Supplementary Methods

BAC tiling path clones not derived from the fingerprint map were chosen for sequencing
based on positive RPCI-11 and RPCI-13 library screening results using overgo' probes
from STS markers, unique BAC-end sequence or gene sequences. Candidate clones were
end-sequenced prior to inclusion in the tiling path. BAC clone DNA was sheared with
nebulizers and used to construct random shotgun libraries, with 2-4 kb inserts, in a
modified pUC18 vector using the double adaptor method”. Random subclones were end-
sequenced using ABI dye-terminator chemistry and were base-called, assembled and
visualized using the Phred-Phrap-Consed package

(http://www.phrap.org/phredphrapconsed.html). BAC clones were finished using custom

primers, multiple insert-length shatter libraries, transposon insertion and sequence
derived from PCR products. We assessed BAC clone order, integrity and coverage using
available genetic and radiation hybrid map markers including the deCODE’, Genethon®,
Marshfield’, GeneMap99°® and Whitehead Institute YAC maps’. Markers were placed on
the genomic sequence using a combination of ePCR

(http://www.ncbi.nlm.nih.gov/sutils/e-pcr/)® and BLAST (see Supplementary Figure 1).

We used a combination of three approaches to assign ncRNA loci to the finished
chromosome 3 sequence. First, we constructed a manually curated database of
experimentally confirmed or expressed and bioinformatically confirmed ncRNA
sequences including those from FANTOM™'’, FLI/H-InV-FL-cDNA'"'? and others
totaling 17.372 entries. We aligned these sequences to the NCBI Build 34 chromosome 3
sequence using BLAST and SIM4". Sequences showing alignment at > 95% identity

over 95% of their length were retained as candidates. Second, we used in silico prediction



software including Rfam'?, snoscan'”, SRPscan'®, tRNAscan-SE'’, and FISHER'® to
identify further candidates. Finally, we mined the human Unigene

(http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=unigene) and EST

(http://www.ncbi.nlm.nih.gov/dbEST/index.html) databases for non-protein-coding

transcripts that appeared in a least four EST libraries and aligned these to the
chromosome using SIM4. Those candidates aligning with >85% identity over >80% of

their length, and whose locus is devoid of GENSCAN

(http://genes.mit.edu/GENSCAN.html) protein predictions within 10 kb were retained.

Comparative analysis used alignment of sequences from the chimpanzee', dog

(http://www.ncbi.nlm.nih.gov/genome/guide/dog/), mouse?’, rat”', chicken®, zebrafish

(http://www.ncbi.nlm.nih.gov/projects/genome/guide/zebrafish/) and Fugu®.
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