RiboAmp™ RNA Amplification Kit Protocol

RiboAmp™ RNA Amplification Kit ARCTURUS

KIT0201
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« A »
Round One 1st Strand Synthesis
1. RNA 1.5ml RNase-free free-water 10u |
2. A 1.0p |
A
65 5
6
1.5ml RNase-free 2 “ 1

” 1st Strand Synthesis Mix
1st Strand Master Mix( )
1st Strand Enzyme Mix

1st Strand Master Mix 7u |
1st Strand Enzyme Mix AT
15t Strand Synthesis Mix u |
15t Strand Synthesis Mix

6. 4, 1st Strand Synthesis Mix 9 |
7. 42 45

8. 1

9. 1st Strand Nuclease Mix 2u 1

10. 37 20

11.95 5

12. 1



Round One 2nd Strand Synthesis
1. 12. B 1.0y |

95

1.5ml RNase-freee 2 “
8 2nd Strand Synthesis Mix

2" Strand Master Mix( )

2" Strand Enzyme Mix

2" Strand Master Mix 29p |
2" Strand Enzyme Mix |
2nd Strand Synthesis Mix 30y |
2" Strand Synthesis Mix

5. 3 2nd Strand Synthesis Mix 30y |
6.

25 5

37 10

70 5

4 30

Round One cDNA Purification

1. DNA/RNA Purification
DNA Binding Buffer (DB) 250y |
2. 5
3. 16000xg 1
6.
DNA Binding Buffer(DB) 200y |
5. 4
6. 100xg 2
7. 10000x g 30
8. DNA Wash Buffer(DW) 250u |



9. 16000x g
10.
11.

2

Buffer(DE) 24p |

12. 1
13. 16000x g
14.

Round One

1
cDNA

In Vitro Transcription IVT

IVT Reaction components
IVT Enzyme Mix

DNase Mix

1. 1.5mIl RNase-free

+

IVT Reaction Mix

1

IVT Buffer 8u |
IVT Master Mix 12p 1
IVT Enzyme Mix 4u |
+ IVT Reaction Mix 24y |

IVT Reaction Mix

14.
42 2.5
4
DNase Mix
37 15
4

N o o bk~ wbd

IVT Reaction Mix 24y |

¢4 2u 1

42

DNA Elution



Round One Antisense RNA aRNA Purification
RNA Binding Buffer RB

1. DNA/RNA Purification column
Binding Buffer RB 250 | 5

2. 16000xg 1

3.

4, RNA Binding Buffer RB 200y |

5.

6. 100xg 2

7. 10000x g 30

8.

9. RNA Wash Buffer RW 200y |

10. 10000x g 1

11.

12. RNA Wash Buffer RW 200y |

13.16000x g 2

14.

15. RNA Elution Buffer RE 30y |

16. 1
17.16000x g 1
18.
19. 10y |
10p |

Round Two 1st Strand Synthesis

1. 1 aRNA free-water
2. B 1.0p |

B
3. 65 5

10p |

RNA

RNase-free water
10.0



5. 1.5ml “ 1 8
1st Strand Synthesis Mix
1st Strand Master Mix( )
1st Strand Enzyme Mix

1
1st Strand Master Mix Ty 1
1st Strand Enzyme Mix  2u |
1st Strand Synthesis Mix 9p |
1st Strand Synthesis Mix

6. 4, 1st Strand Synthesis Mix 9 |
25 10
37 45
1 30

Round Two 2nd Strand Synthesis

1. 9. A 1.0p |
A
2. 95 2
3. 2
4, 1.5ml “ 1 " 2nd Strand

Synthesis Mix
2" Strand Master Mix( )
2" Strand Enzyme Mix

1
2" Strand Master Mix 29p |
2" Strand Enzyme Mix |
2" Strand Synthesis Mix 30y |
2" Strand Synthesis Mix
2nd Strand Synthesis Mix 30y |



37 15
70 5
4
Round Two cDNA Purification
1.
DNA Binding Buffer(DB) 250u |
2. 5
3.16000xg 1
DNA Binding Buffer(DB) 200y |
5. 4
6. 100xg 2
7. 10000x g 30
8.
9. 16000xg 2
10.
11.
Buffer(DE)24u |
12. 1
13.16000x g 1
14. cDNA
Round Two In Vitro Transcription
IVT Reaction components
IVT Enzyme Mix
DNase Mix 4
1. 1.5ml RNase-free

”

IVT Reaction Mix

30

DNA/RNA Purification

DNA Wash Buffer(DW) 250u |

DNA Elution

VT



1

IVT Buffer 8u |
IVT Master Mix 12p 1
IVT Enzyme Mix 4u |

IVT Reaction Mix  24p |
IVT Reaction Mix
IVT Reaction Mix

2. 14. IVT Reaction Mix 24 |
3. 42 4 42 6
4. 4
5. DNase Mix # 4 2u 1
6. 37 15
7. 4
7

Round Two Antisense RNA aRNA Purification
RNA Binding Buffer RB

1. DNA/RNA Purification column
Binding Buffer RB 250 | 5

2. 16000xg 1

3.

4, RNA Binding Buffer RB 200y |

5.

6. 100xg 2

7. 10000x g 30

8.

9. RNA Wash Buffer RW 200y |

10. 10000x g 1

11.

12. RNA Wash Buffer RW 200y |

13.16000x g 2

[N
&

RNA



15. RNA Elution Buffer RE 30y |

16. 1

17.16000x g 1

18.

19. 1 5pl free-water 100p 1

20. O.D. 260nm  280nmm



