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For research use only

Urinary Diacetylspermine ELISA Kit

Polyamines are generally believed to function both in protein synthesis and DNA synthesis leading to
control cell proliferation. In 1971, Russel firstly reported that total amount of urinary polyamines elevated
in cancer patients. And quantitative kit of urinary polyamines were already developed and utilized as a
general biochemical examination.

Recently two diacetyl-derivatives, N1, N12-diacetylspermine and N1, N8-diacetylspermidine, were found
to be excreted in urine and form 0.6% and 1.4% of total polyamines respectively.

Comparing urine of diseased person with urine of healthy person, some reports suggested the possibility
that diacetyl-derivatives correlate to the status of disease more closely than total amount of polyamines.

Our kit is convenient to quantify amount of urinary diacetylspermine by using ELISA method. This kit is
only for research use, not for diagnosis.

*Highly sensitive and specific
= Strip type well, antigen pre-coated microplate
* Assay range: 6.25~200nM

<Ornithine>  H2 N(CH2)3CHNHCOOH H2N(CH 2)4CHNHCOOH <Lysine>

Ornithine decarboxylase (ODC)
Y

H2N(CH2)4NH?2 H2N(CH2+)5NH2

H2N(CH2)4NHAc H2N(CH 2)5sNHAc
C N-acetylputrescine ) C N-acetylcadaverine )

H2N(CH2)4NH(CH 2)sNHAc ~ (_ N-acetylspermidine )
ACHN(C}"’2)4NH(CH 2)3NH2 C Né-acetylspermidine )

AGHN(CH 2)aNH(CH2)aNHAc ([ NoN*diacetylspermidine )
DiAcSpd

y

H2N(CH2)sNH(CH2)4NH(CH2)sNH2
H2N(CH 2)3 NH(CH2)4NH(CH 2)3NHAc

AcHN(CH 2)3NH(CH 2)4aNH(CH 2)sNHAc ( NUN®-diacetylspermine )
DiAcSpm
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(measurement principle]
- = antigen for plates
= anti DiAcSpm-specific antibody

2. Remove unbound ’

substances m

nn h

! ! ! 1. Incubate with sample.
3. Incubate with 4. Detect

DiAcSpm (sample or standard)

HRP labelled 214 antibody

antigen pre-coated HRP-2nd antibody. enzymatic reaction.
plate
(Kit Contents)
(1) Antigen coated microtiter plate,96 wells 1 plate r
(2) Diacetylspermine standard 250ul X 2
(3) Antibody diluent 20mL X 1 ;
(4) Anti Diacetylspermine antibody concentrate(xX 100) 601 X 1 :
(5) HRP-anti Rabbit IgG Antibody concentrate(X80) 80ul X 1 F
(6) OPD (o-phenylendiamine) tablets 2 tab. PR
(7) Substrate solution 30mL X 1 ok ; e
(8) Stop solution 15mL X 1 o=
(9) Wash buffer concentrate (X 20) 30mL X 1 i ———
(10) Dilution plate 1 plate

(Equipments to be supplied by the user)
(1) A microplate reader
(2) A micropipet
(3) A microplate washer

(Assay Method]
(1) Preparation of working solution

@O Wash solution
Make sure that wash buffer concentrate does not contain any crystallized material
prior to use. Working solution is prepared by dilution 30 mL of wash buffer
concentrate with 570 mL of distilled deionized water. For convenience this solution
can be kept at 2-8°C up t o 14 days.

@ Diacetylspermine Standard
Prepare 6 standards by serial dilution of diacetylspermine standard concentrate (200
nM ) as followings
We recommend a polypropylene tube for preparation of standard solution. A glass or
polystylene tube may cause non-specific adsorption of diacetylspermine, so that you
may not get reliable results.
| 100 50.0 25.0 12.5 6.25 (M)
100 100 100

200
250 100 100
Oj/ 100 A 100 % 100 % 100]’ 100

Standard solution 200nM (ul)
Deionized water (uL)
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@ Anti Diacetylspermine antibody (X 100)
Dilute 40 11 of Anti Diacetylspermine antibody concentrate (X 100) with 4 mL of
Dilution solution for 96 well reaction. Diluted antibody should not be stored.

@ HRP- anti Rabbit IgG Antibody (X 80)
Dilute 6511 HRP- anti Rabbit IgG Antibody concentrate (X 80) with 5.2 mL of
Dilution solution for 96 well reaction. Diluted antibody should not be stored..

® Coloring solution
Add one OPD tablet to 13 mL of Substrate buffer to reconstitute the coloring solution
just before use. This solution should not be stored.

(2) Preparation of urine sample
D Collect urine in sampling tube on demand. Add 0.1% Na2N3 at final concentration.
@ After centrifiguration at 1500rpm for 5min, dilute the resulted supernatant over 4
times with distilled deionized water.
@ Measure the amount of creatinine in remaining diluted supernatant for
compensation.
*Prepared urine sample should be kept below -30°C if necessary .

(3) Assay procedure
@ Pre-reaction

Prepare standard control wells containing 70puL of anti Diacetylspermine antibody
solution and 70uL of 6 standards (200,100,50.0,25.0,12.5,6.25nM) in dilution plate.
Likewise prepare experimental wells containing 70uL of anti Diacetylspermine
antibody solution and 70puL of prepared urinary sample in the same plate. After
settlement, incubate at room temperature for 1 hour.
*Above reaction volumes can be applied for double measurements of primary reaction.
If single measurement, reduce to 40uL of each solution.

@ Preparation of reaction plate
®@-1 Add wash solution 300 x 1 to each well and wait another 30 minutes.
@-2 Discard the wash solution from the wells completely and wash with 300 1 1 wash
solution.
Repeat this step another 2 times

@ Primary reaction
@®-1 Apply 50 u I/well X2 (In the case of measuring double wells) pre-reaction
solution(See (D) and incubate for 1 hour.

®-2 After the incubation, discard the reaction solution and wash with 300 x 1 wash
solution. Repeat this step another 2 times.

@ Secondary reaction
@-1  Apply 50 21 HRP - anti Rabbit IgG Antibody and incubate for 1 hour.
Equilibrate substrate buffer to room temperature prior to use.

@®-2 After incubation, discard the reaction solution and wash with 300 1 wash
solution. Repeat this step another 2 times.

® Coloring
Apply 1001 Coloring solution to each well and incubate for 10 minutes at room
temperature.
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® Stop reaction
Apply 100 12 1 of Stop solution to stop the enzymatic reaction

(@ Read absorbance
Read absorbance of 490nm or 492nm with a microplate reader .

Measure concentration
Measure the Diacetylspermine concentration using standard curve.

* If actual measurements of sample exceed over200nM, dilute those urine samples again as
possible as to evaluate within the range of 6.25~200nM.
* Concentration of diacetylspermine needs to be calculated from actual measurements by
consideration of dilution ratio.
*  For the comparison of clinical data, actual measurements need compensation with the
concentration of urinary creatinine (nmol/g - cre) .

Calculation method of clinical data

In general , the amount of urine change easily by amount of water take or environment even
in renal disease patients and healthy persons, and concentrations of excrement depend on
their amount. The amount of urinary creatinine depends on the amount of muscle and their
measurements correlate positively. Therefore, correct actual measurement of
Diacetylspermine concentration (nM) in urine with creatinine concentration (mg/dl) , as
followings,

Diacetylspermine concentration (nM)

Data correction nmol/g * cre = % 100
Creatinine concentration (mg/dL)

(Standard curve)

1.4 -
1.2 t
1.0 t

0.8 L

0D490

0.6 |

0.4 |

0.2 |

0.0 R R

1 10 100 1000

DiAcSpm conc.(nM)
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(Reproducibility]
Domain of standard curve : 6.25~200nM
Minimum measurement range for detection : 12.5nM
Minimun dilution number of urine sample : X4
Minimum sensitivity for detection : 50.0nM
Within-run (n=20, 2 concentration) : CV(%) = 4.87, 5.20
Between-run (n=20, 2 concentration) : CV(%) = 7.98, 9.50
Recovery test : In the recovery study, recoveries 99.8% and 98.2%, 108%, 100% were
obtained for 2, 4, 8times dilutions of the sample urine
Coexistence substance : No influence to Hemoglobin 400mg/dL « Bilirubin 10mg/dL -
Glucose 1000mg/dL * Ascorbic acid 100mg/dL

Comparision between the ELISA kit and HPLC precedures : Y =1.01X + 73.2 R2=0.978

(Usage notes)

The Reagents should be stored at recommended temperature, —30°C.

Do not use the reagents which is expired the date of usage.

Urine sample should be diluted more than 4 times with Dilution solution.

Do not leave the standard and Antibody for long time under room temperature.

The glassware for making coloring solution should be clean.

Since OPD (o-phenylendiamine) is harmful, handle with care.

Since Stop solution,2N H2SOy4, is strong acid, handle with care.

The kit is constructed with well-adjusted combination in each lot. Replaced
combination among different lots may cause unexpected results.

This kit 1s only for research use. Do not use for medicinal or any other purposees.
When using the reagents, take care to avoid them from touching to skin, mucous
membrane, clothes, and getting into eye.

If the reagents happen to get into eye or mouth, wash out them and consult a doctor if
you need.

After using the kit, wash your hand very carefully.

If you find that the packages of the reagents are broken or something wrong, do not
use them.

When you store the reagents, make sure to avoid them from vaporizing, falling down.
After using the reagents, the packages should be discarded under the established
rule.

We do not guarantee the quality of the packages and accompaniments if not used
according this direction.

@ 66 6 60 @WLeLeELO®E

®

(Storage)
All reagents: —30°C

5/6



COsMO BIO CO, LTD. @Trans Geniclnc.

Inspiration for Life Science

(References)
1) Russell DH:Increased polyamine concentration in the urine of human cancer patients.

Nature New Biol 233:144-145,1971

2) Hiramatsu K, Sugimoto M, Kamei S, Hoshino M, Kinoshita K, Iwasaki K, and Kawakita M:Determination of
amounts of polyamines excreted in urine;demomstration of N1,N8-diacetylspermidine and N1,N12-
diacetylspermine as components commonly occurring in normal human urine.

J. Biochem., 117:107-112,1995

3) Sugimoto M, Hiramatsu K, Kamei S, Kinoshita K, Hoshino M, lwasaki K, and Kawakita M : Significance of urinary
N1,N8-diacetylspermidine and N1,N12- diacetylspermine as indicators of neoplastic diseases.

J. Cancer Res. Clin. Oncol.,121:317-319,1995

4) Hiramatsu K, Sugimoto M, Kamei S, Hoshino M, Kinoshita K, Iwasaki K, and Kawakita M:Diagnostic and
prognostic usefulness of N1,N8- diacetylspermidine and N1,N12- diacetylspermine in urine as novel
markers of malignancy.

J. Cancer Res. Clin. Oncol., 123:539-545,1997

5) Hiramatsu K,Miura H, Kamei S, Iwasaki K, and Kawakita M:Development of a sensitive and accurate
enzyme-linked immunosorbent assay(ELISA)system that can replace HLPC analysis for the determination of
N1,N12- diacetylspermine in human urine.

J. Biochem., 124:231-236,1998

‘o )

istributor CosMo Blo Co, LTD.

Inspiration for Life Science
TOYO 2CHOME, KOTO-KU, TOKYO, 135-0016, JAPAN
http://www.cosmobio.co.jp e-mail : export@cosmaobio.co.jp
Phone : +81-3-5632-9617 FAX: +81-3-5632-9618

-




ARENAMARTSFL

@Truns Geniclinc. Code No.KK073
W5

REPOT7EFILARILIEIE A ELISA vk

EROENIZIT 4 FEORITIL L. FOF I BLOCTEFAKRHOET (K1),

LAt T F AL THDHRIT I L, BT DO T =F L LOFAAE R 2@ U TE B E A O E A B O
FRICHEEZ G2 HZENHMBNTRBYET N, TOABMKEIXZ IO I b LT EE 41X
RSN TRV EE A, L UIEFICHE T DMEHIITR) 7V NS RBICE TN TWDHET T, 20k
TRRERR IR T IARENIE TS THY . F2, MIEAL L HREEICHIHS AL TOAZENE | RT3
IR L OV OfIEI O FE CHEREFE R TWEO — 2> THHEEZ LI TEBVET,

FEBE IR W TR RARY 7 I HEIE A I 52 813 1971 4212 Russel ([Z&> TiRANZHE S, T LAk
LD THONTEEL -, T T, RPHRRY T I BHIES MBS —RAELFERELL TR S
NTBVET,

IR D TR ETIEHVET R NINI2Z-D T EF L ZAULIL  NINS-DU T EF L AAILID L 20 2 FlfA
DOTT ' FNRIT IV DNIRHFIZHE SV TWAZEN RSN E LT, A EH ORPTIE, ZNHLORTIEEN
ZRARARITID 0.4%, 12%% HDHICTEEHAN, ARV T LR L TREOE LA LVBEE IR
ATREMES SN CNVET,

KXo MEI, R T BT VAN E% ELISA EIZIVEFEIZHE TELF YT,

WFZE RS L CTRI A Z &,

X1 RUTILEFOE)BLOTT EF LK

FIL=F> H2N(CH2)3CHNHCOOH H2N(CH 2)4CHNHCOOH 1§ oo
L= F_
, L% 5—r w0
H2N(CH 2)4NH2 H2N(CH2)sNH2 ( A&~y > )
~— *
H2N(CH 2)4NHAc H2N(CH 2)5sNHAc

RESIEINTIED
H2N(CH 2)4NH(CH 2)3NH2

Tl H2N(CH2)NH(CH 2NHAc ~ (NT7#FARALESY )
ACHN(CH 2)ANH(CH2)3NH2  (NB.7&FLA~LEDY )

{

AcHN(CH 2)4NH(CH 2)3NHAc ~ (NINB-S7EFLRALE S )

y DiAcSpd
H2N(CH 2)3NH(CH 2)4NH(CH 2)3NH2
\
H2N(CH 2)3NH(CH 2)4NH(CH 2)3NHAc (7 £FLA~LEY )

f

ACHN(CH 2)3NH(CH 2)4NH(CH 2)3NHAc ~ (NINT2-S72FLRRLS Y )
DiAcSpm




0 IRENAARTSF

@Tmrﬁ GenicInc. Code No.KK073

(3 7 J R

AKXy NI, OT BT NARAVIATRER I GURE TS ELISA HEIZEE SV TVET,

<A77 L —NUIHR (T B F VAN ) Ra— SN TEVET, HOENUD R TIV KR OIERER T O T &
FNARNI PO T B FNVALNAIV R RGIEE KGSETREET L, ook R 7L — b LT T2 F L A~LR
VEREALET, IHIT, HRP FEARPLY V% 1gG Hrik% St HRP IZEVAES AR AR ISIZED EBSNET,

& AR A I o
+
AAA s i SA8 008
hRZEER{E $iDiAcSpm || BReh ﬁﬁﬂ:ﬁg #26

Hitk || DiAcSpm

(v AE)

O HFEEH{E~A27271—196 well) I

@ TTEFNLASLIAZAE, (STD) 200nM 250 LX 2 A& ’ ‘
® FRARIE 20mL X 14 ‘;- 5

@ T EFILAAILIHUE (X 100) 60/ X 1A

® HRP -7 ¥ [5G iR (X 80) 804 X 1A -

® OPD (AN h7==Lr T3 §iE 2 5 e . i

@ HEHE 30mL X 1A [ & e
B 1R 5ml X 1A e .

© IRAEVE (X 20) 30mL X 14 B
AL —h 18

(o FEASMZ L B B - 2544 )

1) ~AruFL—h)—&—

(2) ~Ar7rE vk

R) T —hrtyir— FIEUBNGEIE, SENOBRIEEICE > Te=a T L THRIEFLTTIN,

U H71E)
(1) HEORH
O Wik
FEAEUEER (X 20) Z=IRICHEL, HEILEL TRUODRED TRFEVY,
TRAEDEVEIR (X 20) 30mL ZAE8K 570mL TARL THWET, (FHIRU-EERIZARHT 14 HRZETT,)
@ 1R (FHE 3 H)
FEYE L1 200nM KVBHIKICT 2 2B PEATER L, 100, 50.0, 25.0, 12.5, 6.25nM D4 AL £,
S AE L ORI H T AR BT LR TSN, DT BF VAL N T AR BB A L ET,
FENZIARV T e L U EM OB OETHERE N L ET,
100 50.0 25.0 12.5 6. 25
FEAESL 200nM (L) 100 100 00 00 00
K (L) ‘ 100 j’ 100 j/'loo j/'loo jﬂloo
OHITT BEF L AILILHUK (X100) XM HREESIL TTFEW,
P72 F N AL HUR(X 100)40 (L ZHUAFIREE 4mL THAIRTBHE 96 7=/ OFURER 2RI 5ZL13 T
xEd,
@OHRP HEFRPITYF 1gG PUIR (X 80) fERFFRHIIL T FEW,
HRP 5T V- 1gG HUAR(X80) 65 L ZHUARIRIE 5.2mL THAIRT5HE 96 U= /L 4y DHUAET Z T 5Z &M
TEET,
OF W X ARFARIL T REW,
FIRICRL-AEW 13mL 1< OPD 1 82 AfRLE7,

@RV T LR
FRELL 72 R 1% 1500rpm«5 43 DL, O _BiEEBHKIC T4 5 (CLE)ICHIRL THEHAL TTE,
(EiEO—E IR 7L 7 F = B ERERIZAERIRE L TIEEN,)
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O FvE
FRA 7L —NMIHLD T B F N AL FURERIR 70 1+45- T BE O S ¥R (200, 100, 50.0, 25.0. 12.5, 6.25nM) 70 (L
BLOPIUTEF VANV PUREIR 70 (LRI & R 70 70 L (BUiR 97 v =1:1) Z2/ERL, 7L —h%
TES AW TR SBI8C 1 B A v F 2 _X—hLET,
SAEMENR IRV TV 1 IRBUSIZTH 7 VRIE Sy DIR BiFE L 7> TRV ET, o7 VRIEOL G, Uk
7 V=40 L:40 L CTHEALIZEN,
® KRBTV —hD¥EE
@-1 WREH{b~A7a7 L — T VI —MDE 350 2 LI EYZ L, PEgikE 300 L/ 7=V Nz, =R T
30 IR ELET,
@-2 ERU=AVNORERET, iRz 7iast 300 L 7EL, TN CRRELET (1),
R R=FFNIRED ETT L — M MELKRRETY BRI IRD AT~ T NZHEA T FEN,
(T —hOFEMRIT T — =T — DRI ET, )
® 1’k
@1 UVx/MZOTERULIZ T VRIS E 50 1L/D /b X2 U x)L (27 VRIEDOSE) 3oz, 7L — Mg v
RFIL, ST 1 R A F 2 X—hUET,
@2 IS T, Vo VINOSUGIRE T, Peifniz D 7ald 300 L /3 iEL, T AR TRRELE T, ZOBREEZES
12 2 [BI#RDIRLIZE, == A N7l D E T — & IR ERY, HCNIZRD AT I AT
TEW, (FL—bDEBRITT —F =7 — DRI ET, )
@ 2W,EIE
@-1 AU =/UZ HRP E#-PTr ¥ oG PUiRIEH % 50 (L 3 2%, 7L — RNV CRFIL, I8 T 1 R
FaX—hLFET, ZOLEEREZERICRL TREET,
@2 ST, Vo VINOUGIRE T, PeifnizaD7ad st 300 (L /37EL, THVRNCTRELE T, ZOBEEZESS
12 2 [EREDIRLTZ#. ., = R—=2 AN D L TT L — e ll&E LSRR E T RN IR D AT T ITH#EA T
TEW, (P —bOFHRITT —H =7 —DJRKIC 2V ET, )

® K
KU VZHEWRE 100 L $ OV AT <T o2 12z, FiRT 10 s EEET,
® KKMEIE

B0V E IR E 100 L Tz, BRE G EIESEE T, KU/ LORBER KGR —E127258012,
FONREFRRIZ AT 2T 4o ZIZPIL TR, SOSFERNE DD LI AR ISR ZENAE L FT,

@ WIERE
7L —hR)—&—"T 490nm (H DV T 492nm) O EZRIELET,
BEHRE

MR LY . T F VAN OEEEZEHLET (nM).,

*FEDY 200nM FHEZARBIRIZHOUVTIL, 6.25~200nM OFITH CTHIE CXAINCA G A B CREFH &L,
HIELTIEEN,

* TS A UG A T L TLTZE N,

KR T —Z L COHERITIL, RV T F = B I XA E2NA BT (nmol/g+ Cre) o

BRRT —FHE M ik

R PR O IR BITRAFE L ET 03, BRBESCRT NTB O TO KRS EBIRECRE R ST R IR EE
BLET, 2O IR FHEM OREMEIIZR P oL T F = Rt I XA E N Th g,

R ILTF = HET, 7L T F =0 OREARH RO BIEFETDZENBITE—E THDZD, 1g DILTF =5
TOOEICHEL TR 550 TT, KFvMITEONIZR PO T B F LA ULIREE (nM) &, BB IERE 12X
TELTZRF LT F =8 (mg/dl) THIIEL TLEEWY,

RFDTEFLZAIL T PEE (M)
MIEX ¢ nmol/g - cre = X100
R V7 F =R (ng/dl)
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(A2 ¥ i )
FEHE R
14
12 |
o = L 1o |
Y R -,_-,_‘Ji‘ﬂ*_h - s 08 |
A | i <
2 T AR ALt oa |
02 |
0.0
1 10 100 1000
[%/Hiﬁé] DiAcSpm cone.(nM)

2 i BRAE I - 6.25~200nM

S fBCR HH FEHIEL : 12.5nM

ARRAT RS 4L X 4

T A e AECAR HE R EE £ 50.0nM

H B (n=20. 2 JREE) : CV(%)=4.87, 5.20

A FIFRELE (n=20. 2 #REE) : CV(%)=7.98. 9.50

FOMEIGEER . X 2, X4, X8 E& RICEEAEEQ00nM)DY T B F L A~ULI L HHI LT84 :98.2%. 108%. 100%
AW ~E/ 1 400mg/dL- YL 10mg/dL+ 27 /b=—Z 1000mg/dL- 7 A= L % 100mg/dL FTHEL
HPLC EDFERE:Y = 1.01X + 73.2 R2=0.978

(Mt LoEE)
OFIEIL —30°CTHRE L, B - BRI TIEW, (RRZIZARICTRE L, 4 BELIRICERL TTEE,)
O AR A X 7= BRI L2V T R EVY,
@RV T MT 4 fELL FIZHIRLUTHIEL T FEVY,
VAR UT- RS, K WAL, |IR CREFRE LW T TRV,
OF R FEEIR) 8T D B, IKEFLZb 02 HLTREN,
®OPD (A7 2= U TI) IFAERE TTOTEVRNITERLTFIW,
DLOSE IETRIE 2N g2 FH L COET O T, BROFWIZEEL TRFEW,
@ARFY M THIMOEY NOLOEDOHH | IREICEDHEHITLRNT TSN,
OQOARSIAFFERIETHY | EFHLZ Do BT ER IR EE A,
OB FITA S, R, B RITANTZD, BICADRWICHE S B A TR TR E,
WRIENBRSTHR NI AT AL, K THSIZEWNR T2 E DI BN E 21T LERHIVUREMO FH T
BT TR,
QI ERIIE TRV E 51T > TR,
OFEEOMAE, BIRARE BENRFROLNZHOIIMH LN TTIEN,
W@ A% ORIIBEEMICBE T DHE > TILBL T TSV,
OFER., (TR RE O B ~OERIIRIETEEE A,

(B IR 6 FAME 2 FOR
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ZOTWNIRF T EF VAL HIE ] ELISA % b (HF 78 FHFREE) 2 Z AW 72 & LT ic A #ED
TEWET, FYMMTOF W T HLIZENET L LALBEVHL BIFET,
LSHELBFIETTOIZELALLBEVHL EiF £,

Information
1. EHEBEICHONT:
EHEMIARE 2 FEE (UG, UN) BAHTLTEYET,
WerbICBEEL UL, Feo®A CTHEE L TRV ET, 228BIREFENTT,

(ESLIVIUN H 75 +1SD +92SD
UG (nM) 19.21 16.94~ 21.49 14.67~ 23.75
UH (nM) 105.69 93.00~118.38 80.31~131.07

2. L —MIoOWNT
25T DD R — AT /2o TRVET, ST OREIL COTFERANAHRETT,

3. FoyMEERIEIZOWT:
QT T BT N AILUAERESL(STD), ®OPD §E, QIEAMETEF IR, OFEEIRIL1 v N T2[E (2 A7)
HIEFREEZMEL TRBVET,

QPUATIRIK ., DHI T BF LA~ ILIFHiR, ®HRP £Zi—H17 % 1gG HUik, @ s 1Rk, 96
TV ERREL CRVET O T, B HOBITNE S &0 B T2 ALIZEEN,

4. PASITEAEI S THIfRIWELET 2, @FUIRA IR, ORE I, @S LR @R ME e SR X3 & /i
HIZWBEIZEL, HOOUDMREL TR EaBREOW-LET, (FRBICE TRMZELET, ) E
7RSSR IS D2 872 IR IR LT Aweek INIZTfE HIZE W,
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