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Appendix 1 
Methods of genetic analyses of the genotypes coming from the submitted paper, Šurinová et al. 

(subm.).  

 

DNA extraction and standardization 

Total genomic DNA was extracted from dry leaves stored in silica gel using a silica-based 

DNeasy Plant Mini kit (QIAGEN, Dusseldorf, Germany). Quality and quantity of extracted DNA 

was measured by NanoDrop 2000 (Thermo Scientific, Waltham, USA), and all the samples were 

normalized to 20 ng/µl for subsequent PCR. 

 

Microsatellites amplification 

Four microsatellite loci were amplified using Festuca and Festuca – Lolium complex specific 

primers HVM20 and HVM3 ((Fu et al. 2006) and B4-D9 and B3-B8 ((Lauvergeat et al. 2005)). 

Multiplex PCR reaction was designed combining all microsatellite primers to one reaction. 

QIAGEN Multiplex PCR Master Mix (Qiagen, Hilden, Germany) containing HotStartTaq DNA 

polymerase, a multiplex PCR buffer at 6 µM MgCl2, deoxynucleotide triphosphates and a factor 

MP that improves annealing and elongation were used. 

Multiplex PCR reaction contained 2.5 µl QIAGEN Multiplex PCR Master Mix, 0.25 µl of 

HVM 20 primers, 0.05 µl of HVM3, B3-B8, B4-D9 primers (10 µM each in initial volume) 0.7 µl 

H2O and 20 ng of DNA dissolved in 1 µl TE buffer. An initial denaturation step at 95 °C for 15

min was followed by 40 cycles of denaturation (95 °C for 30 s), annealing (60 °C for 90 s) and 

extension (72 °C for 60 s) steps, and a final extension step at 72 °C for 10 min. A 1 µl aliquot of 

the PCR product was mixed with 11 µl of a 120: 1 solution of formamide and size standard 
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GeneScan 500 LIZ (Life Technologies, Foster City, CA, USA). Fragment lengths were 

determined by capillary gel electrophoresis with an ABI 3130 Genetic Analyzer using Gene 

Mapper 4.0 (Life Technologies) and the peaks were scored manually. 

To check the reproducibility of our microsatellite analyses, we selected three individuals 

from each population, and repeated the microsatellite analyses of these in three independent runs 

for each individual. The results indicated 100% match in the patterns, suggesting that our 

microsatellite analyses are highly reproducible. 

 

 

 

 

Appendix 2 
Correlation between genetic relatedness of the genotypes and similarity in trait values of the 

control (i.e. naturally methylated) plants. All the tests were done without a covariate as well as 

with population of origin as a covariate. Significant values (p ≤0.05) are shown in bold.  

Chamber	 Cov.	

Ramet	no.	 Aboveground	
biomass	

Belowground	
biomass		

r	 p	 r	 p	 r	 p	

Warm-
wet	

-	 0.02	 0.359	 -0.02	 0.635	 -0.02	 0.673	
pop.	 0.01	 0.390	 -0.01	 0.313	 -0.03	 0.714	

Cold-dry	
-	 0.01	 0.487	 0.03	 0.331	 0.18	 0.066	

pop.	 0.01	 0.482	 0.06	 0.179	 0.12	 0.046	

Both	
-	 0.00	 0.474	 -0.23	 0.588	 0.10	 0.115	

pop.	 -0.01	 0.532	 -0.60	 0.797	 0.04	 0.301	
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Appendix 3 
The effect of demethylation and plant origin on (A) number of ramets and (B) aboveground 

biomass. Pairs of columns marked with a * are significantly different from each other (p ≤ 0.05). 

The graphs show mean±SD of the residuals after accounting for genotype as a random factor.  
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Appendix 4 
The effect of demethylation, plant origin and growth chamber on belowground biomass. Pairs of 

columns marked with a * are significantly different from each other (p ≤ 0.05). The graphs show 

mean±SD of the residuals after accounting for genotype as a random factor.  

 
 

	


