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F1. AXHERSIY

Table 1. The primers used in this study

Primers Sequences (5'—3")

Northern blot?
incRNA1903-probe ATCGGGCACGGGAACTGGGC

ACGAGTGA AGGT
incRNA1436-probe GACGAGTGACCCGGGCAGGTC

ACTG
CR-RT-PCR
incRNA1903-F GGAACGGCGAATCCTCAC
incRNA1903-R CTCCCCTTACGGGTCGGT
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Table 2. The ncRNA with expression level more than
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Figure 2. Northern analysis of incRNA1436 and
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Figure 3. Northern blot analysis of incRNA1436
under the stimulation of different salt concentration. 2.4 CR-RT-PCR ncRNA
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+1
—17 GCTTATCCGA CGGACGGAAC TAGAGTACGT CGGCAGAGAG AGCCCAGTTC CCGTGCCCGA TTGCGGGCAT

53 GAGGAAAGTC CCCCCACCGT CTGAACAGGT GACCGGGCGC AAGCCCGGAG TCGGAGACGG CTGGCGCTGG
123 AACAGAAACG AGACCACTCG ACCCGACCGA TGATGCGCGC GAACCGACCC GTAAGGGGAG GGAGTTAACC
193 CGCAGAGGGA AGCGCGGTCA CATCGTGACC GCGGITGGTG AACGGTCACC CGTGAGCCGC GAGATGGCAT
263 CGCCATTTCC GACGGTCGAG AACGGATGGA ACGGCGAATC CTCACCGGTG CAAGTCCGCG CCGCGAAGGT

primer

333 AGTTCGGACG GCGCGTCGGG TTCGCCCGTC GTGCCCCCGG GGTTCCCCGG GAAGGACGCG GACGCTAAGC
4 L

4(3 CGAATGCTGG GACGAACAGA AGGGGGCTTA CTCCTCTCAG CCACTTTCAC ACTCGTGAGC CGCTGCACCG

473 TGICTCGCCG TGCTC

(B) —85 ACCGACTTGG GCGTTTCCCG GCATGGCCAG TTCAGCCTAA TCACGTAGGG CGGTGAATTA GTAGCGCCTG
+1

—15 GTTCCTCGTC GTAAGTGGCC ACAGTGACCT GCCCGGGTCA CTCGTCGTGC CCGCACGCCC CCACCGGCGG
11

55 ATATCGACAA CCCTTCCCCC CCTCTTTCCG CCCAGGGGAC GTGTCCCTGC CCAAACCCAA CTCCCTTTCC
primer

125 GCGCAATCGA CCGCCGAGCA GACGGTGTCT TGTTCGTATC TGCTGGT
4. CR-RT-PCR MEH¥FEIGM RS IERR
Figure 4. Sequence of the transcripts of incRNA1903 and incRNA1436. A: identification of 5’- and 3'-ends of
incRNA1903 transcripts. B: identification of 5'- and 3’-ends of incRNA1436 transcripts. The two transcripts of
incRNA1436 were identified by CR-RT-PCR. Transcription start sites (TSS) are marked with arrows. Transcription
termination sites (TTS) are marked with inverted T. The bold ones are identified by RNA-seq and the other ones are
identified by CR-RT-PCR. The primers used for RT-PCR are underlined.
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Identification of non-coding RNA in Haloferax mediterranei

Lei Wang'”, Feiyue Cheng'**, Dahe Zhao'~*, Haibo Yang'?, Hua Xiang'*

! State Key Laboratory of Microbial Resources, Institute of Microbiology, Chinese Academy of Sciences, Beijing 100101, China
? University of Chinese Academy of Sciences, Beijing 100049, China

Abstract: [Objective] To identify non-coding RNAs in Haloferax mediterranei through high-throughput RNA
sequencing, bioinformatics analysis and molecular techniques. [Methods] After H. mediterranei cells under log
phase of growth were treated with different salt concentrations for 30 minutes, total RNA was extracted for the
following strand-specific RNA sequencing and differential RNA sequencing. These RNA-seq data were used to
identify the genome-wide ncRNAs and to predict the 5" and 3'-ends of the transcripts by bioinformatics analysis. A
few selected ncRNAs were further confirmed by Northern blotting and Circularized RNA reverse transcription-PCR
analysis. [Results] We identified 105 highly credible ncRNAs. Expression of four ncRNAs showed difference in
different salt concentrations. We confirmed the expression, length of transcripts, transcription start and termination
sites of incRNA1436 and incRNA1903 by Northern blotting and CR-RT-PCR. [Conclusion] We identified the
ncRNAs of H. mediterranei in a genome-wide scale, including identification of a few ncRNAs involved in the
responses of H. mediterranei to different salt concentrations. Our results have provided fundamental data and novel
insights for future study of the function of ncRNA in haloarchaea.

Keywords: Haloferax mediterranei, non-coding RNA, salinity stimulation, RNA-sequencing
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