.097

5 : :
250 7155 2.126 2.081
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V. B &R

A. BFIEHK

el g FirE
S EWN R CER LN BRI LI
Human IL-18 Microplate BHHTNIL-1BPUIAR IS FLER A )k, 8 -
fLx12%
Human IL-1B Conjugate fig bRt BT A IL-1BH ik 1
- ;‘ E ‘/\ ’ %% i ’4\%‘ N
Human IL-18 Standard NIL-1BFRER GHT) I G bRt o

(R

Calibrator Diluent (5x) /RD5P | K4t (5 x) H TRBEFEATIRRAE S | 1

Wash Buffer Concentrate (25%) | WK4a¥EESE MR (25 %) 1
TMB Substrate TMB ELISAJEYIEEHITMB KPR 2Jih
Stop Solution 2 711 gbiiih
Plate Sealers b 35k
B. A&7

RITEARAN G | 2-8°CHilifr; IF BT &A= A

Vel (1%)

2 1
2-8°CHlfE, %30K*
Rk 7 A
TMB JEMITETR
CTTF, R
s wmyAfR ] | AR 534, 20CHEfFRZ30R*; B Z KA.
FEUE SRR (5%)| 2-8CHETF, &% 30 K
/RDSP RS AR R R (1%, 2RINEFR
N / ; e PEFI AR AR Y, Bt
L | ORI TR,

2-8CH#fr, m%£30K*

DR A RO A
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C. LWFTH H AR

o FERRC CRTE450nmAs I K I IBUE K 540nmER570nmAR IE 3 K 1 IAAE D
o BRSNS B U Sk

o ZEMKEEETK

o VB (WU . ZIEIEPNR A E SR AL

o 500mLE

D. HEEM

o RAEP R IEBRBRMEIE W, NS MR . T R SRR

o NMEE TS IR BRI EIIL-1B. SEUG I 15T 1158, B 1 ME TS YRk
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VI. SEIG RIS

A. TR B BT

REFE LI BRI B0 BB SEZRTIIREAS . REAISCER JE A AN S R, % —
UAE Y3, RAFT<-20°COKME A, SRR FEARTREFR ZHMBER (10
o

MEREAR: F I3 7 25 (SST) 7 5 i - A I 2 iR EEAE 3044, SRS 1000 x gi5.0215
Srh. WM FEA Z JERIZIF FAG I, 20 ord%, <-20CIAr& M. b R .
FEARTTRe RE MBI (1% #ikk.

Mm3EREA: [fHEDTA. RN IREATE NPT EE MK . #A /51000 x gE5.0154)
B, TAE3020h ISR MR REA 2 S B ZIFH AN, Bl 7%, <-20CIeA7E&H .
AR FEATTRETRE MR (1) Fikk.

B. BEAMEE TIE

NIEFEAE WHRRRER (1) 258 Ja #EAT A0, BI100 pLIfiLiE+100 pLARER (1%).
B MRS PR, P e 28 P B E

NIRAEA B IRRER (10O 205 )R AT A, BI100 pLIsZ+100 uLAFaR (130,
B AR RE R N B2 P P A 5

C. Rl nTAE& TAE

EREERRERFBETZR

VR (1%) « MUKFEH U RRAE e B T RE B 4, BT IEWILE: WEER, &
RIRS), A4l o8 TS BRI HIGE IR . AR 20 mLIRAA Pl i 28 TRK B E B 1K
iR C 1] 500 mL AR L OB (1%)

PR (1%) 123 T/K BB B R (1%) .

NIL-1BH5#E S : T inER N EBRERBESER SRS, B2 E 250 pg/mLbriE
B, BB E 155050, HAENHR.
A EER, EE R A S .

FAMRBE TINNG00 LB (1) o FibrviE i BRR S I8 N B RV ke, %
ARG HBREI N —8 . A MR IO AR v BV AT A b o il 28 5 = . (250
pg/mbL) , FRER (1x) ATRfEFRHERZEE & (0 pg/mL)
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500yl 500pL 500l 500 L 500 ul

500 pL Std.
<
>
* 'J ' ' '
250 pg/mL 125pg/mL 625pg/mL 313 pg/mL 15.6pg/mL 7.8pg/mL 3.9 pg/mL

D. HA/MER

o MRAREHEERAWN, LR,

o ONTRESRAIEYR, RN . R DR RS EE k. B4k
AR 5 516 R O R WM

o ERBABSYR A SRR BB R

o RRUERIN, TEUE BRI (R 5 R

o TMBREHIEHAE EAHIRIN T, WERAE: INBALBUR , 466 G A8 R VR
P M0 €

o b R R TMBRE A EBIRF: S I\ IR 7L P96 e 15 25
AL E, WRWILARERIRS, WRMRE.
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VIl #RIEPE

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

1.

2.

3.

10.

R T, R LT AT T B AR AR

NSRS e N e L I O N0 T8 375 R K R iR TE

O3 THE AN IR A o it R SEZ B R AR I N AR RZFL AR, 5L 100 pl o A AR At 43 S R AL,
FRBH 2/ VPR T k96 LRI, R T Sbn e S AR I RE AR AR
WOLE: (FEARTEMRE, VEES ARy, )

KRR PRI 25, 3R 22 TR e AR A 5 E SRR MLDEAR « FEFLNE 4400 pL,
SRFEHEAR IR TR 250 R HERIESIK, FLPedik. RIS BN 25k Mk &1 B
FAEBIUFRISISE R R —IRPAREE I, EE RN FTE AR T B0k AR R B, 7
IKAFAT BT ik B8 W A

FERFAMMIL N IIN200 pLEEbRIG IR . BRI E N L, IR 2/ ;
A PR B s

ERAFLN 200 pL TMBIRVE R, ZRFH 3004 HERE:

TERFAMMIL IS0 L2 1BV, BRI, B RIR A 8205

IO IR 105080 Py, A% BERRACI BE:450 nmfIWOEEER, 540 nmEl570 nm
VeI IEB K o W R KA IEA AT, BL450 nm ik 22540 nmak570 nm i3,
X E bR AR e B . A IE T B E450 nmAk AT 18 EnT Bt
20 i HUE AN HE R

THEER: KPR AR AL EICEAME, AR5 2 FhriE iP5 0D
i (O.D. , EHTHEIRAENSEZE (4-PL) Mkl &aldirttihis. 5—8
RO, I iyl AR A bR TSRO Sl I B R A b i 2k
FRIE I B S e b B LA M 2R o vT LU 2N IL-1 B FE A% £ 5 0.D. [
SHEORLEIEAL, I LR AERLA 2 mT LU [ E S MR e o R84 7 AR R B AN K
A INEVE/IE e

ISR SRS, b i 2R L R B 6 3T AR R A5 5
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