ONLINE SUPPLEMENTARY INFORMATION (Nair and Agashe 2016, Current Science)
I. Sampling sites
We chose sampling sites that allowed easy access to a non-polluted water body located close to vegetation,
that were situated outside protected natural areas, that allowed access to a basic lab bench, and which
were an overnight journey away from our lab at NCBS. Three sites were located on or near the campuses
of research institutes or universities, and one site was at a field station with basic facilities. For
dragonflies collected at sites away from NCBS, we dissected guts at a lab bench nearby, swabbed the gut
exterior and plated out the negative control plates immediately. The dissected gut was placed in sterile
saline and transported to NCBS on ice within 24 hours, after which we made sections of the gut to
estimate culturable diversity as described in the methods. Detailed
information on each site is given below.
NCBS (National Center for Biological Sciences, Bangalore):
Adult dragonflies were collected in the afternoon around a
shallow, artificial, and isolated pond inside the NCBS campus fed
by rainwater. The edges of the pond are surrounded by waist-high
grass and a few trees and bushes, which was used as perches by
Orthetrum sabina and Potamarcha congener. Pantala flavascens
was sampled while mostly guarding their territory over the water
body.
VIT (Vellore Institute of Technology, Vellore): The site at
Vellore was very similar to the NCBS site, consisting of an
artificial pond on the institute campus, surrounded by vegetation.
However, the climate in Vellore was very different from NCBS:
it was much more humid and hot during the sampling month.
Pandalam: This site was located in post harvest paddy fields that
with semi-dry tall tiger grass. Thus, there was no pond, but the
entire region had small pools and canals flooded with water. The
climatic conditions were similar to VIT except for a stronger
wind. We dissected the guts in the Zoology lab at NSS College,
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Pandalam, located 4 km away from the sampling site.
Agumbe: This site was located on the grounds of the Agumbe
Rainforest Research Station, located 3 km inside the Agumbe
forest. This is a high altitude site and has a cooler and windy
climate. Dragonflies were collected near a pond at the center of a
large grassland; the pond is connected to a stream. Agumbe has
high annual rainfall, and hence humidity was very high,
particularly during November and January when the field was flooded.

II. Dragonfly gut regions
The figure below shows a dissected dragonfly gut with the major regions highlighted.
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III. 16S rRNA sequencing
We

sequenced

the

16S

rRNA

gene

using

the

universal

bacterial

primers

(TGCCAGCAGCCGCGGTAA) and 1391R (GACGGGCGGTGTGTCCA), which cover

533F

~900 bp

corresponding to the hypervariable regions V4-V8. However, we could not get the correct product size for
49 OTUs, and hence we used another primer set, 8F (AGAGTTTGATCCTGGCTCAG) and CDR
(CTTGTGCGGGCCCCC), which amplifies ~900 bp of the V1-V5 regions. Thus, we could obtain ~424
bp overlapping sequence for each OUT spanning the V4 and V5 regions, which we used to generate
multiple alignments. The figure below shows a schematic of the primers and the gene regions.
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Table S1: Primers used to build a host phylogeny using mitochondrial DNA sequence from each
dragonfly host
Primer

Sequence

Region

Reference

LRJ-N 4F

GCTCCGGTTTGAACTCAGAT

LSU

[1]

LRJ-N 4R

AGTTCTCGCCTGTTTATCAAA

LSU

[1]

LRJ-O2 6F

TTATGACTAATGATTATGCTAC

SSU

[1]

LRJ-O2 6R

GGTATCTAGTTTTTTAAGAA

SSU

[1]

DA-ASH 8R

TAATTGGAGATGATCAAATTTA

COX

This study

DA-ASH 8F

TCTGTTAAAAGTATAGTAATAG

COX

This study

NB-ND5 10F

CCAAAATATTCTGATCATCCTTG

ND5

[2]

NB-ND5 10R

GGATTAACTGTTTGTTATACTTTTCG

ND5

[2]

SR-J-14199 16F

TACTATGTTACGACTTAT

16S

[3]

SR-N-14594 16R

AAACTAGGATTAGATACCC

16S

[3]
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