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Figure. S1. AGO1 co-immunoprecipitates with SDG26-GFP. Table listing the number of unique 
peptides of SDG26 and AGO1 identified in SDG26-GFP total protein native purification and crosslinked 
IP. Wildtype Col-0 and a transgenic line expressing GFP alone were included as negative controls. 
  



 

Figure. S2. Endogenous FCA or FCA	𝜸 protein level is not affected by ago1-25. FCA and FCA	𝜸  
protein level in various genotypes determined by western blot analysis. The asterisk indicates non-
specific signal. 
  



 
 
Figure. S3. Expression of spliced and unspliced FLC relative to UBC in various genotypes. 
AGO1(DDH) and AGO1(DDD) represent wildtype slicer. AGO1(DAH) and AGO1(ADH) represent 
deficient slicer. All of these lines are in ago1-25 background. Data are presented as the mean ± s.e.m 
(n = 3). 
 
  



 
 
Figure. S4. The size distribution of FCA-mTurquoise2 condensates in the roots of Col-0 and ago1-25 
seedlings with the same copies of FCA-mTurquoise2 transgene. Asterisks indicate significant 
differences between the two groups (*P ≤ 0.0178, two-tailed t test). 
  



 
 
Figure. S5. DCL3 is not quired for FCA mediated FLC silencing. Expression of spliced FLC relative to 
UBC in various genotypes. Data are presented as the mean ± s.e.m (n = 3). 
  



 
 
Figure. S6. Physical associations between AGO1, NTC/NTR, THO/TREX and RNA Pol II. (A) String 
analysis of nuclear AGO1 interactors. (B) Table listing the number of unique peptides of proteins 
identified in HPR1-GFP native immunoprecipitation. Col-0 was used as a negative control. 
  



 
 
Figure. S7. COOLAIR R-loop is not affected in THO/TREX mutants. DRIP–qPCR determining R-loop 
level in various genotypes. The number on x axis is the distance to FLC TSS. Data are mean ± 
s.e.m.(n=3). 
  



 
 
Figure. S8. MAC7 is required for FLC repression. Expression of spliced and unspliced FLC relative to 
UBC in various genotypes. Data are presented as the mean ± s.e.m (n = 4). 
  



 
 
Figure. S9. A snapshot of sRNA over the FLC locus (AT5G10140) from sRNA sequencing databases. 
The rectangle in the middle marks the sRNA reads complementary to COOLAIR (AT5G01675) from 
four different published databases.  
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 



 
 
 

Figure. S10. Small RNA fragments complementary to COOLAIR were enriched over proximal 
COOLAIR intron/exon junction region. (A) A schematic of small RNA fragments mapping over the 
proximal COOLAIR transcript. Navy bars represent forward primers used for cDNA synthesis (see 
Materials and Methods). Red parts in the schematic represent enlargements of the grey boxes with 
dashed lines. (B) A rough mapping of small RNA fragments complementary to proximal COOLAIR 
based on RT-qPCR analysis. The positions of the forward primers for amplicons 1-18 refer to the 
schematic in (A). Data was normalized to Col-0. (C) A fine mapping of small RNA fragments 
complementary to proximal COOLAIR intron/exon junction region based on RT-qPCR analysis. The 
positions of the forward primers for amplicons 18 and 18-1 to 18-17 refer to the schematic in (A). miR159 
expression level was included as a positive control. Data were normalized to Col-0. Data are mean ± 
s.e.m.(n=3).  



Table S1. Primers used in this study. 

    



Dataset S1 (separate file). List of proteins identified by HPR1-GFP affinity purifications.   
 


