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BioRT cDNA First Strand Synthesis Kit

User’s Manual

BioRT cDNA FE—#& BRAFI&
P RE

Cat No.: BSB09M1

TECHNICAL SUPPORT:

For technical support, please dial phone number :
0086-571-87774567-5278, 5211 or 800-857-1279
email to reagent@bioer.com.cn.

Website: www.bioer.com.cn
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second stramd synthesis,
cloning, labe ling etc.
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Components (100 rxns)

AMV Reverse Transcriptase(5U/pl) 52 ul
5 x RT Buffer 500 pl
dNTP Mixture(10mM) 200 pl
RNase inhibitor(40U/ul) 52 pl
Oligo-dT(18) 52 pl
Random Primer 52 ul
RNase free H,O 1 ml

Store at -20 C

Protocol

RT reaction
a. Reaction setup for cDNA synthesis

5 x RT Buffer 2 ul
dNTP Mixture (10mM) 1 ul
Oligo-dT

or Random Hexamer Primer** 0.5 ul

or special downstream primer

RNase inhibitor (40U/ul) 0.5 ul
AMV Reverse Transcriptase (5U/ul) 0.5yl
Sample RNA* X ul
RNase free H,O 5.5-x pl
total 10 pl

Notes
* When you do controls. Sample RNA valume can be add up to 5.5ul (<1ug ).
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b. RT reaction condition
(room temprature, 10min) **
42-60°C  ***, 45min
95 C ****, Bmin
ice bath, 5min

cDNA for PCR reaction.
Notes
> If using random Hexamer Primer, holding at room temprature for 10 minutes.
***  Reaction temperature can be elevated for RNA template with second structure, lower
than 60°C.
***  Heatto 95°C let AMV Reverse Transcriptase denature.

Using Tips

1. Total RNA or mRNA can be used as RNA template, and we suggest using
Biozol(BSC51M1)to isolate high quality RNA;
2. RNase contamination should be avoided and follow the measures:
1)  Ware one time gloves and respirator because of the RNases in saliva
and skin;
2) Use special instruments and consumables and handle in specific areas;
3)  Consumables should be treated at 180°C for 60min or 37°C for 12 hours
with 0.1% DEPC H,0 followed by sterilized at 121°C for 30min;
3. AMV reverse transcriptase, Taq polymerase and RNase inhibitor should be
slowly pipetted after centrifuging, and put back at -20°C later;
4. Avoid frequently freezing and thawing dNTP;
5. Specific primers should be used and concentration of primers should be
optimized and We suggest 0.4uM as a starting point for optimizing; Oligo-dT and
Random primers are not suitable for this kit;
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Required materials for RT

Instruments and consumables Reagents
Centrifuge DEPC
Pipettes Tips
RNase free tubes Electrophoresis Buffer
Water bath instruments Loading Buffer
Gel electrophoresis instruments DNA Marker
Reference

1. Houts, G.E., Miyagi, M., Ellis, C., Beard, D., and Beard, J.W. (1979) J.Virol.
29(2):517-522.

2. Guide to Molecular Cloning Techniques. Methods in Enzymology, Volume
152. pp 316-325. Edited by Shelby Berger and Alan R. Kimmel. Academic
Press, Inc.
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Descri ption

BioRT cDNA First Strand Synthesis Kit provides the materials needed to
rapidly and reliably synthesis first strand cDNA from RNA. It uses AMV reverse
transcriptase to synthesize first strand cDNA from an RNA population.

The kit includes all the necessary reagents for first strand cDNA synthesis.
The kit includes both random primers and oligo(dT18) primers. The user can
choose either of these or alternatively use gene specific primers. The reverse
transcriptase in the BioRT cDNA First Strand Synthesis Kit is AMV, which provides
up to 60°C reverse transcriptase temperature and provides higher sensitivity and
higher yield to cDNA’s synthesis and PCR. The kit can synthesis up to 10kb cDNA.
The reaction buffer is optimized for a kind of reaction system.

RT Principle
Total RMNA prep
mBRMA * MMAAAA A
PINMNMNNMNNM Gene-specilic MVTTTTTT
Random primer primer oligo-dT ez VM primear
| revarse
M-8 ulv Reverse Transcriptass l transcription
' .
—
RNA
* RiNass H template removal
Firatstrand
cDMNA

L

FCR

second stramd synthesis,
cloning, labe ling etc.
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WFEEM (100 R%ERS)

AMV Reverse Transcriptase(5U/ul) 52 ul
5 x RT Buffer 500 ul
dNTP Mixture(10mM) 200 pl
RNase inhibitor(40U/ul) 52 pl
Oligo-dT(18) 52 pl
Random Primer 52 ul
RNase free H,O 1ml
TRA7 -20C

SEIS 4R {E Protocol

RT [ ¥

a. 1ZLURZAFRCH] RT W

5 x RT Buffer 2 pul
dNTP Mixture(10mM) 1 ul
Oligo-dT

# Random Hexamer Primer ** 0.5 pl
R R TS 1)

RNase inhibitor(40U/ul) 0.5 ul
AMV Reverse Transcriptase 0.5 pl
S RS RNA O * X ul
RNase free H,0 5.5-x ul
A 10 pl

VE: *SCIOAE T RNA ABURYEREM S, B8R/ T5ET 1ug & RNA; 4S050RE i RNA REER DR, 7T
Nz 5.5ul, [RIHS LR N A4 ZR HORE Y i /> RNase free H.O (1) 5.
by & LA S AT 5% S
(=i 10min ) **
42-60°C *** 45min

95°C S5min

UKty 5min
VE o o XNTRENISEARG Y, ST 10 280G, BT SR N
xRN A AR RNA B, e SRl B2 Tl 2 g, ANrliE T 60°Cs ) DU AN 514 )5 70°C
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