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Supplementary figures



Length, Coverage Statistics
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Figure 1: Average sequence coverage and length, read count coefficient of variation, and sequence N50
length as computed over contigs and c-isotigs only ((a) and (b)) as well as over all unigenes (which include
singletons; (c) and (d)) as sequencing depth and average read length vary.



Rarefaction Statistics

2 True Contig Annotations, Perfect --=---
S 30000 |- Contig Annotations, Perfect —s—
2 25000 |- C-Isotig Annotations, Newbler —s—
€ P ———
<< 20000 -
] I
Z 15000 | N
<
S 10000 |- —
5
g 5000 - -
Q
0
g 18000
'§ 16000
S 14000
£ 12000
2 10000 |
g 8000 |
S 6000 .
S 4000 -
g 2 -
5 000 -
0 L . . . . . . . . .
100K 600K M 1.4M 1.8M 2.2M 200 400 600 800 1000
Reads Sequenced Average Read Length (bp)
(@) (b)
2 True Unigene Annotations, Perfect --m=--
k) 30000 - Unigene Annotations, Perfect —s—
% 25000 - Unigene Annotations, Newbler —e—
£ —— Al
< 20000 [ -
g
g 15000 | .,’ [ .}
2 10000
Q
£ 5000 -
a
0
g 18000
'§ 16000
S 14000
£ 12000 |
2 10000 |
g 8000 |
2 6000 f {./""—’- L
o L
g 4000
o 2000
I . . . . . . . . .
100K 600K M 1.4M 1.8M 2.2M 200 400 600 800 1000
Reads Sequenced Average Read Length (bp)
(c) (d)

Figure 2: Number of unique annotations in contigs and c-isotigs ((a) and (b)) and in all unigenes (which
include singletons; (c¢) and (d)) as sequencing depth and read length vary. “True” annotations for perfect-
assembly sequences were determined by the actual source transcripts of the simulated reads. Due to the
large number of Newbler singletons when reads averaged longer than 400 bp, we did not annotate singletons
for these assemblies.



Unique Annotations in Singletons
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Figure 3: Number of unique annotations found only in singleton sequences as sequencing depth and read
length vary. “True” annotations for perfect-assembly sequences were determined by the actual source tran-
scripts of the simulated reads. Due to the large number of Newbler singletons when reads averaged longer
than 400 bp, we did not annotate singletons for these assemblies.



Ortholog Hit Ratio Statistics
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Figure 4: Average and median ortholog hit ratios over contigs and c-isotigs ((a) and (b)) and all unigenes
(which include singletons; (c) and (d)) as sequencing depth and read length vary. Due to the large number
of Newbler singletons when reads averaged longer than 400 bp, we did not annotate singletons for these
assemblies.
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Reciprocal Best Hit Statistics
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Figure 5: Counts of reciprocal best hit annotations, as well as percentages of BLASTX annotated sequences
additionally having reciprocal best hits, for contigs and c-isotigs ((a) and (b)) and all unigenes (which include

singletons; (c¢) and (d)).

Due to the large number of Newbler singletons when reads averaged longer than

400 bp, we did not reverse-annotate (using TBLASTN) these assemblies.



Reverse Rarefaction and Collapse Factors
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Figure 6: Counts of (necessarily unique) reverse-annotations and average collapse factor (amongst sequences
with at least one reverse-annotation) over contigs and c-isotigs ((a) and (b)) as well as over all unigenes
(which include singletons; (c) and (d)). Due to the large number of Newbler singletons when reads averaged
longer than 400 bp, we did not reverse-annotate (using TBLASTN) these assemblies.



