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BAIET HIZIE?

~nested PCR & real-time PCR & DLk~

Hh ~ V5 &
PTER %

PCRIAICK DD ILRD U — T ERERIC KD TR TIONDKIDICIE > TEH U,

MEBIF. DIV IEICRRSE

time PCRIAEVD 2 BREDTIEZRNTIT o TNET, D1V RICREE

USRIV 2AZ1&509 BDIZHIC. nested PCRIEE real-

UIZO LN TR

ZARULCIHS. EOXDBERE GINENER, D1ILRAEDER) T. EH50OFENH

ELL<BRETESDIDDLLEER LUK LIS,

[FC&HIZ

BARIZIE, EEROFEWVKRT A FARy hoA L
AIR/ BT A OV AMIE &V D A IV AIRIMFLE L
T, B b T ERRY A L AMPMERET S
VR WRoHATD, A NVAEROFRIZIL. 7 A
VAR L CWVRWEY L~ B AR A
HEHNDZENENTT, VAL ARITRGEL TV e
W< E&EBOT 57202, Fi-BId o0
PCR{EZFAWCTIREL TV ET,

nested PCR ;ZIZ &k A&

EREE=ES R (OIF) O~==T7 /L ClE, mIA
R ARy b7 A NV AORITER 1 OFHTPRIEL
2 [EHTH (nestedPCR) Z &iZ/->TWET, 77

A=—k > ;EXEDNADEFIS~ v F o 73U,

2[EIH®DPCR (2nd PCR) G DESIKENE Tld—
ADEINNLS R SNET N, ZERRES
OISR DEEARRH S NTZ0 . A NV ABIET
ZEFo TRV EMEREICH - TH, Bt &l S
N2 8HY EF (X 1, 2nd PCR), 2D
Alx. BEFEO VA NV ADBILFIERESEZIZLT

%1 nested PCR & real-time PCR §44

HBIBEY
PCR g —
£t | me | |oopee | TR L7 | R sqon | eorm
’ 2nd b | B | P | ERE | | (HD | B
co) | @) | o) | @
ot —o1 1447 | 55 | 60 | 72 |eod20| 40 | 45esRd
F2
R2
tat (—EF a7 | s | 30 | 72 | 30 | a0 | omem
F2v2
R2v2
ot o1 a7 | 59 | s | - | - 0 | 1esm
Fov
wd 224 s s || - | - | 5%
reaktime aF1
PCR o1

OIE

2nd 941 55 60 72 |60-120 40 4-5B5F

nested

pcr | 1

2nd 501 55 30 72 30 25 1FR305)

&2

120 60 30 - - 45 185

12

A NAEETE R TE DRIOSHT (fE5) (285
274 ~—ky MR T 5 & T, —AROE
MW 2R & 2 L 9lcR £ (K1, &
1), PCRSDOBGENE, 7=—V 7 HEDO3 T
BOHIBLT ==Y 7 LR 2 TIEA FRRAZFIR
FETITORME2 TH, S 1 OFEFR & RIS AT
BT, BRI CRERAHIE TE, mESEOR L
ICEBRCEET,

PCR SUini, EFT 23 EEOfEE, DNA & (VA /L

A&) \THEEZTOT L, T DO
FPEDZINT LY PCRIAZEEANAE LU T, MR

FEDEA mé%z% D EF, I TDNA Al
DRI OB A I ST, PRI DT AR 2
3 fEDOFRIE (Ex Taq. KOD FX, Emerald Amp Master
Mix) ZFRWTHRETLE Lz, Y 7 SROBEUTAE
SIEET, 7 ORIUFEC B HEIR LT
WET,  Ex Taq Tld, TN TOEE TR
< . PAIBMEE U = & D IREER DR

1st PCR
F1-R1

2nd PCR

BWYKE

K1 &F5/4~7v—tvrhZAL\= PCR ODERKENE



FRTNEEZLIVE Lz, FAUIK LT KOD FX
I, 10mg OFERED> S D DNA HhHiR 2 FIV T b iR
BERTIXIEIR ST, 100mg DT )50 DNA
IR 2R L7238 O IMARRENHER SVE L
7=, Emerald Amp Master Mix ZfEH4 5 L =728
WTHREREETIERD ONEFATLE FE2),
DL HRBET. DY Lo T T
HEEZLNDT0, PIREBRPLETT,
F2 OMILRE, BEEDENZLD

RHREDEL
. realime
PCRi% nested PCR PCR
TaKaRa Thermo Scientific
HERE -II?xKiga ché) E)C() Emerald Amp | DyNAmo Color
4 Master Mix Flash

SR 2 (b B[54 ] B
WwE|%| « | « |« | x [0 O] O
I3 M Al x |O]O|O] O @)
B olalolo[ - -0
w2y olololol -1 -1 0

FETEDR#ED S L/-DNAICEEAE E DGR 2B E& LI-FFDPCRIR

HOBEBEERT

O, ARTE. X RHEAT

- BREEY

OISR EDL VD7 A )L ABEF 1S £
AUTU U nested  PCR £ TR RTREZ2 D7) MR TR
RaiiE Uiz, ZOfER, PCRICHERT HEERT

(20 1 1) |2 1000 fELLE D A )V ARG T DIMFEET AL
i$ 1st PCR . 10{ELLEZ2E 2nd PCR CHHFTRE
TL7 (®2), PCRIT &> THENE L7~ DNA &I IHE0E
BIOFBIRD ™ A )L A DNA B\CHE 570, B
FEDEEENRIE D 7 A )V AE RT3 FIRFZ PCRYE
AT L TUA L ADNA EAEFET A = L S ETRE
<7,

O|> 0|0

M 10° 10" 102 10% 104 105108
(bp)

1057

770
F1st

PCR

+ 2nd
PCR

B 1stPCR, FE 2nd PCR
M:¥—Hh—
. Z(XEmerald AmpfE
2 nested PCR BIFERRSFERE

real-time PCR IZ& Z1EE

EEMEICEN QD PRIEE LT real-time PCR
LW FERH Y £, AFIDOEIBY U TNHA L
\CBEBE T OHEEEZ AT 5 2 L N ATREeias 2
FIFH L7z FETT, HEIEEEMIL nested PCR K VX2
<, 100bp FREN—AITT, FERGHFITER 1
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IR L7- & 912, nested PCR & b4 % & 4005 C
FEFA T Z ENFRETT, ANEORHIER T 1 X
J&d 720 100 fEC Lz, Mk 2 EEA
IZ X DRERE DR TR L 52370 < . =8
DT Z W 7NV OSE T THERkE 100mg 7> 5 DNA il
HiRZ AW SE TOREEREDR T4 Z &7
A VARRENFRE T L (& 2),
3 nested PCR & real-time PCR LEER

HEBE nested PCR |real-time PCR

R

HENTHETOIEE

e

RSN SN

>>eP>oP>
O[00©©©

IAILREDZLRE

=&

real-time PCR (. PCR FSfsDESIKEN)EL
THDHIEND, BECREISEREHTZ LN T
&, EBARSITZITO Z &N TEET (3K3), —
F7Cnested PCR 1E A /L AEnTF D2t
NARECTT (K 3), 72721, @ L7k L iR A
R L2 AU ISR D 152 2 & &2 /&FEIC W
T, MEEZITORITIUIR Y A, £2. VA
NABERIET DI MU S CREBE: LAP
B VT A A L LAWP EE VY FELHY . LD
RIBECOVANAZRITEL LI RDHZ L
DEIEESNCOES, £ LT, 20k D sk
LT VWD ETHREEIZZ L~ ERTES K 9
\ZRE> TUWVET,

TAIWRRE (f/mg)
10° 10" 102 10% 10* 105 106 107 108 10Q°

nested PCR < >

1st

nested PCR € >

2nd

real-time PCR < >

3 BRHEZ L DBRIAD A IWVREE

(P EREFT HEBNIT e o 7 —
WIBH Y —"7" W9 R)
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rEYOR

HnSFHPM Fisher man !
Inn Eﬂi é AJo)IﬁFEV ﬁll lm' b\ (-’- é ll_.\
~LEBE REMAXHRHEE Lt BESA~

WENUEIL, ERLVWAZITILD, FI-bo4g
IHEICRDERNWZL EADEDEEZFALTNE
I, UL, EEECOE SN TICRIEESH
LBEFEMNC Lo TEDNEIL, TRZEITTRA 725 28
KA TWAEIENKRE BB E > TVNE
T, D7, ITHETIERELEZIZ TS, #BEN
HEDE M CHEIRICHERE L7- =2 2 2Nt 5 iEE)
MTPOHTWET,

IKERBRFZE | o & —FEF N X K EERFIEAT
NEARED N T 7 7ot =4 aBoOlmiE s
FhE L CWDABR T Tk, BiET & Tk
FN—RE 720 | MBES 2 OBEIUIEY A TV
F4, BETRE AR OR B iR FERA IS
FTET AN BIALZDA L RR—DOED
THY, NEREEATA X ) VXTI
EOEYEIBHFES ., HETORHEMEE = 2
DOEYUZ HFEBCED SBATHET (K1),

I1 II\EJ"E%%EI &5k

H20 H21

TR BETEXBRRKER

N

(V) S E
[

H23
i

K2 EEMICHTHBEITIEINEDHTS

4

|I|IL

FE%@ IINinD

. B=—n, 7
?X%y7\&y%ﬁ
ML, ZEE 7R EFEIC
e ThHY, Zhbik
7Rl L CEHEAOMELE
:iﬁ&’) HICRBE SN
I IRT— g v
ICED LN, iR
B =TI
¥ (BE1, 2), |

BiEHICL DL, =
%A PG LR 20
& [‘E Lgxa ol FH2 ‘*'*&)é‘htj{sd)ﬂ\
INEDS 2.94 P &b %<, DIREITERIBAME
michsr29TT (K2),

—J7. MAEE AT [T I 0EINEITREEE.
BRI OZEIC L > TEILT 5, TX 0 K7
DIFEIRDOFFAE L £ &, AT L —T
1372, TEDLIETEL OIEE LITHN R L
00 BARBIEBEOEFH L H - TRV M2
Lol L IRRTE A7 BT BRRCZ OREIZER
DA TWET, =B L L TAALRDOWEE
BEERWEHCLEL L D,

(BB GIREE S L— 7 K)

FE1 BERLAZEEELE=—IL

HETRAXGERES

it B K
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FERR2 7T FERRF—MRAFMZEAELE L1

WEF PR K FERFSERT Cl, AT 2 —
DI 2N LBHIRDBH > TN T &% B
BN, B4 1 ERARREBIE L W ET, 55E
PR 2THE9 A5 B (b)) I Tho&Hh iz !
WENME2015] X vy T 7L—XICHIELE
L7

HHTD 9 ARMEE WD Z & T A RZTIHY
F LA, 409 LDOF B L& E L, 4
EllL, EEABICE o7l L 5.5 TR
BNFRLIEZ b ETo, WD TORAR L 72 HAFFERT
FTY 7 — %470, B R CE 72 WIFEERE
BELZRFL QWL RE Beb bt Ths
L7z, ZDIFN0ERRI—F—1%< OANTHRD
W, RTC BT, il T, BHERTAE BT U C

S8 E NYFEL

BR ME

W72 =D Ty EBWE T, TGO,
72 DN RABIBMBIC ZH < IS Lz
R BICHONE Y TXNWE LT, AkEBLEIAL
< BREVWNZLET,

CEGHET ESHEE HRER)

FEOEBFNBKEIA—JLZHAELFLL:

R NV 2 KB L 5 12 R GR35
FNET v v 7 KERBRESRES &P NHEX K
FEMFZEPT ORI K % T2 6 [BRER NIKEE 7 4+ —
T VR 2TH10 A 24 B (b)) [ZIAETARO
RCCXbE o #—THfEL £ L1,

ZDT7F—T L%, VR 17T FELVIRETEEL
TWDYUURY T LT, 2k CIREEERERERD
T ININoT-DTIN, Al HEFENOHED

R L&5C

R =

§1

FEELVBWLL | —RITIlEE 527 T v

M3 o8 REE—] 27—~ & LE Lz, Ziud,
BRI DO AFED O IRGEIZE D BT 5 )0
—TLREMz., EMO LD EERULT D, VWi
D7 T MERETREMNZ > TE = a2 b
52T-HDTY,

Y H L, MEENOHEOZEE JBRICEH T fEF
AUTO D AR BR R HR FEHIE LDV T 6 BEDGETE
DD | EOBROBRETRR CIHERE RATHI T
DOIVE LTz,

TREERARE . 1TEHEE, RREGESELZED, 124
DI R TBINZE &S L0 E LT, Bl
W TEWTERICIIERLAR U B 9, 7288, R4
I XEPT ORFRG 2 ZHE 1 5 TR R RS
ZRBENZLETOT, ZHELICHLRIECBIMT S
VY,

GEBHEETR)
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GHDERTHIMIEREM TLHSCH (BHE) |
LT i (BEA) | TY,

LHSULDEIIL, AeMEZEZ AT DB LD
TY (P62 HERY) . TP ROEHEIZ, #1HTHY
RS I AT DO LDTY CER264E8 H i)

CEBHERERR SEBHEERR FrliRR  HiARmIg)

kA H

WPNEE2 S 2BMI VW LET. 45IERERHARNEL LT, LoSCLLEILPAPToTVS
HAEE & BT, ETROR/ONIET =B ED X S ITKENI « KIERICHILS> TSz TH L TE Y
Y. BB 4 AP SKERGUIIER v X —IB0OKBERTRE L i LKPEWFIE « ZeRRH & LTI L < AX —
rRYSZ LI E L,

AGEIZAIT 2 8, SIFEFTOMERR R E2RIETOHITRITLTE ) £9. adFONRICET S TH
IR EHZOWTO THEREZTSVE LS, Pl Tz B LE 7,

CEBHEEDR SEBHLERE S M)
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