FICHE  META_INFORMATION_PARAMETRES

(à remplir par le responsable du paramètre)

1. Nom du DATASET / Data SET NAME

Data set Name (list of the measured parameters): Bacterial isolation


2. PROJET-ETUDE / PROJECT TITLE

Campaign  NAME :   GreenEdge – ICECAMP – 2016 
Date begin : 4 May 2016
Date end : 6 July 2016
Team Responsible: F. Joux
Address :

Laboratoire d'Océanographie Microbienne (LOMIC) - UMR 7621 CNRS-UPMC
Avenue Fontaulé - 66650 Banyuls sur mer, France


OPERATION (if Relevant)

Sampling method : 
Water was collected with a Niskin bottles

The bottom sea ice from the ice cores was subsampled using a metal cutter shape (diameter 1 cm, depth 3cm)
Station number-Cast number :  

Operation code :

3. RESPONSABLE SCIENTIFIQUE du paramètre / PI of the parameter


4. DATASET contact 


5. INFORMATION GEOGRAPHIQUES /  GEOGRAPHIC INFORMATION

Predefined site (if relevant): 

Location: Qiqiktarjuak ice camp
LATITUDE: 67°28.6’ N
LONGITUDE: 63°46.9’ W
6. DESCRIPTION DES INSTRUMENTS /  INSTRUMENTS DESCRIPTION (if Relevant) 

Instrument Type: 

Manufacturer: 
Model: 
Instrument Features / Calibration: 
7. DESCRIPTION DES PARAMETRES /  PARAMETERS DESCRIPTION

7.1. Ce qui a été collecté, mesuré et comment / How was the parameter collected and measured (include references for analytical methods)?  

Sampling: 
Samples of ice (base of pack ice in contact with the water column) and water (5 and 60 m deep) were collected between April 20 and July 27, 2016. These samples (500 μl) were were added in 1.8 ml cryotubes containing 500 μl of 70% glycerol, and then stored at -80 ° C. until they were treated in the laboratory. 
Analytical procedure : (briefly, could be a short recall to a published reference):

Culture and preservation of the bacterial strains
A volume of 100 μl of each sample was then spread in triplicate on a Marine Agar nutrient agar medium (Zobell, 1941, Alcamo 2001, Sizemore and Stevenson, 1970) allowing the development of culturable marine heterotrophic bacteria (Figure 2A). These dishes were incubated at 4 ° C in the dark to allow the development of psychrophilic bacteria. At regular intervals (1, 2, 3 weeks), the colonies were counted and then isolated during two successive transplants, made from a single colony, selecting different morphotypes (Figure 2B).
After the 2nd transplant, the bacteria were cultured in a Marine Broth medium (Zobell, 1941, Alcamo, 2001) and cultured at 4 ° C. with shaking and in the dark. The strains thus purified were entered in the collection of the Oceanological Observatory of Banyuls sur Mer (Code BBCC). For this, the strains are preserved in duplicate at -80°C. in cryotubes containing glycerol (35% final) or dimethylsulfoxide (DMSO), two cryoprotectants.
Identification of bacterial strains

The cells of each strain were recovered by centrifugation (3 min, 14000 g) from 2 mL of Marine Broth culture. Strains DNA was extracted using the Wizard® Genomic DNA Purification Kit (Promega) following the manufacturer's recommendations for gram-negative bacteria. The DNA was then amplified by polymerase chain reaction (PCR). The primers used to carry out this reaction are forward (10 μM) and 1492 reverse (10 μM), whose sequences are respectively (5 '"AGRGTTTGATCMTGGCTCAG" 3') and (5 '"TACGGYTACCTTGTTAYGACTT" 3') and allow to target the 16S rRNA gene for almost all of its length, approximately 1500 base pairs (Frank et al., 2008, Hogg and Lehane, 1999, Kim et al., 2012). The samples then undergo a heating program comprising 5 min at 95 ° C, then 35 cycles of 15 s at 95 ° C, 15 s at 50 ° C and 15 s at 72 ° C, and finally 5 min at 72 ° C before to be maintained at 15 ° C in an ABI Thermorecycler (Applied Biosystems). This program allows the denaturation of the DNA, the hybridization of the primers and finally the elongation of the DNA thanks to the action of the polymerase, here the KAPA2G (KAPA Biosystems). 
Once the amplification was complete, a 1% agarose control gel with addition of ethidium bromide was made. After a migration of 15 min at 100 V, the gels were revealed under UVs. PCR products were purified using the AmpliClean ™ Magnetic Bead-based PCR Cleanup kit (Nimagen) following the manufacturer's instructions. The sequence reaction is then carried out with primer 907 reverse (3.2 μM) (5 '"CCGTCAATTCCTTTGAGTTT" 3') (Lane et al., 1985, Morales and Holben, 2009) by following 40 cycles alternating between 10 s to 95 ° C, 5s at 50 ° C and 2'30s at 60 ° C. The products of the sequence reaction are then cleaned with the D-pure DyeTerminator Clean-up Kit (Nimagen) before being sequenced using the AB3130XL Sanger 16 Capillary Sequencer (Applied Biosystems). The resulting sequences were cleaned and identified on the EZBioCloud database (http://www.ezbiocloud.net/). They were finally aligned with the Mega7 software (version 7.0.25) (Kumar et al., 2016). Phylogenetic trees are then made with maximum likelihood following the appropriate model calculated from the sequences analyzed (bootstrap analysis, 1000 repetitions). The reference sequences used come from the identification made on EZBioCloud. The species Deinococcus radiodurans is used as an outgroup for our trees.

The strains are stored in the MOLA collection : https://collection.obs-banyuls.fr/
Units
Sensor Precision:

7.2. Décrire quels types de données sont nécessaires pour vous compléter votre propre jeu de données avant envoi à la base de données, et estimer le délai avant la disponibilité de vos données pour la base de données / Post-cruise data analysis/treatment required, and the time frame for this

Estimated Date of Delivery : February 2018.
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