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PMA qPCR FEE#MHFIZ - E. coli (UidA)
FEEEES: P2060S, P2060

FEERAAE: 20T, 200T

FEERAE
pE
P2060S (20T) P2060 (200T)
oy
PMA Dye, 20 mM inH20 10 uL 100 pL
Universal SYBR Green qPCR Super mix GEFE) 0.2mL 2mL
Primer mix (uidA, 5 pM)

For: 5°>-CGGTGATATCGTCCACCCAG-3’ 40 pL 400 pL

Rev: 5>-TGGATCGCGAAAACTGTGGA-3’
figFE&H

20°CELFE. BRHIRSMEE.

KB

PMA: Ex = 464 nm; Ex/Em = 510/610 nm (following photolysis and reaction with DNA/RNA)

ERTER

PMAgPCR JEEHEMIR T2 AN AEE IR M BN TR, RLFI 2t PMA ZHFIET SYBR Green Z#4#J gPCR
BER. RENRERSENATLENERBETTRENZLRMS. PMA 2—HSHEMME DNA EE53K, LTHEWE
DNA, iZERAFEBMB/HN, ESZRESRFTULHEARATHRE. PMA EFAMERTSEN, BELLAEE
MRS RR SRR SE AR DNA. PMA 21 DNA ZI53% (~464 nm) XfEE, PMA LHIXREMBREZUABRE
MHRGEHRE, 5 DNAGEMSMIENERERSRNFBRENENARE, NMSBURAM DNA #1F. ZgimidE
£ DNA 1%, BERHNERELE DNA RBUTIEP SMMEER —EE % RBEBRPREEN PMA, ERBABHTS
KOFREDBRIEZKEENRBREEY, BETEBELENGS DNA. EF PMA #IX—451%, HFH PMA 5 qPCR &
ARIBLEE, BR—MFRNTTE—PMA-GPCR, AT EMAEMNIFIL. BRNZEEESHAREHRURES ., HH. REN
FHE RPEEIRIE.

SRAMMIALIE, MERKTIR, THSFEMUHERERE . FRUREMLAIERE. HREEROLIE, xR,
AT RE R AR A B R TIT IR SR AR

ERAE
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ERFEEER

1L AEEENAFSREARBEBECNXSEENEE. TERAARNTESSBAERRZN, BS5AAHaRE.
BHELSZE, MEIERE, TEASZNSHAMERR. Bit, FEERLFZZE, FRATCEERMALE T
EARFEREER TEEFNARLBMRGTE,

2. PMA IBEMREFTEHITHE, UERNSTMEM DNA £ENEES. ABRETUEREaRAaXE. —MKiE,

KT, AMLROMERBES. I LED LT (MNMERLT) ARSMATBHHERFISH=EAERNE, REFEE-RMRK
RIS R AL TR

3. BATUENBIE A RRG . BEHIT PMA LIBLMBZ BN FHA TS RIAAMEH = BRI ER. MEERNZ
BUAFRHEEAR, BTSN .

4.PMA HERSERALEI R BT ITUEMEEAR P LR PMA HANEIHAY DNA; Eitt, 7EREVERELE DNA B, FiEAHEREAFR
HYE[EIZH DNA FEftiR, BETHFRA—LALIE. BRMETER AT LUE FASEZRARE EZH DNA.

5. ATHIE PMA FEN XA DB, AIXTEERIALEHAR-+PMA Z B Ct (dCt)ZEfL.

ZHE (&)

SR (AT PMA 121 DNA FHISERELSE)

MEERFE DNA REKFIE

ZHPR

h J

EE FLAE HA

=<

|’FIJDPMA| | APMA |

I |
v

S B 10 min
v
by
v

|  onam |

v

gPCR

1. WREY 10 pL KEAF EER TR LB 15355, MBS I 78 P 7 KT3I 7 2 B AT 18] = 3804 KA (OD600 = 1.0);
i EFRATEIARIESDIS VIR,

2. BUBHIKBAATE A, B 400 uL, ETFFEELED;

3. (BB FIREHKEITE. ESEXMNXBTREATR, TEENXBAERANKBERT 95°C, 5min, 3¢ 58°CHN#A
3h, ENAIRBRNXBEBITE. RHXBTRNESRERFENXBTHE;

4. BEENABTE, —HTE PMA L2, —% /8 25 uM PMA 218 (LEBERRELEA S A RESEME N RIE PMA KEE
ERFERICHED ;

5. 3 PMA L EMHEAERETERKRL, BXFE 10 min, FERSHERFSRS;
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6. MBS, ALMERERSARLIRE, BEMNEEFEETER. flin, ATH 60 W BYIELT, & 15 min.

E: O BEAREL, RIS PMA QIBMHAERIEEENIE 20 cm LAk E. KIRFMEBRAIERS. HEL
BREHEREEEMER, X515 min; @ BEEATEFRNNARAITIN, ATHREANERMESFELE, FiEY
IEAC SRR E] .

7. RCEBFIARALIRATERIRMEATE 5000 g, FHL 10 min, X EE;

8. IRIEFEARENEFSIBEMEEA DNA RREURFIZ, St DNA B, SEFEAREAHERAER AR,

7E: DNA 2P BSEFRARFIZMNRAE. PMA BRMERNGIRBEZITEMNERPER PMA 558 DNA; Bk, &
REVEFELH DNA B, SENERHERFRAERELS DNA EER, #ITHRIE—LAIE (EEMEERNERELE DNA 21
—¥, EREKRERERR) .

9. WUMTHRFERBEER:

RN4AS 20 uL 7 R AFR EIRE
Universal SYBR Green gPCR Super mix 10 pL 1x
F R34 2L 0.5 uM
IR &2 —
H.0 #EE 20 L

F: © 3 DNA ZBURFISIZ BN DNA, gPCR IRHREL 2 uL fEREIBMHMAATE; @ BRRFRABETRE R MR
10%; © RIFURE: gDNA MARIRES, EE 1-10ng BIA]; @ PCR 3IHIMAREBEE R 0.4 uM, ATLUSEIRIFILER,
R B RERERT, ATRAFE 0.2 - 1 uM BB 4R E .

10. BRIRERSIRBIRAR, HBEEAKRZEPCRE.

11. MiRFERF

2R B FfiE] {2
ik 95°C 120's 1

Tt 95°C 5s

B 60 T 155 40

HE e 72°C 30s

E: O EREEREERMNEBEITEE; @ mix 89 Taq BEFZE 2 min ASERHIE, EERF L DNA ATREEEEKAIEMN
AiE), LCRTATHEINIEMERTE], BATEMERTE AR B A KR HITIREE .
12. (FT&) BB
FREMAEMEMAEEANR, SHTEHEARPEREBRE. EINFIH PMAGPCR JEHERKMET, STIIES|¥K PCR 12
FREEE,
5. EHAEXR ACtHE
(1) oPCREARIE, ERMNBRHITEE MERK CtiE;
(2) BEHESNREREMN dCtHAR, FIE PMA 2ERINING TILMEE DNA B3 18, HEUT:
dCt sz = Ctgz, pmA sm) - Clz, PMA skasm)
dCt % = Clee, Pva asm) - Cler, PMA 5asse)
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(3) JEMER dCt HARERNAT 0 +1, XK PMA TR ENTELAL DNA B3 18,
(4) ZEHER dCt HABEKRT 4 (dCt 7 4 R T4 16 15, BIABRT 94% HIFELE DNA; dCt J3 8 RiRmD T4
250 f&5, BNKFRT 99.6%AIE4AE DNA) ;
(5) ZEAERY dCt BURTIFZRER, 85 EHRA/MMAER; BEKRELN; PMAERRE; ¥IBFFIKE.
13. (WJik) SEMEGLEHE
MR, EEENBERES, ATUENERFF@RESEEITE.
(1 HHEHARR dCt{&:
dCt sx = Clise, PMa asm) - Clises, PMA 5a58)
(2) %4 dCt EAEME LG
PMA HI 5% =2 “*dor
SELAE% = 100 / PMA #5451
14. (FIi%) HEEHRRREXTHE
IMRETEHEAPERENANHE, TEACHRENBFRENERELE DNA SI{ErRELZ%. BIERENLEREE
4HIRETE qPCR ST RBSEEA .
(1) FAEENEREHEFIT gPCR, FHLL Ct{ERNLER, MK LR, ITHE RZEFIMEMEE, HERREM y HEE.
(2) THELIHARRE I
Ct= RIZE * MK +y MBI (y=mx+h)
HEHs = (Ct—yHEEE) | RFE
7 LT RE IR DNA KRk .

i
E.coli (uidA)
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1. ERRERERENECEER, BHITEEIS.
2. KFASEDFRIBETARK, EHRREFEIREFEITE.
3. ATHEMREMER, BFEKWRHR M FERE.
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