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RmBREE qPCR 82N FEEAhR A B

>ERER
EDY016-Y0l 18%&EiEE qPCR #5NiK 722 AkM (100T) 100T
EDY016-Y02 18®EEE qPCR #MLRX 7 & EA AR (200T) 200T
> = mikik

ED 8% &EE qPCR XTI ERE T —MiREEN A ERENIERFIIEEBE .
ARXFIEXA qRT-PCR HAREMHESRHFE RNA EFEENESE, &M RNA REFM
qRT-PCR HiEZREEIRKF.
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By &R (1o00T) | FFR (200T)

Lentivirus RNA Control Template (5 x10% copies/ul.) 30 uL. 60 pL
RNA Dilution Buffer 1 mL x2 I mL x4
One Step qPCR Mix 100 pLL 200 pL
2 x One Step SYBR Green Mix ImL ImLx 2
Lenti-qPCR Forward Primer (10 pM) 100pL 200 pLL
Lenti-gPCR Reverse Primer (10 M) 100 uL 200 pL
RNase-Free Water ImLx3 ImLx6
50X ROX Reference Dyel 50 ull 100 pLL
50X ROX Reference Dye2 50 uLL 100 pLL

&% HF: Lentivirus RNA Control Template 777 -80 °C; HEMRBHANEEE 20 °C.
ROX Reference Dye FFRIEFLSFZIE~ERNREESIRE: 50X ROX Reference Dyel
EATFHA ABI 7900HT/7300 Real-Time PCR System 1 StepOnePlus {28, 50X ROX
Reference Dye2 &M F ABI 7500, 7500 Fast Real-Time PCR System, Stratagene Mx3000P {%
#%; Roche, Bio-Rad B Real Time PCR {X X EFR ROX.
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® NucleoSpin RNA Virus Kit (10 preps; Cat. No. 740956.10)
5% X H E.ZN.A @Viral RNA Kit (Omega)
® DNase l
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¥F qPCR A BRSO IGHRMEN REE, AELMEMN DNA F1 RNA 5
SENAISI AT 18, S8 O ERBIEEERELE. BEBAT, BIGEI=5%
MIRER: MBI SHIEHREX. REPCR i8RMERR,. PCR ZHSHE GENAE
FEEED « B, HIEZEEEFSEMRRAAMZRIRITR (NTC) k.

1. BREEENH RNA 28

(1) MERBERYERIERRE LE, FLL 2000 ¥/ AR E Bl
HHANEES

(2) BY200 puL E5F, MZBDEE, sifigFaE -80°C T.

(3) RIBEHFEZEFEE RNA IZEURFIEHPAR N LRFS EERPHITER
YH RNA EE &k, |EEM 50-100 uL A& RNase BY7K %Rt RNA.

(4) MREWEHFSEHERNBEENBRABARER, WA qQRT-PCR Z
AT EBRTR BB HEF DNA. A DNase | ;2 R4 IRIX L8 2B 45535 RNA #EA.

-

5%, KLER

2. BmBEELH RNA B9 qRT-PCR #i85R

(1) #£ RT-PCR RF4EZ=XFEITSER, RER 2 AFEIEK LESIREES
¥, ATHRAEEBIEAHE, RRFEZMH 10% NE, BMRNBANHET
3PMRAREER.
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F2 RE&ER (20 pL)

RNA Template 2
RNase-Free Water 5
Lenti-Forward Primer 1
Lenti-Reverse Primer 1
2 x One Step SYBR Green Mix 10
One Step SYBR Green Enzyme Mix 1
Total 20

(2) #33 Lentivirus RNA Control Template 7/ G FRRUFRELZL, FHxtaiibny
fmE RNA i TN TR 3 iRBEEwRE.
(3)#£ PCR 8 BAHFFERFLh I RNA Dilution Buffer #EREE MK, 215 3 FiRo
PCR 8 BXHE 1 B9FL 6-8 B NTC {X &% RNA Dilution Buffer ##E22Hi&
(4)7E Strip 1 B9 1-5 FLH, il & 10 ZELL#F2HY Lentivirus RNA Control Template
N
a. fE% 1, 4§ 2 uL B9 Lentivirus RNA Control Template J& & ##%Z] 18 ul
RIS, B 1 10 (JRig=5x10%opes/uL) .
b. £ 2-58 %, ¥ 2ul 1 SERREENE 2 FLEY 18 pL i, ¥ 17
R AR RIRRESHREE 10 5. 3t 3-5 SEEEXMUNHEE.
(5) EEHRBHEE RNAEE, R3AR. SPSABETATF 4N TRKRE
HORE SR
a. BIMHERME—NIL FL1f5) HEE 20 L kEBEHES (X)) .
b. BEFHHTELER 10 SHRHBRR Q4FLF6-87L) , ¥ 2 L HFHERER
ELEEAETEE] 18 pL jZEHRT .
(6) #EEA, L2000 rpm (4°C) HOIRE L 1 min, WEBRSE,
(7) 4 PCR EMEXK L, SMFLIOAN 18 UL BEMEM.
(8) H|FLMMA 2 pL Lentivirus RNA Control Template FRBEHEG .
(9) 12,000 rpm (4°C) H9EE B LFR 2 min, AEREMSIE.
(10) #%zER3k 4 REFEFIFHIT qPCR #3E.,
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7% 3 qRT-PCR B B RHERE

| SwipL:Comtrols | Strip2:Samples
RNA Dilution . . o .. .
7l Additive copies/ul RNA Dilution Buffer Additive  copies/ul
Buffer

18 2 5x107 Sample 1 20 X
18 2 5x10° 18 2 0.1X
18 2 5x10° 18 2 0.01X
18 2 5x10°% 18 2 0.001X
18 2 5x103 Sample 2 2 X
6 | NTC / 18 2 0.1X
NTC / 18 2 0.01X
KN NTC / 18 2 0.001X

%< 4 qPCR 181K

50°C 5 min
95°C 30 sec
95°C 10 sec
58.5°C 30 sec

Ve Lo
Melt Curve 65°Cto95°C AT=-0.5°C

> BUE S
| MEXMBHBEESEHEARNFEY CtE, HIFHESENY (HHE) EE,
B AT OERSE (0@ 1 R .

2. MEBNESHFARRRNTY CE, FAFRERZ DISEE N A .
=T NTC ) CtERERS, BEATH.

3. SR NSk LIE N RS2, SRR B AR D13 (copies/mL).

HEARNMATHAR:
f (copies)(1,000 pL/mL)(2X DNase)(Elution volume)
Copies/mL =

( Virus sample volume)(2 pL added to well)
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7¥: 2X DNase AfEH DNasel ;B R MEHIFERRYE;
Elution volume }95% & RNA ZEURTRYSERR &INER;

Virus sample volume A#H{THE RNA ZEAIHERAEF.

Amplification
T N
T S 8 2 .:. ’/jf_‘;/- ..... — ]
AL R2d
g ¥ Y
i 1 Jo L e /‘,{ /( #.'_ ...............
2 3 .Jf / / f
g 200 : v / ;“J {
I A
: f'{ J" r’; */ :
A0 I o g / SRR S| -
5 ,f/ / .f‘ /f
| R | R A
] 10 20 30 40
Cycles

Ct(dR)

30.00
25.00 ...
20.00
15.00
10.00
5.00

0.00

VR 7
¥ =-3.3795x + 40.962
R!=0.9999
e,
.
6.0 6.5 7.0 75 8.0

Inittial quantity (Copies)

&1 yri8phsk () FR % (A) . {# Lentivirus RNA Control Template 3 BB4E 4] (106-102
copies) #1 ED qRT-PCR i@ER FI&#{TH qRT-PCR & R Y3 1ihs%, B LR BE =K

(RER) o NI 8% B RNERZAERZETRT Ct{ES RNA #01% (Logl0 Xt
#W{E) zEREREMEXM, R=09999, PCR HZEH 98%.
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() FAERRBEIEEEAMAEOER, BERETEIXEREAMEERRK, T~
E—UIRREFRATLX.
2) FREREZH, FREEART, FLEFAREFM, BRRERRE. REEMX

RUSEITEY, ALF

AR
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