3) Detection
¥ In order to prevent contamination, the following procedure (1) or (2) is

recommended for detection and data recording, which enables the
detection in a closed tube.

(1) Real-time turbidity detection

Real-time turbidity detection can be carried out with the Loopamp

Realtime Turbidimeter. For information about the equipment, visit the

Eiken GENOME SITE (URL : http://loopamp.eiken.co.jp/e/). For the

detailed operation of the equipment, refer to the instruction manual

of the equipment.

End-point turbidity detection

End-point turbidity detection can be conducted with the Loopamp

End Point Turbidimeter. For more information, refer to the instruction

manual. Notice ; There is no relationship between the end-point

turbidity values and the initial amount of the template.

Visual florescence detection

Visual florescence detection can be achieved by using the Loopamp

Florescent Detection Reagent (available for sale separately)®. UV lamp

(wavelength at 240~260nm or 350~370nm), protective goggle or

glass board are required for florescence detection.

When UV lamp of wavelength around 230nm is used, negative sample

may look like radiating fluorescence. Judgment should be done by

comparing fluorescence of sample with that of positive and negative

controls.

When output of UV lamp is too strong, negative control may look like

radiating fluorescence. In such a case, take the UV lamp away from

the reaction tube or change the angle of the reaction tube so that the

difference between positive and negative controls becomes

observable.

The incubation can be carried out in the Loopamp Turbidimeters

(Realtime or End Point) or in the commercially available incubators

(required temperature accuracy within£0.5C : with hot bonnet.) .

Turbidity detection is also compatible with visual florescence

detection using florescent reagents. For more information, refer to

the package insert for Loopamp Florescent Detection Reagent.

Electrophoresis

In order to avoid contamination, extra care should be taken when

handling the amplification products during electrophoresis process.

+ 0.5~2uL of the reaction solution is applied for electrophoresis
with the 2 % agarose gel.

- The gel is stained with ethidium bromide (EtBr) or SYBR GreenI .

- A ladder pattern can be observed in electrophoresis, since the
amplified products consist of various size of inverted repeats of
the target sequence on the same strands.
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[Caution for use]
1. Handling the kit
1) This reagent kit should be stored at —20°C. To prevent the reagents from
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deterioration, only take out the necessary amount of reagents from the
freezer before use (No decline was observed in the kit performance even
after repeated freezing and thawing for 20 times in the quality control
testing. But, in order to maintain the reagents performance, keep off
unnecessary freezing and thawing.) .

Thaw the reagents at room temperature and keep them on ice for
reagents preparation and later use. Before use, spin down the tubes to
drop down the solution staying on the tube wall or on the cap, mix well
the solution and spin down again. Notice that fierce mixing should be
avoided as it can inactivate the Enzyme Mix. (EM) .

Caution for visual florescence detection

For the preparation of the sample solution, do not use the buffers
containing chelating reagents such as TE buffer. If chelating reagent is
added to the reaction solution, manganese ion binding with Calcein
would be chelated so that the fluorescence light is released even no
amplification take place. Besides, a sample containing a large amount of
Ca, Zn or Fe ion might cause the false positive test result.

Handling reaction tubes

Only use the specified Loopamp Reaction Tube for turbidity or
florescence detection. Other reaction tubes might have different optical
transparency and can cause misjudgment.

Take full care when handling reaction tubes, as they are vulnerable to
scratches or damages.

Check carefully to see if the reaction tubes have any crack or scratch
before use. Crack or scratch on the tube might not only cause false
judgment but also contaminate the equipment. If the tubes are broken
inside the reaction block of the Loopamp Turbidimeter (Realtime or End
Point) , the reaction solution can spill inside the equipment and cause
unrecoverable contamination and malfunctioning.

By comparing the solution volume in all tubes, check visually if proper
amount of sample solution/master mix.has been dispensed into the
reaction tube.

Caution for amplification reaction

Since bubbles in the solution will interfere the turbidity measurement
and cause false judgment, try not to cause any bubble when mixing the
master mix.and the sample solution. If bubbles are present, spin down
to get rid of the bubbles.
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5.

Handling reaction tubes after use

1) The caps of the used reaction tubes should not be opened. Contami-

nation of amplified products on other samples may not only cause false
judgment of the test result but also pollute testing area. In this case, a
correct test result may not be obtained unless pollution is completely
removed.

2) Keep the cap of the used tube completely closed and dispose it,

according to the relevant regulations and instructions, by incineration or
after double bagging it with sealable vinyl bag. To prevent the amplified
products from dispersing, do not conduct autoclave sterilization
treatment for disposal.

[Caution for Handling]

1.

10.

LAMP reaction is very sensitive and even the slightest amount of
amplified product tainted into the reaction might cause false result.
Therefore, avoid this type of contamination and carry out the sample and
reagent preparation in different clean benches. Conduct the detection of
the amplification using turbidimeter (for end - point or real - time
detection) with which the detection as well as the reaction can be
accomplished in a tube with its cap closed. Also, to avoid the possible
contamination from the amplified product when the product is taken out
from the tube for the electrophoresis detection. Conduct electrophoresis
in a room different from that for sample and reagent preparation.

. When ultraviolet lamp is used for the fluorescence visual judgment, do

not stare directly at the UV light. Since UV light is harmful to the eyes,
even watching for a short period would irritate eyes and cause symptoms
similar to conjunctivitis. Look at it through glass board or protective
goggles.

. When handling the sample, always abide by the biohazard counter

measures®.
Since RNA is vulnerable to RNase, handle with care. There is possible
contamination of RNase from such as sample specimens (blood and
urine, etc.), tissues, experimental tools, reagents, water, the operator’ s
saliva or perspiration. RNase is stable against heat and might maintain
its activity even after autoclave sterilization. In order to avoid RNase
contamination, the following points should be concerned.
- Designate exclusive operation area and tool for RNA treatment.

Use sterilized disposable tubes and pipette tips.

Use RNase free water (for example, DEPC treated water) .
+ The operator must wear gloves and masks to prevent RNase

contamination to the specimen from his or her saliva and perspiration.
Do not expose the Loopamp Reaction Tube, master mix. preparation
tubes to UV light. A change in color or degeneration caused by ultraviolet
lamp sometimes results in misjudgment.

. This kit is designed for research use only.

If the operator does not have the experience or knowledge in the field of
nucleic acid testing, there is a possibility of false judgment. Therefore,
make sure that the kit is used under the supervision of the experienced
and knowledgeable technicians.

. Eiken Chemical Co., Ltd. does not bear any responsibility for false

judgment or any consequential damage derived from the false judgment
caused by non-capability problems such as operation error.

. Use the kit before the expiration date, which is labeled on the outer box

(Exp.Date) .

The reagent tube is made of polypropylene and the main material for kit
case is paper. The institution disposing the reagent tube and case
should bear the responsibility and abide by the clinical waste disposal
regulations, water pollution prevention law, and any other regulation
related.

[Unit, Storage, Expiration, Code No.]

Product Name Unit Storage | Expiration |Code No.
® e .. | 48tests LMP244
Loopamp(ISTN—AI_::/qul)Iﬁcatlon Kt 96tests | —20C 1 year |LMP245
192tests LMP246

[References]

1) Notomi T. et al. : Nucleic Acids Research 28, No.12, e 63 (2000)

2) Nagamine K. et al. : Clin. Chem. 47, No. 9, 1742-1743 (2001)

3) Mori Y. et al. : Biochem. Biophys. Res. Commun. 289, No.1,150-154 (2001)
4) Tomita N.et al. Abstract for The 73rd Annual Meeting of the Japanese

Biochemical Society (2000)

5) Mori Y. et al. Abstract for the 23rd Annual Meeting of the Molecular

Biology Society of Japan (2000)

6) Tomita N. et al. Abstract for the 26th Annual Meeting of the Molecular

Biology Society of Japan (2003)

7) Nagamine K. et al. : Molecular and Cellular Probes 16,No.3.223-229

(2002)

8) The guideline for the bio-safety and bio-hazard (by the Japanese Society

Manufacturer

for Bacteriology) : Japanese Journal of Bacteriology 54,No.3,667-715
(1999)

Licensed under U.S. Patent #5,814,506.

EIKEN CHEMICAL CO,,LTD.

‘Fiker’ 143 Nogi, Nogi-machi, Shimotsuga-gun, Tochigi, Japan

COFPBELHATHSEALTI LS, |

*%x 2008 F 18 (&4
* 2006 F4 BMET (B3

L] Loopamp

LAMP (Loop-mediated Isothermal Amplification) i

RNABIBEHEFY ~

(RT-LAMP)

3LP2419-D ‘

(48]

LAMP (Loop-mediated Isothermal Amplification) $&ld. @ 1 BEOEEDHE
AL CEGEFIBBRMNER TETID V2, @ 6 @IBERET D 4 B primer &
EATICHRBRENSL), O BIRNRNE, KISHICIBIZBTETHD, @ IBIBEN
EN'B<, MSRBICELTND PP 50, ZDHHESTIH LNERFIEBETT,

AF v b3 LAMPEZRBU T RNA ZHECKEEEIBIET D RT- LAMP RIGDIZ8H
DESHETY ~TY, TE5EES DNA SREXRERSUE Enzyme Mix. ZAND
CELKD, HYTILEREE—TERE (60~65C, BRI 63C). —EH5R) (BT
18R 01 27y I TRT-LAMP RIGETDCENTEET,

(v FAB]

(1) 2 x Reaction Mix.*2 (RM) *! 0.6 mL
(2) Enzyme Mix.*3 (EM)*1 50 L

487AM3 967AMD 1927AND

1 tube 2 tubes 4 tubes
1 tube 2tubes 4 tubes

(3) Distilled Water (DW) *! 1.0mL 1tube 2tubes 2 tubes
(4) Primer Mix.RNA** (PM RNA) *1 30uLl 1 tube — —
(5) Positive Control RNA*4 (PC RNA) *! 60uL 1 tube — —
%10 () R BEFa2-TICREHBSINTNDIRTCI,
x2 HARR (2%

Tris-HCI (pH8.8) 40 mM

KCI 20 mM

MgSO, 16 mM

(NH4)2S04 20 mM

Tween20 0.2 %

Betaine 1.6 M

dNTPs 2.8 mM each

%3 : Bst DNA Polymerase & AMV reverse transcriptase Z2X w2 2 URZENTY,

%40 96 TR D E 192 T2 FDICIE Primer Mix. RNA KU Positive Control RNA
FEFNTRDEEA.

(RIERE)

LAMP SA(d. 4 78%8(D primer CHEBHUEHZD DNA Polymerase ZRAVNTRILZE
TOYRBERRERIBIZETY, 4 LD primer D55, 2 4D inner primer (3.
Z0 3'fl& 5 AITZMRERE S P DRSS 2 815 &R I D primer T, 5 fIDEDIIE
Z0 3 AHSDBRRM TER UBHEBIRINIC P Z— LI DL OBRELET,

BIBRMGIE. T inner primer ICKDERT DT AL —TEEHSDESBRRM
EL =T EDICHFRZICTP Z—)LUIE inner primer DSDEBBMERRMEIEDIRT
CETETLED, TNICKD. LAMP ERBVDERD 1 BB THIICEENS T,
ERIBBERIRULTIETY, FIZRNAZHREULIBEE. H5N UDTEGESHERE
M2 BT T, cDNA OBRHNSZEDIBIBET (RT-LAMP Rii) & 1 RFvIT
IOCENTEFT,

BH. RMRBOFMICDONTIE, Eiken GENOME SITE (URL ; http://loopamp.
eiken.co.jp/) ZCSRIIZSV,

(ERX)

1. BEZSER KB -#HF (Fv MISFENTVELADT. BIEBRELTIEEL),)
N2 —Iw O ZREAWEF 21— (0.5 mLX(F 1.5 mL)
EAXRw ~(0.5~10uL, 10~100xL, 100~1,0001L)
T1ILI—EFvT
Loopamp RiGF 21—

RF 21 —=TREHAPILIRS YD
KDSyyaP+A42R) RUPA ARy IR
MR R I

O 8@V OOF 21— TRES RN

O MILTFYDORZTFHH—

O0O0OO0OO0OO0O0

< UPILEA LABEREDZS >
O Loopamp UPILD+ NBERIFEES *©

< IVERRA Y MBERBORBS >
O Loopamp TV R+ Y MBERIFEER *

< HHBERBREDOBS
O Loopamp &Yt - BREHRE
O Loopamp UILE A ABERITEES *5. Loopamp TV RM+ Y ~MBEAIE
B, XFA YFaAR—H— (BEBENL0.5CUA Ry FRYRY M)

O bE—+JOvY (RinSIEF)*®
* O EIMRIBHHESB (RE 240~260nm, 350~370nm) *°
O BIBDIRERIIMET

%5 BIMEE, RNISEMEE RIMRIBHOREICDUNTIE. Eiken GENOME SITE
(URL ; http://loopamp.eiken.co.jp/) ETSRLES,

2. Primer MD3&E
LAMP SAIC K BIBIBIC & > TELD/S primer JBENDBEREANFEBZOEINT, 85
[C812 > TIE LAMP SEEAD primer 8251218V D FECFIAIZEN), primer 325
1BV D & “Net Laboratory”® TLAMPIE TS+ ¥ —8%5t2#8Y D b = 77 Primer
Explorer) (http://venus.netlaboratory.com/partner/lamp/) &TSRLIIEEL),
FIZ. primer EEDT L — RICDNTIZ. LAMP EDIRE. primer DIERENZ L)
FERMREFGRS D, RBBFERELET. T\ primer D—RRTJ—_Y
JZBNELTERT DBERIER NS ABRI U — U ETHNISETTTRETI DN
primer ZRET DERURERE. D2<EE FIP, BIP [CDNTIE HPLC R
TU—RICLDEREHRELET,
3. HEDORR
1) —20CTRELU U\ CESHEZZERTREL, BERIIBEHBICKLETRELET,
2) V2RI - v DOROBE (KLTHT t
(D BEARULEVRY —I v O ABRABBF 1 - T ICSHAEEYERT 2 D,
TROEE (1 TREHED) THELET,

O YYIILRIG

<FHE> <Ag>

2 x Reaction Mix. (RM) 12.5 uL

Primer : FIP 40 pmol

BIP 40 pmol

Loop-F*® 20 pmol

Loop-B*® 20 pmol

F3 5 pmol

B3 5 pmol

Enzyme Mix. (EM) 1.0 ulL
Distilled Water (DW) X uL B2
g &t 20.0 ulL/FRbE

%6 WFLEMEHDFTB AN, Loop primer ZANDC & TBIZIRIN 1/3 [C

BiREnNEg”,
O IV h~O-/URm
<FHE> <Ag>
2 x Reaction Mix. (RM) 12.5 pL
Primer Mix. RNA (PM RNA) 2.5 ulL
Enzyme Mix. (EM) 1.0 uL
Distilled Water (DW) 4.0 uL

g &t 20.0 uL/ 7Rk
* ENERRUDBS}. LYY —I v IRICEIFED Loopamp 8 - BRI
HEZ LuLRNL. F—FI20uL ELTLIEEN,

* % TS5V -ty FERSHETERATIRG. VRI—IvIROBREZTS
Y-ty FOBRUCH > T EE

(2) PEH. Fa—TERHONNTEETD (UF. FvEVTEWS,) H\
RISERELRFD. HBANINILT v I RZIFH—(CT 1 WEX3BDOEBICED+5
BEUILE. MEESRMWMECHEMNNIT IUTF. REVIIVERS,). Tz
VRI—ZyDRELFET, MLT Y DOAIFH—TORBITBEICT S &, BERD
KEITDIEEMNDBDFEINT, 1 WEX3 OEMTFLTLIZEN, BB, BR
UIEVN 2RI =Sy DI ICBALTIZE),

4. BE%
1) YVRI—IvOREBYTIBEDES GKLTH>TILESW,)

(1) Loopamp RGFa—TIC. BYTILRGBAEIY FO—/ILRGA. SROVRY
—SvDR20uL EZDELET,

Q@) BYTIBHRSuL ZFNUEE 25 uL ELEY, FEIY FO—IURAE LT
3. DY FO—)UICIE Distilled Water (DW) 5L &, BiEDIY FO—ILICIE
Positive Control RNA (PC RNA) 5 uL ZBALZFET, COEE, EXRvF VT
RIEF vy TEEHDEETOIVEVTICIORBE UIZE. REYST DY UE
9, FE. BREOERFKBDULENLSICERLET,

2) BIER
(1) Loopamp BERIEEE (UPII1A. IYRKRAYE) RIFAYFan—H—
BEBENELO0S5CTHUA My FARYRY M) CRE, DEFFHORML
Fa—TJ&aTZY L. 60~65C (63 CH##E) T 30~60 DM YFaR—+tUL
FI. GEETUIE primer [CK D TRHNRZRDD T, HSN UHRHFESINIHNET
ED)

(2) 80C, 5 DRNIF 95C, 2 DA YFaAN—FIRTEICKD, BREXKEIE

RO ZELESEET,
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Read this instruction carefully before use |

3) B 2) REEOF 1— T3+ vy IEBETFIC, BHMER BB TEBE - — L E—E

Rev. J 2008 (Ver.4
* IVHIR—Y3VEORTIED, EHATEY, BROTES (1), () &HE ev. January (ver4)

For research use only \

O Heat block (for termination of the reaction) *°

[%-3-18
(D UPILE A LNBERE

[CHEL. FEOEECH > TUWELTES), IBREMOREBILLDIED. FEED
BICH— DL —TREBERITDRNTEE),

LS Loopamp

O UV lamp (wavelength at 240~ 260nm or 350~370nm) "®
O Protective goggle or glass board

LOOpamp 'J P LABEATKEEABNDCET, UPILY A AREHTE (A ERIGER EDIER) HAP Gospmedasdisoham! _ . 5 ; For the information about applicable instrument, reaction termination
9, BH. EHEBIC DU TIE Eiken GENOME SITE (URL : http://loopamp. 1. LAMP RMIFFRCHBERMTHD, BIREMED DNA NTIHETERA R N A Am p I |f| Ca‘t 10N K | ‘t function and condition for UV irradiation, refer to Eiken GENOME SITE
eiken.co.jp/) BECBRIES), FE. BIFOFMREBORRHEBE SR FTBEROEBRECLESTRAEBIBNABOET, COKDIBIVIIR- (URL : http://loopamp.eiken.co.jp/e/) .
<EEW, Y3 VEORTBED, HERUY Y ILOBRETEBRO D~ YA FEE (RT-LAMP) 2. Primer design
(2) TV RMRA Y ~BERSE BAL. BB TEILIMBRORERTHDBERE (UPILIAAL, TYR [Characteristics] Appropriate primer design is essential for amplification by LAMP. Use
Loopamp T K7« Y FBERIEEBERNSCET, TY RS Y R TOBE RV P RAENBERE TIT > TS0, LAMP (Loop-mediated Isothermal Amplification) method is a novel gene exclusive primer designing software for the primer design. Refer to LAMP
fﬁ&b"(%i‘g’o B OISR S CREC R, S, BEREEENT 1 —TOE SN0 CIHEENEENA TRSESE. R amplification method capturing the following characteristics: (@ Only one primer designing software, PrimerExplorer at the website: http://
A ST . = — enzyme is required and the amplification reaction proceeds under isothermal primerexplorer.jp/e/.
B IV RS Y FOBEEEHLE CORICIIBREIED O L A, RUOTYIIBREFHOERETI > TS, condition 2., @ It has extremely high specificity because of the use of Using the highly purified primers, a rapid gene amplification can be
3 ﬁ%@%ﬁ@ﬁ 2. HABRHUERICRMERFIRBEZEAIDHE. SYTROBME TN DKM 4 primers recognizing 6 distinct regions on the target., @ It has high amplifi- performed and stable reproducibility of the amplification can be
BUFSMD Loopamp 3¢ - BIREHHEER\BC S TERHUENTEETT ©, GEER) FBST. fPDS Y TEREBEBDOEET TEHhE TBMESZD cation efficiency and enables amplification within a shorter time., @ It obtained. The first screening for appropriate LAMP primers might not
IZIBRAE T, KIMRIREIEE (JRE 240~260nm, 350~370nm) ZFL. REERCUEERERC LEIT DT, SIMSEBEEBICANDCERBITTI RS, produces tremendous amount of amplified products which makes simple necessarily require highly purified primers. However, after the primers
BT 21— TETL DM ERS L TRIGTF 1 — T ORIEL ) B 5SS TRE FERTDDS Y TESBNENBHBEZE. UFHSREETH. HISORE dete_(lt_:.on possliblte3"4>' 5.6 o i i able et RN by aHrsL(ée(tjrtr)zltrtl:;i, L|Jtri|fsiC;etic(())rr]nmended to use purified FIP and BIP through
UERETERLET, BIIY FO-LEBRCREOBNERTNIIBIL, RIFFEEEN S THE LTS, LAMP methor CRT-LAMPY By omoloying the Enzviae Mix(cortaining reserse P :
MDY FO—ILEBRICENER URTNIERIECHELET 3. BREOBIRAERSBSE, ZOBRKIRI - RIS DN TIRMER/ N1 7/ \F— metho - By empoying the tnzyme Vixtconaining reverse 3. Reagents preparation
i RXigREE > TSN transcriptase and DNA polymerase) ,reverse transcription and DNA amplifi- 1) Take out the reagents stored at —20°C, and thaw them at room

RRD 320nm {HEDHE. BUETEHNER LU TRADCENDDIINT,

cation can be accomplished at a constant temperature (60~65C, usually

o - . temperature. Once the reagents are thawed, keep them on ice.
63C) in a short time (1 hr. for standard) in one-step.

2) Preparation of master mix. (Qperate onice) .
(1) The following amount of the component is required for one reaction.

DY FO—IL. EMIY FO—LELBRUTHRE LTSN, FE. L0M8 4. RNA DFRBIFBICALEREZH. BIRVWICIETERNMHUETY, 15IC RNA DREER
RAEBOEDNRNBSEEEIY FO—-IILEHENER L TRZIDCENDBD (RNase) [CXDBRICHRSNTLUFIET, RNase IR THDI&E (MRXIE
FIN. ZOBERF1—TERMIBHARBHSRLIZD, Fa-—TDAEEZE FREE) OHEEE, RERBE, AME, K IDICREEBREBSOEROFNSERA
BZBBRELT BMEDY FO—ILERMDY FO—ILOENE>ED T DLDIC El

(Contents of the kit] 48 tests 96 tests 192 tests

. O Sample reaction
JDRNN'HNET. RNase [FRCEA— DOV —THETERZICHIERELE (1) 2 x Reaction Mix.*2 (RM)*! 0.6 mL 1tube 2tubes 4 tubes

— — . - N NP < Reagents> <Amount>
TELUTRES, . CORDITEN RNase DEAGISHBNBO, MFOTRAHETT, (2) Enzyme Mix (EM)*! 504l 1tube 2 tubes 4tubss > x Reuction Mix. (R s
1 YFAR—F—F Loopamp BEAEEE (P A ITYFRIVE) O © RNA REREFT SRESORREIEMERRIT D, (3) Distilled Water (DW)*! 1.0mL  1tube 2tubes 2 tubes Primer : FIP 40 pmol
FED., FROA YF AR5 — CREFBENE0.5CMA Ry FRYR Y M) © RBICEATIF21-THE RESNCRNETOENERATS, () Primer Mix.RNA* (PM RNA) ¥! 304l ltube — - BP 40 pmol
ERLBTENTSEHT, - ERICEATZKE. DEPC IBKEE RNase 71 —DKEMIND. (5) Positive Control RNA** (PC RNAY*  60uL  1tube  — - Loop-F ¥/ 20 pmol
B8, &Y - BRREREZAVZIBES CEBEREITETT, 55l Loopamp RRBGE, FH VRUETZILTEAL. RREBSOEROTFHSD thP‘B 22 PmO:
=Y - BEREREORERECSBEA), RNase DRBAZE<, *1 ! The notation on each reagent tube is shownin ( ). B3 5 z:zl

(&) BEABTORE 5. Loopamp RIGF1—7. VRY—Iv O ZHWAHETF 1 - TICIFUVEH LB *2 : composition (29 Enzyme Mix. (EM) 1.0 uL
BIBEMICEBIYIIR—Y 3 VICHDERDO L. BFET> TS, TS, UVRSICEIER - EHS TR LBREGLSTHBENBOHT, psmHe! (pHB.8) 20 m Distilled Water (DW) X ul (ada.s)

m
- R 0.5~2.0uL ZRNT 2% BENPHO— R TEIABETNET, 6. AFv bl FARENOBICCEAZEL. MgSO, 16 mM Total 20.0  pl/test
© IFIDLTOVAE(EBD, HILNS SYBR Green [ TRELFT. 7. BEFRACHEOCRREZLILL!ES, RECROUEERSBRIENDIFT (NHa)2504 20 mM *6 ; Loop primers are not necessarily required. However, the use of Loo
IBIBSNEIREIE. LAMP RHIC & BISIBEMHEIREEOE DR LD BEBER DT, AFy FOBBICHE > TIERFRAEDKH, FRES LLRITEDBED Tween20 0.2 % ' prmﬁ)efs shortens the ampnﬂcatic{n ﬁ?ne by about 1/5” P
WHTHBTEN S, BEAB I —ES5—/\9—VER FTREERELTIES, Betaine 1.6 M '
BREOHA THDICEND. BRI —VESY—-/NF-YERLFT, i . ANTPs 5’8 mM each )
_ % 8. A%y FOMEICHRLENED BEHSEEESEBES) CEIRBR, © Control reaction
”;Hz;a)ﬁiggﬁ] HE, FEZOHUECHRUTCRELESECHLT, BHE—I0EEEENE *3: It is a mixture of Bst DNA Polymerase and AMV reverse transcriptase. <Reagents> - <Amount>
1. HEROEKL 2 x Reaction Mix. (RM 12.5 ulL
. B o . . . _ ‘
1) AFw FEINF—20CTREL T EE, REOR{LEBLTBEHIC. (SRS 0. SECEROBAMIR (Exp. Date) MICEEA LT EEL) x4 E’n;ner l;/hi(éRthA z;md Poksmve Control RNA are not included in the 96 PrimerMix. RNA (P;\/I RNA) 2.5 ul
y s = =, - G 2035 : - ¢ ' - =T ests an €sts package. Enzyme Mix. (EM 1.0 uL
FUBLHRICTZRNSMOUL CCRASES. (REMAFE 20 BROEL & 10, f®F2-THPP, Fv by -BHETBHEELTNET, BEOBEESR (Princiole] Distilled Water (DW) 4.0 4l
= ¢t J = Ty 2 =04 A \ e Ut T =7
EBRTE, HROBERBEACBOSNTROSCAD. RBERIEHMELHH FERNSCHT SRERY, KESBBIES OSBRI\, SHROBECH rinciple . . _— -
WEDREDICRITTIES0) NCIE LT < ) LAMP method is a novel isothermal nucleic acid amplification method Total 20.0 ulL/test
2) HEOBERZES T, 5 = P&, HE o2 = ° using 4 kinds of primers and DNA polymerase with strand displacement ) )

) ji")ﬁjsgi;‘f’ggbgfi‘iﬁ)’iﬁfﬁiﬁ?;T_; ;"bmf‘ii;z;iﬂb S - IR - AR - B0 — 1] activity. Among 4 kinds of primers, two of them are inner primers, whose 3’ ¥ For visual fluorescence detection, also add 1 4L of the Loopamp
- X a E-:‘_“VJ - &1 B VAR P 00 end and 5'end are respectively designed to be complementary to two Florescent Detection Reagent(available for sale separately) and maintain
E#. +ORSUBEREYIOY UTNSTRALESL. &H. Enzyme Mix. PTR== Smen | BEsE | SO | Bao—F different regions of the target sequence. When the primer-linked strand the total mixture amount at 20 u L.

(EM) BEFIDBNADDEIDT, MUERULRNTLIIZE), —— is replicated, resulting the 3’end structure to self-anneals to the comple- . . ) )
2. HHBEERHOBSOESS Loopamp® RNA 11858 v [ 4872+ LMP244 mentary region in self-structure, it forms the loop structure at the end. % When lfed, mt cotrpblnatflon ‘g'th, Loopatn;p PrlmerthSets, ftollow. the
HYTILBROBECE. EDTA S0SEEL — EAMESET S bufh ¢ RT—LAMP; 96 72N | —20°C 1E/ | LMP245 This stem-loop structure will allow the 3’end to initiate self-elongation preparation Instructions ot each primer set to prepare the master mix.
BROH " N ~ P :__‘5 R 5 fr 192 TS LMP246 and another inner primer to anneal to its loop region to synthesize new DNA (2) After dispensing, gently tap the tubes for a few times (hereinafter
(TE buffer %) ZBLBNTIZEN. REFL — MESWORMRICASEN YT strand with strand-displacement manner. Through the repetition of these referred to as tap;ping) or mix the solution by repeatedly inversing the
IZYDFU— N, BROBBICERRHEKXERLII, IETYTILLC . ificati i ificati '
=) (BEmt) processes, the amplification proceeds, and this enables amplification to tube, or mix by vortex mixer at about 1 secondx3 times. After mixing

Ca, Zn, Fe 1 AVEDEBA AV EZECESTHS
BELTLLEE,

3. RGBT 21— OB IE

D BERE. ERREOBEIE. RHF 1 —T>IUFERD Loopamp RGF1—
JelEA<rEE, BEMIORLF 1 -TEEBULEERE. HEBEDENIC
KOBRHEEBIEUD'BOFT,

2) RIGF 21 —TREWRLDOTNDT, BIRVICEERLTIZS0,

3) RGF2—TEFANDFICHFI - cEENENCEZBRTER LT LZSL, kG
Fa-TCFX - cEENBDEEUSEETERNEDDA. Fa—TDRIAIC
FOEBESREIDURMENDVET, Loopamp BEAFERERE (UPILYA A,
IYVRRAY R ORGIDY DRTF2—TIMRIBLEERSE. RGRDEBEAE

AR U BREREERSROBEDRRERDET,
4) RiFa1—TICRRAI—I v DR, YYTIUBBRIFNSNTNBCEE, DFa
—TJEORBULE THRBLTIZE.
4, BIERMICE LU TORER
N2 -y D AEY VT IBRERNE. RRICKENE > TNDEBEAED
XBEBDBHENRREZDTINT, [BNECLBNXIITFRELTIESN., [a
MESTNBDHRBICE. AEVI DY LTRRZERDBFENTES),
5. FERA%ORMLT 2 —TOIKRL)

D RGBEDF1—TEEBNOSROETEEICF 2 —TDF vy THBEHRNK D,
BECIOEBUTES0, WRIADIEBEDICEIDI VY IR—Y 3 VITRHED
RREBDEND TR, BREREZOTDESREL, BREREUVRIRO. Mk
DEETEUNVBRIMESNBRDIEMDHDET.

BHEDBRICENDZEINDT continue under isothermal condition with only one kind of enzyme. When

RNA is used as template, by initially adding the reverse transcriptase, one-

step process from cDNA generation to DNA amplification can be achieved.
For further details of the LAMP method, refer to Eiken GENOME SITE

(URL ; http://loopamp.eiken.co.jp/e/) .

well, centrifuge the tubes for a few seconds (hereinafter referred to as
spin down) . And the mixture can be used as the master mix.for the
reaction. Notice that too much mixing by the vortex mixer might
inactivate the enzyme, and assure that vortexing is conducted at 1
secondx3 times. The prepared master mix. should be used as soon as
possible.

1) Notomi T. et al.: Nucleic Acids Research 28, No.12, e63 (2000)

2) Nagamine K. et al.: Clin. Chem. 47, No.9, 1742-1743 (2001)

3) Mori Y. et al.: Biochem. Biophys. Res. Commun. 289, No.1, 150-154 (2001)
4) Z8 Fh 8 1 £730 BRECEIARSHERDEFE (2000)

5) & RE b 1 £230 BADTEMNFEFRFRTOTS L - BEBEE (2000) [How to use)

6) SH FoA fit : £26 0 BADFEMFRFRTOTIS A - BEEESE (2003) 1. Materials required but not provided

7) Nagamine K. et al.: Molecular and Cellular Probes 16, No.3, 223-229 (2002) Sterilized tubes for master mix. preparation (0.5 mL, 1.5 mL)
8) BAMBZENA I D7« —Z8R | BAMEF M, 54, No.3,667-715 (1999) Micropipettes (0.5~10uL, 10~100 L, 100~1,000 L)
Pipette tips with filter

Loopamp Reaction Tube

Aluminum rack for cooling tubes

Ice (crushed ice) and ice box

Centrifuge for micro-tubes

Centrifuge for 8-connected tubes

Vortex mixer

(7

4., Operation procedure

1) Mixing of master mix. and sample solution (Operate on ice)

(1) Dispense 20 uL of the master mix. into each Loopamp Reaction Tube
(available for sale separately) .

(2) Add 5L of sample RNA to the master mix., and the volume of the solution
should be 25 1L in total. For control reactions, use 5uL of Distilled Water
(DW) for negative control, and 5 uL of Positive Control RNA (PC RNA) for
positive control. Mix the solution well by pipetting or tapping the tube with
the cap closed and then spin down. Be careful not to cause air-bubbles
when mixing.
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< For real-time turbidity detection >
O Loopamp Realtime Turbidimeter *° 2) Amplification reaction

(1) Set the reaction tubes in Loopamp Turbidimeter (Realtime or End
Point) or the incubator with hot bonnet (temperature accuracy within
+0.5C), and incubate them at 60~65C for 30~ 60 minutes (The
reaction condition is dependent upon the characteristics of the primer
used, therefore examine the optimum condition beforehand) .

(2) Inactivate the enzyme and terminate the reaction by incubating the
mixture for 5 minutes at 80°C or 2 minutes at 95°C.

< For end-point turbidity detection >
O Loopamp End Point Turbidimeter *°

< For visual fluorescence detection >
O Loopamp Fluorescent Detection Reagent
O Loopamp Realtime Turbidimeter, Loopamp EndPoint Turbidimeter, or
incubator with hot bonnet (temperature accuracy within=0.5C)
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