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PMA (BEREAHE) , 20 mM in water
FEERiES: P4051

FEE@mAMAg: 100 uL

-k 2

SN RBLL BRI

Ex (pH 3) = 464 nm (before photolysis)

Ex /Em (after photocrosslinking to nucleic acid) = 510/610 nm
F3: CarHaCl2Ns

SFE: 5115

UEc s
20°CREKIRT, AHHRIRE.

a4

PMA 2—HMIE =M H DNA EE R, 1IZRRAFABMBITL, B5RRAESERTULHEANPRHE. EXL
HE5XW 4 DNA EFSFFME. PMA TEBMAERISIEM, EILrTiEF SRR ZRATEAHET DNA. PMA f£iF#) DNA
K (~464nm) SRR, PMA LR NMEREZRUASREMESHEEHRE, 5 DNAESMSMIEREMETRS R
B BN BRE, NTISBKAM DNA £ (B . Z&iHIIELE DNA T, HIFEHAREAEELZA DNA
RIS IEh SR —EE %, #MAEEMEEHh BFF DNA B PCR 18, BRBERRTRESH PMA, HEELBSHT
5K 0 FRESBBTZHKEEREREEY, EERBTERBILNLEES DNA, AT PCR ##. X MFMEES PMA
AILUBIE KRS EE PCR (qPCR) WYFER, MM ZHEAXBEIE: HE. £YR. BE. HE. mEMEZYHAME; 5 gPCR.
NGS. Sanger JUF#1 LAMP $ARMLEE, I ZRAERSMKZEMIFEMNRF.

PMA-modified dead cell DNA
not amplified by PCR
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£l 1. PMA f&1f DNA /53833 qPCR E8EEMSEEHRIE
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1. PMA IR{BAAEIZEIEM X DL EAEE . ITS RIEMRE N ES FREMESZIR, EERT PMA RN, BHLGE,
MESNERGS, ATRASUASHMBRER. Fit, EEF PMARNZ AT, FAATCHERMALEHERTERT
TRk R A KB R R A 5 7%

2. PMA O3B MBI R R EHITHMRE, UERK SR DNA HNES. ARRETUEREERB LR, —MRki,
KT, ABLEHMERBES. 3F LED T (WaHRLT) WHRSMABHEAFTISFELEFNE, REFFEERERK
RIS bR AL TR

3. BARRILAENBRELHRE . BEHIT PMA LIERB BN R AR RES A AR H P £ BRI MLSER . EERNZ
BAHHEAR, BTN,

4.PMA HIERSERALEI BT TUE MAEAR P ERR PMA HNEIHAT DNA; Eitk, 7EHREVERELE DNA B, FiEAHEREFR
RIEEELH DNA SRR R, #ITHF—LALIE. BRMESTER AT LUE SRR E EIZH DNA.

5. AT WIE PMA TEMRAEAR PR BRYE, FIXTEEELIEEEAR-/+PMA Z (B8R Ct (dCH)ZE1L.,

MR (BE)

KR (BT PMA &1 DNA BHIXBRSE)

MEERFE DNA REIKFIE

ft &R gPCR Mix IFI&

SRR KR B gPCR 514

BB

h J

EE FLAE HA
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v

S B 10 min
v
by
v
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gPCR

1. UREX 10 uL iR FiRis LB 15555, HEREFAPEFIRKEKAE, FEREFEFHREKE (0D600 = 1.0);
JE: IEFREL KR N SRR E IR B SN AR

2. BURHEMY, §1 400 L, ETFEEOLEH,

3. (B FIEREE. BEHEILMREAITE, IFEHEREMNKBIRF 95°CHMA 5min, =X 58°CHI#H 3h, E{FRIER
IR BITIRSE, EVAIRGSEME. EAEMNEERIEREME .
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4. BHTEME, —HFH PMA L, —#HH 25 uM PMA &8 (QEAELEBFEAERIFEHRNZE PMA IREEEHE
R -

5. 1% PMA LEMHAZRETERL, BXFHE 10 min, ERNEHERTTRES.

6. WrEmiRE, TUMERERSARLIR, REMNEFEITER. fln, ATH 60 W aIIEAT, BREH 15 min.

I © BERRELT, HITEE PMA LEMHEAREREESNIR 20 cm &MKR . KRB BEEREES, X
RIEEEREEEM, K 5-15 min; @ HEERAMEPREWERAITES, HBTHREHERNERMSELE, FEY
AR E]

7. SIBFNRAIRAIEME 5000 >g, Fil> 10 min, K LEE.

8. MIFHEARLRIEIF A EMEFELE DNA ZEUKFIE, %t DNA B, SZLAHEAEAHERRER AR,

7E: DNA RS REEFRAINTIZNERAHE. PMA IS ERNGIRBITITEMEER T LR PMA 451 DNA; Eit, &
IRENELELH DNA B, &AM MEEMAFRAVERELE DNA iR, HITHERE—LAE (EEMEERIEREZE DNA EF
—%, EERERERERR) .

9. HIMNTHRFIER RS RK:

RRES 20 pL 7 AR IRE
gPCR Mix XFI& (BE) — 1x
FR3IH EE £0.4uM
R Ee _
H20 WMEZE20pL

7E: O M DNA REUAFIZIZENEI DNA, oPCR IRIRI 2 uL (EARBMUAT; © RIRFRTGET &L R KA
10%; @ #EIRKE: gDNA MIERET, @& 1-10ng BIAl; @ PCR SI¥IMZLIRERERN 0.4 uM, FAILUSRIRIFHLZR,
R BV EEBERT, AT 0.2 - 1 pM SEEIREE S | 9IRE .
10. BRARIERSRRIRAR, BBEERKREPCRE.
11. MiKTEF (RIBEE qPCR Mix iIXFIBTIRFHTIRFEE) -
12. BuRSH
EREREMTAMEERAIR, ST EEARRTMA. EILIFE PMAQPCR SEHERAT, %IIESI4IR PCR 72
FREAE,
5t EHEXE dCt HE
(1) oPCREXRIE, FERUEFEREHTESMEARRM Ct E.
(2) BEHESNMREREMN dCtHAR, FIE PMA 2ERINING T ILMEE DNA 193718, HEUT:
dCt = = Ctz, PmA ss) - Clz, PMA i)
dCt % = Ctoe, Pva asm) - Clee, PmA 5asse)
(3) JEAER dCt HARERHAT 0 +1, X3RAA PMA TR ENTEHAL DNA #3318,
(4) ZEHER dCt HAZEKXT 4 (dCt J 4 R T4 16 15, BIABRT 94% HIFLLEE DNA; dCt J3 8 RimmD T4
250 f&, BIERRT 99.6%KIZEL4AE DNA) .
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(5) ZEAMERY dCt BURTIFZER, B EHRAR/MBEAR; WEWRESN; PMAERRE; yIBFIIKE.
13. SEMESHEETTE
R, EAEMBLERER, ATAANERPETRESTH.
(1) HHEHAR dCtE:
dCt s = Clises, Pma asm) - Clises, PMA 5
(2) %4 dCt EAEME LG
PMA it %y =2 #Fdac
SEYAEI% = 100 / PMA ) 53
14, HEEMERN A E
MREHEHARFEFARN G E, TEACMHERERENEENE DNA HIERERLZ%. BIHERNLEEE
4HIRETE qPCR TR RRSEREA .
(1) A Ct ERYLER, MAECAELRR, HIEfR .
(2) HEZWAEARRE I
Ct= RIZE * MK +y MBI (y=mx+h)
MEHur = (Ct-y B / RZE
7 LT RE IR DNA KRRk .

=Pl
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2. FBILAKRAAER 25 WM PMA 5, REEHE. /FIRE gDNA, A uidA SI4#E1TH 18,
==
EEEW

1. ERRER BN EOCEER, B#HITREESE.
2. AFZESFRIBINARN, ERARREFEIEFEIZEL.
3. ATEMREMER, AFIURABREFERIE.
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