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GenePharma

U6 snRNA Real-time
RT-PCR Normalization Kit

For the normalization and profiling of miRNAs

expression using real-time PCR method.
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U6 snRNA S E BRI GH & A LU 417y, 4% M Pk 2 AF J e 47,
KW AAE i E T-20°C, REWMB3AH, WMFE, APRINTP. #4556
ol oA Ny s e S R S R R R, A SR R AT S S ROR AN AT R

Jo B R 25 5 2R
S Reet  Ammt Strage
50 rxns 100 rxns 200 rxns 500 rxns
5% RT buffer 200 pl 400 pl 0.8 ml 2x1 ml 4°C
dNTP (10 mM) 40 ul 80 160 ul 400 pul 20C
MMLYV Reverse Transcriptase (200 U/ul) 10 ul 20 pl 40 pl 100 ul -20°C
2x Real-time PCR Master Mix! 0.5 ml 1 ml 2x1 ml 5x1 ml 4C
U6 snRNA RT primer (10 pM) 10 pl 20 pl 40 pl 100 pl 4C
U6 snRNA specific primer Set (10 uM) 20 ul 40 pl 80 ul 200 pl 4°C
miRNA specific probe (10 pM) 2 20 pl 40 ul 80 pl 200 pl 4C
ROX reference dye (50%) 3 2001100 ul 40 /200 I 80 /400wl 200 W/l ml 4°C
rTaq DNA polymerase (5 U/ul) 10 ul 20 ul 40 ul 100 pl -20C
RNase free H.O 2x 1.5 ml 2x 1.5 ml 4x 1.5ml 10x 1.5 ml 4°C

1. HHERL KOG E EFPCREMIB G, TR 7 RN a7, o JuRh kil A & m

Master Mix 7 7 SYBR Green [ X 4 kl, BEBMBEE, 1MIRENER A& N Master Mix
SERIGHRL, P DA 7R BEREGLRAE

2. U6 snRNA specific probe (10uM) NIREMNEIRA & LA K TagManiR el . 38 55 K R EHBEDY
REF:

3. ROX Reference Dye #& F LARZ IE FL 5 FL 2 18] 7= A2 () 2 A5 5 158 22, 75 248 AR . ROX
Reference Dye 15 1E 111X %% 5 Applied Biosystems 7000/7300/7500/7500 Fast/7900 Real-Time
PCR System, FLEROX ZIKFE1x (0.4ul); 75 EAHH =K FEROX Reference Dye #% 1E X
#% A Applied Biosys-tems Step One Plus Real-Time PCR System Al QuantStudio & 41, Hl%E
ROX KRB RS> 2ul Yo HoAh f A A T ZEROX L, ROX Reference Dye 77 EL 8 ff
1o
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¥ %&4# il 5 ABI PRISM 7000/7300/7500/7900, MX3000p/4000p 25X %% it £ # PCR

BPCRE R96TLHT.
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2. Bof#l U6 snRNA ¥ ;e MK R
TRFEAE20 wl W8 5% AR RV A AT
Compoment  FmalCon.  Volirm

5% RT buffer 1x 4ul
dNTP (10 mM) 0.375 mM 0.75 pl
U6 snRNA/ miRNA RT primers (1 uM) ! 60 nM 1.20 pl
RNase inhibitor (40 U/ul) 2 0.5 U/ul 0.25 pl
MMLYV Reverse Transcriptase (200 U/ul) 40U 0.2ul
RNA Sample ? 1 pg X ul
RNase Free H>O To 20 pl
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5. & PCR XM mix il &
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c. @I E T K 4T Real Time PCR M ¥k B BC 1l o

T YerlikE & PCR 20 pl MINFE &R R
Component'  FmalCon.  Vollmm

2x Real-time PCR Master Mix (SYBR) 1X 10 ul

U6 snRNA specific Primer set (10 pM) ! 0.2 uM 0.4 ul

Rox Reference Dye (50%) 1% or 5x 0.4ul/2ul
cDNA 2 ul

rTaq DNA polymerase (5 U/pl) 1U 0.2 ul
RNase free H,O To 20 pl

T AN E B PCR 20 pl s MNINEE EAK &
Component  FmalCon.  Volirm

2xReal-time PCR Master Mix X 10 pl

U6 snRNA specific Primer set (10 pM) ! 0.2 uM 0.4 ul

U6 snRNA specific Probe (10 pM) 2 0.1uM-0.2 uM 0.2 ul-0.4 ul
ROX reference dye (50%) Ix /5% 0.4 pul/2ul
cDNA 2ul

rTaq DNA polymerase (5 U/ul) 1U 0.2 ul

RNase free H.O To 20 pl
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microRNA | g snRNA microRNA | U6 snRNA microRNA | U6 snRNA
Average Ct Average Ct Average Ct Average Ct Average Ct Average Ct
B RIERE G R 1 & 2
AT RIEEBPCR U6 SnRNA hsa-miR-16 U6 snRNA hsa-miR-16 U6 snRNA hsa-miR-16
N =) N
}iﬁ*ﬁ%]ﬁ l }i Ct1 17.02 25.55 17.09 25.03 16.82 26.00
M. ) microRNA
U6 %Ctﬁ Ct2 16.93 25.25 16.96 24.97 16.88 25.67
_ Ct3 17.04 2547 16.98 24 .86 16.84 25.82
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U6 snRNA hsa-miR-16 U6 snRNA hsa-miR-16 U6 snRNA hsa-miR-16

Average Ct

17.00

25.42

17.01

24.95

16.85

25.83
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Sample 1 ACt=Ct(miR-16) - Ct (U6snRNA)

KRIERE fh B 1 Fedh 2
U6 snRNA hsa-miR-16 U6 snRNA hsa-miR-16 U6 snRNA hsa-miR-16
Average Ct 17.00 25.42 17.01 24.95 16.85 25.83
ACt - 8.43 - 7.94 - 8.98
AACt (samplel) = ACt(samplel) —ACt (calibrator1)
BEIERE R FEdh 1 B2
U6 snRNA hsa-miR-16 U6 snRNA hsa-miR-16 U6 snRNA hsa-miR-16
Average Ct 17.00 25.42 17.01 24.95 16.85 25.83
ACt - 8.43 - 7.94 - 8.98
AACt - 0.00 - -0.49 - 0.55

Relative Expression Ratio (samplel) = 2 ~24Ct (samplel)

BEIERES M1 P2

U6 snRNA hsa-miR-16 U6 snRNA hsa-miR-16 U6 snRNA hsa-miR-16

Average Ct 17.00 2542 17.01 24.95 16.85 25.83
ACt - 8.43 - 7.94 - 8.98
AACt - 0.00 - -0.49 - 0.55
2-AACH - 1.00 - 1.40 - 0.68
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