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SUPPLEMENTAL FIGURES

Suppl Figure 1. Optimizing thread number for MEGABLAST detection. The elapsed time of
MEGABLAST detection to the human genomic sequences found in NCBI nt database (one of the
host genomic sequence removal steps in our pipeline) were calculated for fifteen groups of
10,000 sequences randomly selected from the amniotic fluid samples. The detection was
performed on CentOS6 with Linux kernel version 2.6.32 using NCBI blast 2.2.30+ version with
up to twenty-four Intel(R) Xeon(R) CPU X5650 at 2.67 GHz processors.
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Suppl Figure 2. Comparison of yield of the smallest human pathogen, HDV (A), and one of the
largest, CMV (B), viruses by 4 extraction methods: 1) Ambion kit, 2) Phenol/Trizol, 3) Qiagen kit,
and 4) Zymo kit. White bars indicate a 10,000 genome copy (gc) spike, grey bars a 1,000 gc
spike and black bars a 100 gc spike. Ordinates are log scale. (C) Number of correct sequence
reads obtained after spiking 228 gc of Enterovirus B, 385 gc of HDV and 22 E. coli into control
amniotic fluid. Library total: 141 million reads. (D) Dot plot showing the degree of homology, as
assessed by BLASTn, between 16S rDNA sequences from cloning and sequencing and the
cognate regions from IDSeq results with at least 100 hits for a species. Source data for this
panel is in Suppl Table 8.
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Suppl Figure 3. Minimal run to run variation in spectrum of species detected. The fraction of
the 10 most common organisms found in two water samples (left panel) or two amniotic fluid
samples (right panel) from two different runs and up to 6 different lanes of a flow cell is shown.
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SUPPLEMENTAL TABLE LEGEND

Suppl Table 1 — Method optimization: Fraction of genome copies recovered after second strand

synthesis
Species After cDNA synthesis | After second strand synthesis

CcmMv 0.57 0.33

Taxon ID: 10359
Enterovirus B 2.81 0.74

Taxon ID: 138949
HDV 0.25 0.20

Taxon ID: 12475
PhixX174 0.21 0.17

Taxon ID: 2607483

Suppl Table 2 — Method optimization: Fold recovery of genome copies recovered at each step

of library synthesis

Species After | After cDNA After After library After library
Qiagen | synthesis Zymo amplification purification
column column

CMV 0.78 0.057 0.078 54.8 41.7
Taxon ID: 10359
Enterovirus B - 0.606 0.583 164.3 131.0
Taxon ID: 138949
HDV - 0.027 0.106 24.9 14.4
Taxon ID: 12475
PhiX174 0.58 0.054 0.006 2.5 1.0
Taxon ID: 2607483

Suppl Table 3 — Counts of organisms with removed sequences

See appended spreadsheet.

Suppl Table 4 — Coordinates of sequences removed from viral reference sequences due to

human homology

See appended spreadsheet.



Suppl Table 5 — Coordinates of sequences removed from bacterial reference sequences due to
human homology
See appended spreadsheet.

Suppl Table 6 — Coordinates of sequences removed from protozoan reference sequences due
to human homology
See appended spreadsheet.

Suppl Table 7 — List of primers used
See appended spreadsheet.

Suppl Table 8 — Detection by IDSeq vs 16S rDNA sequencing

See appended spreadsheet. Each 16S rDNA clone sequenced was matched to the closest species
identified by IDSeq with at least 100 hits. The percent sequence similarity of the 16S sequence to
the IDSeq species 16S was calculated by subtracting all mismatches and gaps from the number
of identical nucleotides and dividing that by the total alignment length.

Suppl Table 9 — Read numbers at different filtering stages
See appended spreadsheet.



