
 

New England BioLabs- HiScribe T7 High Yield RNA Synthesis 
Kit 
 

DNA Template Preparation 
 

1) Set up following reaction 
COMPONENT AMOUNT 

Restriction enzyme (SpeI) 2 µl 

DNA Template X µl (2 µg DNA) 

10X CutSmart Buffer 10 µl 

ddH2O X µl 

Total Amount 100 µl 

2) Incubate at 37oC for 1 h. 
3) Do a PCR cleanup (according to protocol above). 

 

Standard RNA Synthesis 
1) Did the protocol for reaction with short RNA transcripts (<0.3 kb). 
2) Set up the following reaction 

COMPONENT AMOUNT  

Nuclease free Water X µl  

10X Reaction Buffer 1,5 µl 0,75X final 

GTP 1,5 µl 7,5 mM final 

UTP 1,5 µl 7,5 mM final 

CTP 1,5 µl 7,5 mM final 

ATP 1,5 µl 7,5 mM final 

Template DNA X µl 1 µg 

T7 RNA Polymerase Mix 1,5 µl  



 
Total Amount  20 µl  

3) Incubate at 37oC for 4 hours. 

DNase Treatment 
 

1) For removing DNA template 
2) Set up the following reaction into the tube with synthesized RNA: 

COMPONENT AMOUNT 

Nuclease free Water 70 µl 

10X DNase I Buffer 10 µl 

DNase I (RNase free) 2 µl 

3) Incubate at 37oC for 15 minutes. 

Purification of RNA with RNeasy MinElute Cleanup Kit 
 

1) Adjust the sample to a volume of 100 µl with RNase-free water. 
2) Add 350 µl Buffer RLT (Lysis Buffer) and mix well 
3) Add 250 µl of 96-100% ethanol to the diluted RNA and mix well by pipetting (do not 

centrifuge). Proceed immediately to step 4. 
4) Transfer the sample to an RNeasy MinElute spin column placed in a 2 ml collection 

tube. Cloe the lid gently and centrifuge for 15 seconds at 10000 rpm. Discard the flow-
through. 

5) Add 500 µl Buffer RPE (Washing Buffer) to the spin column. Close the lid gently and 
centrifuge for 15 seconds 10000 rpm. Discard the flow-through. 

6) Open the lid of the spin column and centrifuge at full speed for 5 minutes to dry the 
membrane. Discard the collection tube. 

7) Place the RNeasy MinElute spin column in a new 1.5 ml collection tube. Add 14 µl 
RNase-free water directly to the center of the spin column membrane. Close the lid 
gently and centrifuge for 1 minute at full speed to elute the RNA. 

8) Store sample at -20oC. 

DNA isolation protocol  
 

1) Grow 5 ml of cells overnight in YPD medium. 
2) Centrifuge the cells at 2500 rpm 2 minutes. 
3) Wash the cells with water and centrifuge them again.  
4) Resuspend the cells in 300 µl resuspention buffer containing 50 µl of Zymolase     

10mg/ml. 



 
5) Incubate in agitation at 30°C for 1 hour. 
6)  Check the lysis of the cell wall in the microscope by looking at a drop of cells in     

presence of 2% SDS.  
7) Add 300 µl of P2 buffer. 
8) Flip the Eppendorf several times until the cell solution gets more transparent (but 

never keep the cells there for more than 5 minutes) (or vortex carefully). 
9) Add 300 µl of P3 solution and mix flipping the tube (or vortex carefully). 
10) Spin down at max speed for 15 minutes at 4°C. 
11) Transfer the supernatant to a new tube. 
12)  

Further DNA purification – add these steps:  

a. Add the same volume of PIC (Phenol: Chloroform: Isoamilic ratios 25:24:1) – 
vortex before adding it to the samples (when phases mix – white color). 

b. Vortex and spin down at max speed for 5 minutes.  
c. Transfer the upper phase to a new tube without getting anything from     the 

interphase (interphase = protein phase). 
d. Add same volume of Chloroform.  
e. Vortex and spin down at max speed for 5 minutes. 
f. Transfer the upper phase to a new tube. 

13) Add the same volume of isopropanol and vortex cool down at -20°C for 30 minutes. 
14)  Spin down at max speed for 15 minutes. 
15)  Remove the supernatant. 
16) Add 500 µl of EtOH 70%. 
17)  Spin down at max speed for 5 minutes. 
18)  Evaporate the remaining EtOH at 37°C for 1 hour. 
19) Resuspend the DNA in TE buffer and treat with RNAse for 1 hour at 37°C. 

 

  

Resuspension buffer:  KH2PO4 0.005M + Sorbitol 1.2M 
P2 and P3 – miniprep solutions  

 


