Environmental molecular diversity of AAnP bacteria (datasheets “pufM molecular diversity” and “Blast results of pufM sequences”)

The seawater was prefiltered in line through 47 mm diameter and 3 µm pore size polycarbonate filters (Cyclopore, Whatman) before the final collection of bacterioplankton cells onto 0.22 μm pore size sterivex (Millipore) using a four-head Masterflex peristaltic pump (Cole Parmer Instrument Company). Samples were frozen and stored at -80°C until DNA extraction procedures. 
The total DNA of 81 samples was extracted using a phenol/Chloroform/isoamylic alcohol protocol (Lehours et al., 2010). The pufM gene, encoding the M subunit of the photosynthesis reaction center, was amplified using primers pufMF (5‘-TACGGSAACCTGTWCTAC-3’; Béjà et al., 2002) and pufM WAW (5‘-AYNGCRAACCACCANGCCCA-3’; Yutin et al., 2005). 42 DNA samples (51.9%) yielded a positive signal. 
Twenty three selected samples were used as templates to perform a TTGE assay (temporal temperature gel electrophoresis). Based on their TTGE band patterns, 13 samples were selected for further cloning-sequencing procedures as described by Lehours et al. (2010). 274 sequences were obtained.
A conservative value of 94 % nucleic acid sequence similarity (Zeng et al., 2007) was chosen for clustering sequences into Operational Taxonomic Units (OTUs) using MOTHUR software (Schloss et al., 2009). Coverage value was calculated ( ; Good, 1953 in Mullins et al., 1995).

Cultural diversity of AAnP bacteria (datasheets “AAnP cultures” and  “Repartition of AAnP cultures”)
Seawater samples collected at the surface (3 m) and at the deep chlorophyll maximum (DCM) were used to isolate AAnP bacteria. Colonies were obtained by spreading 50 to 100 µl of seawater samples on LNHM media based on autoclaved in situ seawater (Cho et Giovannoni, 2004).
After up to 7-8 weeks of incubation at 4°C, detection of BChl a-containing colonies was performed using a CCD camera based fluorescence imaging (Photon Systems Instruments Ltd., Brno, Czechia). The purification procedure on 0.25X Marine Agar plates (Difco, MI, USA) was repeated two to three times until cultures were considered pure. The presence of BChl a signal was evaluated using an infra-red kinetic fluorometer (model FL3500, Photon Systems Instruments Ltd., Brno, Czechia) in pure cultures cultivated in 1/4 marine broth.
Isolation of AAnP bacteria was performed on 29 stations;  AAnP bacterial colonies was detected in 17 stations (only at the sub-surface) and 121 strains were isolated.
For DNA extraction, cell pellets from 1.5-ml cultures were suspended in MilliQ water, boiled for 10 min, left at 4°C for 10 min, boiled again for 10 min and centrifuged (5,000 g, 3 min, 4°C). 
Small-subunit rRNA genes were amplified by PCR using universal 5’-HEX labeled reverse primer 1492R (5’-CGGTTACCTTGTTACGACTT-3’) and Bacteria-specific 5’-FAM labeled forward primer 27F (5’-AGAGTTTGATCMTGGCTCAG-3’). The PCR products were grouped by terminal restriction fragment length polymorphism (t-RFLP) using HinfI and MspI restriction patterns.
The DNA of at least two randomly chosen strains from each t-RFLP group (if applicable) 16S rRNA gene were amplified by PCR using 8F (5’-AGAGTTTGATCCTGGCTCAG-3’) -1492R primers couple. PCR products were purified by exoSAP-it reaction (ExoSap-it, GE Healthcare) and sequenced following a classical Sanger method using the latter primers with an ABI 3130 POP7 sequencer (Applied Biosystems). On a set of strains, DNA were extracted using QuickExtract™ Bacterial DNA Extraction Kit (EPICENTRE Biotechnologies, WI, USA) and the presence of pufM was determined by using PCR amplification with specific primers pufMF (5‘-TACGGSAACCTGTWCTAC-3’; Béjà et al., 2002) and pufM WAW (5‘-AYNGCRAACCACCANGCCCA-3’; Yutin et al., 2005).
The 121 pufM positive strains were grouped on 12 16S-tRFLP groups all affiliated to the Rhodobacteraceae family (Alphaproteobacteria, Rhodobacterales), 7 of them, affiliated to the Sulfitobacter genus, pool 59 strains (48.8% of cultures) and others, affiliated to Loktanella genus, pool 62 strains (51.2% of cultures).
Seven representative strains are actually stored in the Roscoff Cultures Collection. Their pufM gene were amplified, purified and sequenced as previously described using the pufMF-pufM WAW primer pair.
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