32 Fx/)IABTEEINTF

3-2-1 HERHIZHOWT
DNENZ BV TARRER R 4~5 [BPEAT 50 (K1), Hl-OHFERIZ LD %
AR RAERIOE VRS D, T v ORI Tk, ASHE O AL i 2 2 4w
THI-OIC, WERGRITCER R EN 7Tz Ty TEHRELTNDL D
EMBZ, T LItEREZ S Lo, AEZBET 2 RO R AR 202325 &
LI, YRV e NIy T ERE %L’CEBZE%:%&Q%?‘ZD =77 L
ﬁ@@%ﬁ%ﬁ%%mﬁém;mm®%%%ﬁofﬁ# AR T2 W & T
HTENLEE LV,
120

20
40 r

%
55 30 -
L]

%120-

10 r

"

0
o NP B P P P N W o O Q,\"‘\ \"3’@\%\\ AR
B1 F¥/ah0FNIXTAAOBHRRR
(5 BHBETY., BARREHARELF—ATFTELD

3-2-2 BEFETIHIHLD

Q) Fxy/ahhrzEFo~"~FH 70T AT —BIOMER T v (W
h B AR 72 £ B FTEE) o

2 YD 7xzaEr b7 v 7T EFYREICHET DD, BEX N7 v 7Icft
E?é%@k\%%KEETE%%&H(E%L&&m&E)ﬁk%ﬁf#
a3

323 7xurEY NS TORE

(1) EEAEXREAREICEeTT7zmeE®wry oy 7Z2EEL, M Ty 7O TEA
Friim E FAREORIICRD L OICRET D (KM2), vk, ZO&ES
HETZ—HITH, KT v 7TRRTRILSNRNE D ICHEETIVULIRW, o
L, 720 N3EKRLDEN ENG, FrHRNOBER BN T v 71z
MEFITFHI SN D Lo fm L RfREORm IICHET S (K2, 3),

(2) ¥iBEWRIZ7 =a® N7 —ZEEL., b7 vy T ORBIZFHEAT S,
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K2 72z0FYFSy THEH 1 B3 72zAFY Sy THEH 2

3-2-4 FEEROENY & RTF
(1) R OFEABEIZL D0, EEEEGRFR2WnchEmE 25 78 (U A
T L1 02 EH Lﬁ?‘éiﬁ/\ T80 fEIR, U AT L~UL 2 H 3 0B flr
T o5 E 16 fER (1-3 /) DSKEBICHFHERR SNIRE . EH00CEIT 5
(X 4), 728, ¥EKE 1 BRI EZRELZSATLT Y/ a7 TN
< XA DS O DNAFIHIZFRECTH DM, T A7 VIC X HDHiaES I E
DOREIZL D DNABIL LR SN TS ZENLERNLETH D,
(2) MBI &2 Eiid 2 £ TOR. B L 728 ITmEE (-20°C)
FIITHRE (4°C) TRIFT 5, 2B, Br AREOHHERGEIZ L »
H%J“@/A@M%ﬁf&m X, BHUERE 2N TH 5D,

(

4 JERICERSNE=-Fr/a3hVEVUNTTEA
(B NILTRD)
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4-2 Fx)aBrEoneX0OTT 7)Y NEIEFNBLTFES

s

XU ®HIT

DAH % IGR HlO—>ThrT7 7= /) Y RiFd= s XAV U KIRICERT
Lo WHIMERMTIZ= 2 XAV UZFKIEKD 415 ZFHOT I VBB T 7 =056
NYUNEDY, 777 =2 P REOREEBIMENMET T2 Z &1T L 0zt
WETT 5, 2 T4 EFBOT X /% a— N T 5% KB EOERER
F(&Z M TlE GCGC., Pt Tl GTGC)# &My & LT, &fa A Hp+ 5,

%7 PCR-RFLP (L Tld, SBRKEE T LOBEREESINZEL= s X4V U5
RDOERSYECH % PCR HANE L | JB2 MR O ¥ FEEC S GCGC % Fi B AV B3 5 il
[REEEZ TR 5, ZOFETHE, EittdsT, Bitrst, KRz
PE~T m ZBRRICHE L, iR s T HEER N AT Z N AEETH D,
RIZ LAMP V£ TIE, PR OS2 SAREIR 1 E O ILRLY 4 Fr B IR 3
L7 T4 —EHWTEZEET 5, ZOFETIE, t—~ a7 7 —SXBRUKE)
HEE 72 E ORI RN AR E TH D720 PRS2 FF o EIR 2 I
HT D2 ENARETH D,

b g e ZREDOT IR Z RARE R E O EERCA
Bz (S) A5 FZANRNT 7= (A) GCGC
Bhut (R) A15 FHBZ AN v (V) GTGC
|. DNA HiHH#E
<HEfFTHHD>

- YEfi# /N > 7 7 — (50 mM NaOH, 200 uM EDTA)
- F1f1/N > 7 7 — (200 mM Tris-HCI, pH 8.0)
*PCRTF2—T7BLOFv v

+ E'—%—(500 mL-1000 mL)

sy B —F AT

T VN

< FlE>
(SR DEE)
1) %hHix DNA i35 £ T, MEE(-20°C) THOLETHL, 1.5 mL Fa—7
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IZL1BATHOANTHET D & AFEDEP RN,

2) AfR/Ny 77— 100 uL % PCR F = — 71 AN D,

3) LhHDEEE B 2mm &1 v 2 —F A 7 TYIvY | 2) IZANS,

4) FEHLIE v Z—F A 70y NI, T roarZ2Ix—vark
BT D720, ERIZAKTHWKSZRE S,

5) Y—~ VA 7 T —% T 95°CT 10 4y MmEd 5,

6) HFI/Ny 77— 50uL ZH LV PCR F = —7IZ AL, 5)D EiE% 30ul A
%o Z OMHRIZAERE(4°C) TRAT L, 1B LANICHET 217 9 o

(F DA

1) AHIE DNA HitH 42 ETh T v 728 HEE(-20°00) TH LT, K
HOEHE N T v 7oty FTHL, LEET ST v v 7 &R U EIC
AITHIT D EAEERRDB R,

2) WfiHE/N > 77— 100 uL % PCR F 2 — 7|2 AN 5,

3) HDMEEZ 't D WIITHER O A2 FAVT, 2) ITAND,

4) FEHLIE v Z—FA 70y NI, BT roarZ2Ix—vark
BET D720, R K THROWKS ZREELD,

5) Y—~ VA 7 T —% T 95°CT 10 /rMmEd 5,

6) HFI/Ny 77— 50 uL Z#H LV PCR F o —7 2 AL, 4) O EiEE 30 b A
b, Z OMHNRIZMEE@4°C) THRAF L, LEMEINICHNIT 21T 5,

Il. PCR-RFLP

<HEfiiT oD >
s BIEOF ¥ / 2k 7~ 5 DNA fHIR
- PCR %3 [Emerald Amp MAX PCR Master Mix | (¥ 1 7 /31 4/ i % RR320A)
- TTA4~—2F
RFLP-1F : 5-TGACGCTATTGTATTGTGGTTTC-3'
RFLP-1R : 5-CTCAATGACGTAGGCCATG-3'
HIREESR Hhal) (=2 —A 7T 2 RN A TR /% RO139S & 7213 R0139L)
- PR AR R K
T Hua— AL
* DNA Jraifd (mF v A7 m~A KN, Gel Red %)
- EREEE (V—~A YA 7T — vty N vA 7Ty TE)

< FNE>
1) LUT ORI 72 D £ 5 ISR 2 AT AR RS L. PCR F = — 7 1T457ET
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1AK%y 20 K5y DA
Emerald MAX PCR Master Mix 2.5 puL 50.0 uL
TR B 758 7K 1.3 uL 26.0 uL
&7 T4 ~—(% 10 uM) 0.26 uL 5.2 uL
Al 406 L AFF8L.2puL & 20 KIZHTE

2) DNA fifliHic kv B onizF v/ ah 7T /"~F% DNA % 1 uL 2457
T %,

) ¥y v T EMAH, h—~AV AT =y FL, LLTORE - KR E T
PCR K &1T 9,

94°C 30 b
98°C 10 #
65°C 30 40 34 7 v
72°C 30 B

1. HIFREER KIS
1) LLTF ORI 72 D & 9 15538 & b A 5oy . PCRF 22—+
a3
NG 20 A5 DA
Hhal 0.2 uL 4 uL
7R AK 48l 96 L
ARt 5.0uL AFF 100 pL % 20 AR5

) ot 0T WD, S ) Tl b L, ST, BRI,

IV. EXRIKE) - Yufa - /E
1) Hhal LBl e —F 4 > 7Ny 77y —% Nz, 2%7 Ha—A% LT 20~30
57 100 V CEXIKENT 5,
2) =F Yo LsTa~vA K (EtBr) &5\ L GelRed (Biotium,/ ih% 41003) 4T
A S
3 UVZEZHH L, N RE—r 2T 5
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V. fER
v—h— M 1 2 3

X
(bp)
1000

500
400
300

200

301 bp (IEHIMERFSREY) (2 R)
202 bp (21N (2 K)

<99 bp (EEMEREIRN) (> R)

100

L—yNol: 77 7= /Y RAESZMHARTE SIS
L—2No2: 77 7=/ Y R ES E~7 2 RIS
L—2No3: 77 7= /Y REMHMESRE RR

M: ¥ A X~—h— (100bp 7 % —)

PCRISIRIC L D . =7 XA Y U2 RAIRDE 3 ECH T 5 301 bp MHINE S5,
il FREESR Hhal (3RS PEER O FF > BIRE T EOEEERS] (GCGC) % i
FIZERRE L CUIlrd %,

S MERE SIS 1E, HIIREERIC L D0IWNC LD 2 KD /X K (99 bp, 202 bp)
iRt S5, BPHERE RIR I, HIRERIC LV OIS nizd 1 RO
> K (301bp) 3 S D, HPIMEREMEA~T 1 RIS X, 3ARD /N (99 bp,
202 bp, 301bp) 2R SN D,

VI. &R fENT
bl DHEHTVE R AR, P M~ T o R OSEE 2 1 & 12 . DAH 5% IGR
FHEHTME G - (AGISV)BEE 2 ki L W R 5,

W o 7 i (g — RO (AR Sx 2+ 5 n RO TR
PR S 75 (%) pETIE T x 100

* PCR-RFLP ¥ TN K23 H S 72 W ER 1B <
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VII. LAMP
<¥EfFTorHD>
s BIEOF v / 3k 7~ 5 DNA flHIR
- LoopampDNA HAEFRE o~ b CEBHEE: /i LMP204)
» Loopamp #0)t + B H#MHEEE GeiMbE/ fL&%& LMP221)
- 74 ~—4F (HPLC 7 L — ROFEHNEE L)
F3 : 5-GCTGCTGTAATCTAGATATCTCA-3'
B3 : 5-CCTTGCGGTAGTTGTCG-3'
FIPR : 5-ACTACTCGGAGCATCATTACCTATCAGCTCTCACATCACATT-3'
BIPR : 5-TGCGGCGGTACGACGAGCCTGGTTGTTCGCG-3'
- PR AR K
cEBRS A (vA 7 eERy N, AT v TE)
s =LA T T — (EIRAE - BEER T L)
< FIE >
1) ATFOMRIZR D L9007 T4 ~—2 v 7 AT 5,

TIA~—% (RE)  HE

F3 (50 uM ) 2 uL
B3 (50 uM ) 2 uL
F1P (50 uM) 16 uL
B1P (50 uM ) 16 uL

2) LT ORI ALSRE L, PCRF 2 —71201ET D,

1 A%y 2 OARGDGE
2 X Reaction mix 125 uL 250 uL
TIAv—I v T A 1.8 uL 36 uL
Bst DNA polymerase 1.0uL 20 uL
W 75 5 7K 6.7 uL 134 uL
Fluorescent Detection Reagent 1.0uL 20 uL

AFF 230uL At 460 pL

3) DNAMHHICE v B on=F v/ 27 E L/ v~F% DNA ZJEAFE KT
100 AR L., 2 pL 3 o0ET 5,

8) Y=~ YA 7 F—HETUTOMY KIET 5,
65°C, 90 %y
95°C. 247
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VIII. %22

RO 2 18 S IR WO IREESCR i 2 0T T T, B R (240-260 nm) b S W T E
I £ (350-370 nm) DERSMR A bkl o & U TSI D& N A2 BLEET 5,

2B, 470nm DN TH RIS, RIR OHEOEITIKE K, SIS & il L Tl <
H &z, EAMRBE B O OEE IR, BEay be— b3t a3 L TR
2D, T 2—7 OB SEMNRBEHEENOBEL, X T T 72> br—b
& DEN LT UVNEIZHET D,

IX. FER AKX S/S R/S R/R

AR :

254nm
MINI-TRANSILUMINATOR
(7+3a. NTM-10)

470nm
UltraSlim LED £ LS R—4& —
(MAESRTOGEN;SLB-01&SLB-01W)

254nm
BIOINSTRUMENT
(ATTO, TP-20MCP)

LAMP (2 X0, Pyt 7 X4 V U FAKBIA T E O IEELY) A3 R B
I(ZHEME X415, Fluorescent Detection Reagent HIC& £ 5 /bt A %, 1T U
VB A F L EFEAE LTI L TV DN, BEEMISOBERICB W TAERT D
vu oA TN oA F R EDELER L, S HICRISKT O~
TRV T LA T EREGTH I ETHRANHERIND,

Tebb, wAPREEND LB EE TN EENLTND RIS RIR Th
HTEBRBEENS,

X. WSRO

ARFETIT EPWERE RIR &PV E~T 1 RISIZHBITE 722z,
DAH % IGR AEHU &S 7 (A415V) AR 1 XL E TS U CIRETHEE T 5,

o g e oy — (1 [s e MO FEiE%
e B s 7L (%) (1 ) X 100

(B - EFSERN)
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