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rRNA Depletion Module (H/M/R) 
 
Depletion module to remove rRNA from total RNA 

 

Cat#  M4412.0024 M4412.0096  Colour code  

Component     of cap  

Probe Hybridization Buffer  48µL 192µL    

rRNA Probe Mix (H/M/R)  24µL 96µL    

RNase H  48µL 192µL    

10X RNase H Buffer  48µL 192µL    

DNase I  60µL 240µL    

10X DNase I Buffer  120µL 480µL    

 
 
 

 
 
Description 
 
Genaxxon’s rRNA Depletion Module provides an effective 
solution for the removal of ribosomal RNA (rRNA) from total 
RNA samples, optimizing RNA for downstream applications like 
sequencing and transcriptome analysis. Since prokaryotes lack 
a poly(A) tail, this module specifically targets and depletes 
rRNA, significantly reducing its impact on RNA sequencing 
results. 

Designed for use with prokaryotic RNA, the rRNA Depletion 
Module streamlines the sample preparation process by 
efficiently removing abundant rRNA, ensuring the enrichment 
of non-ribosomal RNA. Each batch undergoes rigorous testing 
to guarantee consistent and reliable performance, making it 

an essential tool for accurate prokaryotic RNA analysis. 

 

Storage and shipment 

Shipment: on wet ice. Store at -20°C. 

 

Required additional material 

• AgencourtTM RNAclean XP 

 

Product Use Limitations 

rRNA depletion module (H/M/R) is developed, designed, and 
sold for research purposes only. It is not to be used for human, 
diagnostic or drug purposes or to be administered to humans 
unless expressly cleared for that purpose by the Food and Drug 
Administration in the USA or the appropriate regulatory 
authorities in the country of use. All due care and attention 
should be exercised in the handling of many of the materials 

described in this manual. 

 

Safety information 

When working with chemicals, always wear a suitable lab coat, 
disposable gloves, and protective goggles. For more 
information, please consult the appropriate material safety 

data sheets (MSDSs). These are available online as a pdf-file or 
upon request (info@genaxxon.com). 

 

 

 

Quality control 

Genaxxon bioscience rRNA depletion module (H/M/R)  
undergoes stringent quality controls and functional testing to 
ensure optimal stability and repeatability.  

 

Important notes before getting started 

The protocol serves as a guideline. Multiple factors such as the 
sample, protocol, equipment, and operation may vary. Thus, 
it may be necessary to adjust the parameters of the library 
preparation procedures. Please read the following notes 
carefully to obtain a high-quality library. 
In case of any questions, please contact Genaxxon: 

info@genaxxon.com. 

mailto:info@genaxxon.com
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Protocol Part 

 

Probe/rRNA Hybridization 

• Take 10-1000ng of total RNA, dilute with 12μL of nuclease-
free water and place on ice. 
 

• Thaw the Probe Hybridization Buffer on ice and prepare the 
probe hybridization pre-mix according to Table 1. 

 

Table 1: Probe Hybridization pre-mix   

Reagents Volume 

Probe Hybridization Buffer 2µL 

rRNA Probe Mix (H/M/R) 1µL 

Total 3µL 

 

• Add 3μL of the probe hybridization pre-mix into 12μL of 
prepared RNA solution, mix well by gently pipetting up and 
down, and centrifuge instantaneously. Place the sample on 
ice. 
 

• Load the mixture into the thermocycler (heating lid 
temperature 105°C) to hybridize the probes to rRNA according 
to Table 2. 

 

Table 2: Hybridization protocol 

Temperature Time 

95°C 2min 

95°C – 22°C Ramp down to 22°C with 0.1°C/sec 

22°C 5min 

 

• Transfer the sample onto ice and proceed immediately with 
RNase H digestion. During hybridization, thaw the 10X RNase 
H Buffer on ice in advance. 
 
RNase H Digestion 

• Prepare the RNase H digestion pre-mix according to Table 3. 
 

Table 3: RNase H digestion pre-mix  

Reagent Volume 

10X RNase H Buffer 2µL 

RNase H 2µL 

Nuclease-free water 1µL 

Total 5µL 

 

• Add 5μL of the RNase H digestion pre-mix into the sample 
prepared before (after hybridization) to make a reaction 
mixture of 20μL, mix well by gently pipetting up and down, 
and centrifuge instantaneously. Place sample on ice. 
 

• Load the reaction mixture into the thermocycler (heating lid 
temperature ≥ 45°C) for RNase H digestion according to Table 

4. 

 

 

 

 

Table 4: RNase H digestion protocol 

Temperature Time 

37°C 30min 

 

• Transfer the sample onto ice and proceed immediately with 
DNase I digestion. During RNase H digestion, thaw the 10X 

DNase I Buffer on ice in advance. 

 

DNase I Digestion 

• Prepare the DNase I digestion pre-mix according to Table 5. 

 

Table 5: DNase I digestion pre-mix  

Reagent Volume 

10X DNase I Buffer 5µL 

DNase I 2.5µL 

Nuclease-free water 22.5µL 

Total 30µL 

 

• Add 30μL of the DNase I digestion pre-mix into the solution 
prepared before (after RNase H digestion) to make a reaction 
mixture of 50μL, mix well by gently pipetting up and down, 
and centrifuge instantaneously. 
 

• Load the reaction mixture into the thermocycler (heating lid 
temperature ≥ 45°C) for DNase I digestion according to Table 
6. 
 

Table 6: DNase I digestion protocol 

Temperature Time 

37°C 30min 

 

• Transfer the sample onto ice and proceed immediately with 
RNA purification. 

 

Purification of rRNA-depleted RNA 

• Prepare the 1X Frag/Elute Buffer according to Table 12. 

 

Table 12: 1X Frag/Elute Buffer  

Reagent Volume 

Frag/Elute Buffer 7µL 

Nuclease-free water 14µL 

Total 21µL 

 

• Take Agencourt RNAClean XP Beads out of the 2-8°C 
environment in advance, let it stand for 30min until it reaches 
room temperature, and mix well by vortexing prior to use. 
 

• After DNase I digestion, add 110μL of Agencourt RNAClean XP 
Beads (2.2X) into each reaction tube, and mix them well by 
pipetting. Incubate the samples on ice for 15min. 
 

• Let the mixture stand on the magnetic rack for 5min until 
the solution becomes clear, and carefully remove and discard 
the supernatant. 
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• Keep tube with the beads on a magnetic stand and add 200μL 
of 80% ethanol to the tube. Incubate the samples at RT for 30s 
and then carefully remove the supernatant. Repeat these 
washing steps for a total of 2 washes. 
 

• Air dry the magnetic beads on a magnetic stand for 2min. 
 

• Resuspend the beads in 7μL of Nuclease-free Water and mix 
thoroughly by pipetting. Incubate at RT (+15°C to +30°C) for 
2min. 

 

• Pellet the beads on a magnetic stand for 1min, then carefully 
take 5μL of supernatant samples to a new tube. 


