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Figure S1. Un-tagged controls.
(A) Negative controls for ChIP assays. Schematic representation of the fragments amplified with the indicated primer sets (below the map) for ChIP assay in the right telomere of the chromosome E with the Sil@-32kb in a sil∆ strain. Each amplified fragment with the corresponding primer set is numbered and the numbers correspond to each bar in the graphs.
(B) Graphs showing the input percent in the un-tagged controls for each antibody used (left, anti-Flag and right, anti-cMyc).
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Figure S2. Abf1-43 truncated allele is defective for silencing activity of Sil@-32kb.
(A) Schematic representation of Chr E-R showing the Sil@-32kb integrated at Chr E-R. (B) Assessment of the level of silencing of the URA3 reporter. The parental strain (line 1) and truncated allele version of Abf1 (abf1-43, line 2) were grown in YPD to stationary phase and ten-fold serial dilutions were spotted on the media shown. Plates were incubated at 30° for 48 hr.  The level of silencing is proportional to the growth on SC + 5-FOA plates
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Figure S3. Western blot analysis of strains expressing the Rap1, Sir3 and Abf1 tagged versions. 
(A) Total proteins were extracted from the strains containing the Rap1-Flag C-terminal fusion at its chromosomal location (strain CGM3111) and from the Sir3-Flag C-terminal fusion in chromosome (strain CGM1107) in stationary phase (SP).  Western blot was performed using the anti-Flag antibody. The expected molecular weight of the fusion protein for Sir3-Flag is 127.5 kDa and for Rap1-Flag is 82 kDa. The ~27 kDa band in the gel corresponds to a non-specific band.
(B) Total proteins were extracted from the strains containing the Myc-Abf1 N-terminal fusion in the plasmid shown in Fig. 5A. Western blot was performed using the anti-Myc antibody. Position of the molecular mass standards is indicated on the right (kDa). The expected molecular weight of the Fusion protein is 74.8 kDa. The empty vector (PMT1-Myc) is not detectable in a western blot. 
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Figure S4. The cMyc-Abf1, Sir3-Flag and Rap1-Flag tagged versions are functional for silencing of the reporter by Sil@-32kb.
(A, top) Schematic representation of ChrE-R with Sil@-32kb between ISC1 and HYR1 in the sil∆ background. (Bottom) Assessment of the level of silencing of the URA3 reporter in the strains containing the tagged versions of Rap1 and Sir3. On the left side the Sil@-32kb and the negative control (sil-) consisting only of the URA3 reporter integrated at -32 kb are shown. The parental strain with the original copy of Sil2126 adjacent to the telomere is show in line 1. The assessment of the level silencing was made in a sil∆ strain (line 2-4). Lines 3 and 4 correspond to the strain with the Rap1-Flag fusion at its chromosomal location. Note that the Rap1-Flag fusion is partially functional. Lines 5 and 6 correspond to the strain with the Sir3-Flag fusion at its chromosomal location.
(B, top) Schematic representation of the parental strain with Sil@-32kb. (Bottom) Assessment of the level of silencing of the URA3 reporter in different backgrounds; the parental strain is shown in line 1, the strain with the C-terminal truncated allele (abf1-43∆) and the strain with the truncated allele abf1-43∆ covered by the cMyc-Abf1 fusion on a plasmid, are shown in lines 2 and 3. Cells were grown in YPD to stationary phase and spotted as described in Suppl. Fig. S2B.
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Figure S5. Sir3 binds throughout the subtelomeric E-R region and can be recruited to Sil@-32kb.
(A) Sir3 binds to Sil2126 and other regions of telomere E-R up to ± 20kb from the telomere. (Top) Schematic representation of the subtelomeric region of Chr E-R of the parental strain. (Bottom) Sir3 is highly enriched at Sil2126. Enrichment of Sir3 is observed also between EPA2 and EPA3 and  and at the NE. (B) Enrichment of Sir3 displays a similar pattern in the absence of Sil2126. (Top) Schematic representation of the subtelomeric region of Chr E-R in the sil∆ strain. (C) Sir3 is recruited to Sil@-32kb. (Top) Schematic representation of the subtelomeric region of Chr E-R with Sil2126 placed at -32 kb from the telomere (Sil@-32kb). (A, B, C, bottom) Sir3-Flag enrichment represented as percentage of input.     
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Figure S6. Rap1 binds to Sil2126 in its original position in the absence of intergenic region between EPA2 and EPA3.
(A, B) ChIP assay in the absence of the intergenic region between EPA2 and EPA3. (Top) Schematic representation of the subtelomeric region of Chr E-R with the replacement of the intergenic region between EPA2 and EPA3 by vector sequences. The regions tested by qPCR are indicated as described for Fig. S1 and correspond to the bars in the graph. (Bottom) Rap1-Flag and cMyc-Abf1 enrichment represented as percentage of input in the presence of Sil2126 (A) and in the absence of Sil2126 (sil∆, B).
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Figure S7. When Sil2126 is inserted at -32 kb and the original copy is also present, Rap1 and Abf1 bind to both copies of Sil2126.
(A, B, Top) Schematic representation of the subtelomeric region of Chr E-R in the strain where the original copy of Sil2126 is present as well as Sil@-32kb (A) and in the absence of intergenic region between EPA2 and EPA3 (B). (Bottom) Rap1-Flag and cMyc-Abf1 enrichment represented as percentage of input.
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Figure S8. The interaction between Sil@-32kb and EPA1-EPA2 intergenic region is dependent on Sir3.
(Top) 3C analysis represented by crosslinking frequencies throughout the Chr E-R in Sil@-32kb in the absence of original copy if Sil2126 (sil∆ strain) in the parental strain (purple line) and in a sir3∆ derivative strain (blue line). Each point in the graph represents the crosslinking frequency of each HindIII fragment tested in the different locations across the subtelomeric region. The silencing activity in indicated to the right. (Bottom) Schematic representation of the telomere E-R with the Sil@-32kb and the URA3 reporter inserted at -32 kb as explained in Fig. 7.
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Figure S9. FACS histograms showing GFP fluorescence in the strain containing the 3’ fragment of Sil [sil (nt1-262)∆] containing a GFP transcriptional fusion with  PEPA1. 
[bookmark: _GoBack]The histograms show that only ~20% of the cells in this culture were induced after 2 hrs after dilution of the stationary phase cells into fresh media (M2). Fig. 8 of the manuscript was made using the fluorescence intensity of this population of induced cells. 
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