SUPPLEMENTARY METHODS
Strains and plasmids:
The Trz1-TAP strain was obtained from Euroscarf; the Lhp1-GFP strain  - from Life Technology and rrp6Δ mutant, derivative of BY4741 – from Open Biosystem. The Rex1-HA strain was constructed using the PCR based method employing the pFA6A-3HA-kanMX plasmid described in (Longtine et al. 1998) and the following primers: rex1F 5’TAGAAGCCATAAAGTTAGCCCGGGGTGGTGTAGCATCCTTTACTGTAAAACGGATCCCCGGGTTAATTAA-3’, rex1R 5’-ATATATATATATATATATATATATATATTTATATATTTATACACATAGAAGAATTCGAGCTCGTTTAAAC-3’.
The plasmids harboring LHP1 and TRZ1 derived from the Yeast Genomic Tiling Collection (GE), (KanMx, LEU2, 2μ) (Jones et al. 2008). pRS425 plasmid was used as the control vector.
Western blot analysis:
Cells were grown as for Northern. Protein extraction was conducted as described in (Towpik et al. 2008). Proteins were resolved on 10% SDS-PAGE using an acrylamide: bisacrylamide ratio of 37:5:1. After electrophoresis proteins were transferred to nitrocellulose membrane (Milipore). The membrane was blocked for 30 min in 1x TBST (10 mM Tris, 150 mM NaCl, and 0.05% Tween 20), containing 5% fat-free dry milk and then incubated for 1h with antibodies against GFP (Roche) at a 1:2000 dilutions and PAP antibody (Sigma-Aldrich) at a 1:5000 dilution. For GFP detection, the membrane was incubated with secondary anti-mouse antibody at a dilution of 1:5000, coupled to horseradish peroxidase (DAKO), which was visualized by chemiluminescence using the ECL detection kit (Bio-Rad). To assess protein loading, the membranes were re-probed with antibodies against Act1 (Merck-Millipore) at a dilution of 1:2000 and incubated for 2.5h or Vma2 (Molecular Probes) at a dilution of 1:10000 and incubated for 1h. Secondary anti-mouse antibody coupled to horseradish peroxidase was added and detection was performed as above.
Northern blot analysis:
Additional probes used for Northern hybridization:  ND0064 (tRNAPhe) 5'-TGCGAATTCTGTGGATCGAACACAGGACCTCCAGATGACTTGACCGAAGTTTT-3’; WHIT50 (tRNATrp) 5'-CAGGAATTGAACCTGCAACCCTTCGA-3’
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	 3’ end sequence 
	YPD 30°C
	YPGly 37°C
	YPGly 39°C

	
	
	number of clones
	%
	number of clones
	%
	number of clones
	%

	3’ end-processed
 pre-tRNA
	C
	24
	29
	3
	3
	5
	5

	
	CC
	10
	12
	1
	1
	
	0

	
	CCA
	9
	11
	6
	7
	4
	4

	pre-tRNAs containing trailer
	Ctt
	
	0
	1
	1
	
	0

	
	Cttt
	1
	1
	1
	1
	
	0

	
	Ctttc
	
	0
	2
	2
	3
	3

	
	Ctttct
	4
	5
	17
	19
	8
	9

	
	Ctttctc
	27
	33
	29
	32
	22
	24

	
	Ctttctct
	6
	7
	3
	3
	20
	22

	
	Ctttctctt
	
	0
	
	0
	2
	2

	
	Ctttctcttt
	
	0
	
	0
	4
	4

	
	Ctttctctttt
	
	0
	4
	4
	8
	9

	
	Ctttctcttttt
	
	0
	2
	2
	4
	4

	
	Ctttctctttttt
	
	0
	
	0
	3
	3

	
	ctttctcttttttt
	
	0
	
	0
	3
	3

	pre-tRNA with extra A at the 3’ end
	cttAA
	
	0
	1
	1
	
	0

	
	ctttcA
	
	0
	1
	1
	1
	1

	
	ctttctA
	
	0
	5
	6
	2
	2

	
	ctttctAA
	
	0
	2
	2
	
	0

	
	ctttctcA
	2
	2
	12
	13
	1
	1

	
	ctttctctttA
	
	0
	
	0
	1
	1

	
	ctttctctttAAAAA
	
	0
	
	0
	1
	1

	
	Total 
	83
	100
	90
	100
	92
	100



Table S1. Heterogeneity of sequences at the 3’ end of pre-. RNA was isolated from wild type cells grown under standard conditions or shifted to YPGly and incubated for 2h at 37°C or 39°C. The sequences of 3’ ends of pre- were detected for a given number of independent clones. The sequence of the entire  gene with trailer sequence separated by space is 5’GCTCGTGTAGCTCAGTGGTTAGAGCTTCGTGCTTATAGCAACATTCGGTTTCCGAAGTTTCTGTGCCAAAGACCTTTCAAACAGGCCTTTAAAAGCAACG CGACCGTCGTGGGTTCAAACCCCACCTCGAGCA CTTTCTC(T)n 3’.
LEGENDS TO SUPPLEMENTARY FIGURES
Figure S1. The patterns of pre- and pre- analyzed by Northern hybridization under various growth conditions. Wild type strain was grown in YPD at 30°C to exponential phase and then shifted for 2h to different temperatures (23-39°C) and/or to YPGly medium. RNAs were isolated and anylyzed by Northern hybridization with probes specific to the indicated tRNAs. The bottom panels present ethidium bromide stained 5.8S and 5S rRNA used as the loading controls.
Figure S2. Forms of tRNA precursors which accumulate under stress are futher processed instead to be degraded by exosome pathway. Wild type and rrp6∆ mutant strains were grown at 30°C to exponential phase in YPD, and then transferred to pre-warmed YPGly, incubated for 2h at 39°C, transferred again to YPD and further incubated at 30°C. Cells were harvested at the indicated times. RNAs were isolated and analzed by Northern hybridization with probes specific to  and The forms of tRNA precursors which accumulate under stress conditions are indicated with solid arrows. The bottom panels present ethidium bromide stained 5.8S and 5S rRNA used as the loading controls.
Figure S3. Levels of Lhp1 and Trz1, involved in processing of 3’ end of tRNA are not decreased under stress conditions. The tagged strains were grown to exponential phase in standard conditions and shifted for 2h to the indicated temperatures, part of cultures were also shifted to YPGly media. Isolated proteins were analyzed by Western blot using antibodies against Prot A and GFP respectively. Act1 and Vma2 were used as loading controls. 
Figure S4. Tagging of Rex1 results in its malfunction. Rex1 was tagged with a 3HA epitope using standard PCR based methods. Cells were grown to exponential phase in YPD medium followed by shift for 2h to 37°C and 39°C and/or YPGly medium. RNA isolated from indicated strains and conditions was analyzed by Northern hybridization. The form of  which accumulate under stress conditions is indicated with solid arrow. The bottom panel presents ethidium bromide stained 5S rRNA used as the Rex1-HA functionality test (grey arrows) and the 5.8S rRNA treated as the loading control.
Figure S5. The REX1 multicopy plasmid is functional. (A) The rex1Δ strain transformed either with empty vector or the REX1 multicopy plasmid was grown in minimal media to exponential phase and then shifted to YPD or YPGly at indicated temperatures for 2h. Isolated RNA was analyzed by Northern blotting with probe specific for (the aberrant end-extended intron-containing form is marked with solid arrow). Suppression of the defect in 5S rRNA processing by overexpressed REX1 is verified by assessing RNAs by EtBr stain (lower panel, grey arrows). (B) Effect of Rex1 overproduction upon  precursor patterns. The ratio of the two forms of the 5’ and 3’ end containing  were determined for at least 3 biological replicates. Standard deviation is indicated. 
[bookmark: _GoBack]Figure. S6 Defects of on 3’ end processing of pre- and pre- under stress are neither suppressed by Lhp1 nor Trz1 overproduction. Wild type strain transformed either with the multicopy vector or the vector containing LHP1 (A) or TRZ1 (B) were grown in minimal media to exponential phase and then shifted to YPD or YPGly at the indicated temperatures for 2h. Isolated RNA was analyzed by Northern blotting with probes specific for and . 5.8 S rRNA was used as the loading controls. Forms of tRNA precursors which accumulate under stress conditions are indicated by solid arrows.
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