
 

  

 

Aalborg Universitet

Optimisation of 16S rDNA amplicon sequencing protocols for microbial community
profiling of anaerobic digesters
Kirkegaard, Rasmus Hansen; McIlroy, Simon Jon; Larsen, Poul; Karst, Søren Michael;
Albertsen, Mads; Nielsen, Per Halkjær

Publication date:
2014

Document Version
Early version, also known as pre-print

Link to publication from Aalborg University

Citation for published version (APA):
Kirkegaard, R. H., McIlroy, S. J., Larsen, P., Karst, S. M., Albertsen, M., & Nielsen, P. H. (2014). Optimisation of
16S rDNA amplicon sequencing protocols for microbial community profiling of anaerobic digesters. Poster
session presented at 15th International Symposium on Microbial Ecology, Seoul, Korea, Republic of.

General rights
Copyright and moral rights for the publications made accessible in the public portal are retained by the authors and/or other copyright owners
and it is a condition of accessing publications that users recognise and abide by the legal requirements associated with these rights.

            ? Users may download and print one copy of any publication from the public portal for the purpose of private study or research.
            ? You may not further distribute the material or use it for any profit-making activity or commercial gain
            ? You may freely distribute the URL identifying the publication in the public portal ?

Take down policy
If you believe that this document breaches copyright please contact us at vbn@aub.aau.dk providing details, and we will remove access to
the work immediately and investigate your claim.

Downloaded from vbn.aau.dk on: April 26, 2017

CORE Metadata, citation and similar papers at core.ac.uk

Provided by VBN

https://core.ac.uk/display/60605017?utm_source=pdf&utm_medium=banner&utm_campaign=pdf-decoration-v1
http://vbn.aau.dk/en/publications/optimisation-of-16s-rdna-amplicon-sequencing-protocols-for-microbial-community-profiling-of-anaerobic-digesters(4a74fe2f-6bc3-477f-afa3-57a765183ed4).html


To understand the ecology network in anaerobic digesters it is necessary to 
produce a representative overview of the microbial community. 
In this study we develop a method for reliable and reproducible identification 
and quantification of microorganisms involved in biogas production.
We test the effect of changing the parameters in a DNA extraction dependent 
approach to community profiling.
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• PCR independent validation is needed when conducting amplicon based 
studies!

• Four times the standard bead beating is recommended (160 s) in order to 
capture the microorganisms with relatively tough cell walls.

• The Sundberg et al (2013) primer set seems promising for capturing the 
overall community composition of both bacteria and archaea. 

• Every step of the protocol introduces variance, particularly the DNA 
extraction. However, the workflow gives good reproducibility.
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Effect of bead beating on DNA
integrity. At high bead beating
durations the DNA is fragmented.

Effect of bead beating on DNA yield. All
DNA extractions were done with 50 µL of
AD sludge as input using the FastDNA®
SPIN kit for Soil. The standard bead
beating is 40 s.FastDNA® SPIN kit for Soil 
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Effect of primer set on the observed community structure.
DNA extractions were done with 160 s. All results are relative
abundance (%). The V3-V4 (Sundberg et al (2013)) primer set
seems to cover the archaeal diversity seen with cDNA
sequencing while the archaea specific V4-V6 (Klindworth et al
(2013)) primers changes the composition dramatically. Note
that the cDNA sequencing and 16S amplicon results are not
directly comparable, but can be used as a rough guideline.
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Effect of primer set on the observed community structure.
DNA extractions were done with 160 s. All results are relative
abundance (%). The V3-V4 (Sundberg et al (2013)) primer set
seems to cover the diversity of the bacterial domain seen with
cDNA sequencing. The V1-V3 amplicon illustrates that the
entire amplicon workflow has a great level of reproducibility.

Fluorescence in situ hybridisation with archaea specific
probes supports the amplcons. Methanosarcina is commonly
observed in high abundance in thermophilic anaerobic
digesters, typically forming microcolonies, while Methanosaeta
are often present in abundance in mesophilic reactors as short
filaments. Amplicon and FISH analyses of the thermophilic and
mesophilic digester samples is consistent with these
observations.
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