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The q-PCR assays were performed in polypropylene 96-well plates using an iQ5 Cycler Multicolor PCR detection system (BioRad laboratories, Hercules, CA, USA). The reaction mixture (25 µl) comprised of 12.5 µl of iQ SYBR Green Supermix (BioRad), 0.75 µl of each of the specific primers (10 µM; Roche Diagnostics, Barcelona, Spain), 9µl of sterile distilled water and 2 µl of DNA template. The fluorescent products were detected in the last step of each cycle. A melting curve analysis was carried out after amplification to distinguish the targeted PCR product from non-targeted PCR product (Wittwer et al., 1997). The melting curves were obtained by slow heating at temperatures from 55 to 95 ºC at a rate of 0.5 ºC / 10 s, with continuous fluorescence collection. A plasmid standard containing the target region was generated using DNA extracted from pooled faecal samples of rats fed AIN-93G diet (Harlan Laboratories, Barcelona, Spain). The amplified product was run on a 2 % agarose gel, purified by MBL-Agarose QuickClean kit (Dominion MBL, Sevilla, Spain), cloned using the TOPOTA cloning kit (Invitrogen, Paisley, UK), and transformed into Escherichia coli One Shot Top 10 cells (Invitrogen). Plasmids were eluted by GenElute™ Plasmid Miniprep Kit (Sigma), sequences were obtained by the sequencing service of the Instituto de Parasitología y Biomedicina López-Neyra (CSIC, Granada, Spain), and submitted to a ribosomal RNA database (http://bioinformatics.psb.ugent.be/webtools/rRNA/blastrrna.htmL) to confirm the suitability of the primers. The concentration of the resulted products was determined by spectrophotometer and the copy number was calculated in terms of the product size. For quantification of target DNA copy number, a standard curve was generated using serial 10-fold dilutions of the extracted product by using at least six nonzero standard concentrations per assay. The bacterial concentration in each sample was measured as log10 copy number by the interpolation of the Ct values obtained by the faecal samples into the standard calibration curves. Each plate included duplicate reactions per DNA sample and the appropriate set of standards.

Sequences of the primers used and q-PCR conditions for SYBR green 16 rDNA determination of microbial groups in the chicken faecal freeze-dried samples of the in vivo experiment.

____________________________________________________________________________________________________________________

Bacterial group
Primer







Reference


q-PCR conditions

____________________________________________________________________________________________________________________

Total bacteria

F-Eub 338 (ACTCCTACGGGAGGCAGCAG)

Guo et al., 2008

Initial denaturation: 1 cycle at 




R-Eub 518 (ATTACCGCGGCTGCTGG)






50 ºC for 2 min and 95ºC for 10 
















min. Primer annealing and product
















elongation: 40 cycles at 95ºC 
















for 15s and 60 ºC for 1 min.

Lactobacilli

F-lacto (GAGGCAGCAGTAGGGAATCTTC)

Delroisse et al., 2008

Idem




R-lacto (GGCCAGTTACTACCTCTATCCTTCTTC)

Bifidobacteria

F-bifido (CGCGTCYGGTGTGAAAG)


Delroisse et al., 2008

Idem




R-bifido (CCCCACATCCAGCATCCA)

Enterobacteria

F5 (ATGGCTGTCGTCAGCTCGT)



Castillo et al., 2006

Idem




R5 (CCTACTTCTTTTGCAACCCACTC)

Bacteroides

AllBac296F (GAGAGGAAGGTCCCCCAC)

Layton et al., 2006

Idem




AllBac412R (CGCTACTTGGCTGGTTCAG)

C. coccoides / 

E. rectale

g-Ccoc-F (AAATGACGGTACCTGACTAA)

Matsuki et al., 2004
         Initial denaturation: 94ºC for 5 min.




g-Ccoc-R (CTTTGAGTTTCATTCTTGCGAA)





Primer annealing and product 
















elongation: 40 cycles t 94ºC for 
















20s, 50ºC for 20s, and 72ºC for 
















1 min.

C. leptum

sg-Clept-F (GCACAAGCAGTGGAGT)


Matsuki et al., 2004

Idem




sg-Clept-R3 (CTTCCTCCGTTTTGTCAA)

Escherichia-Shigella
F5 (GTTAATACCTTTGCTCATTGA)


Malinen et al., 2003
       Initial denaturation: 95ºC for 10 min.




R5 (ACCAGGGTATCTAATCCTGTT)






Primer annealing and product 
















elongation: 35 cycles at 95ºC for 
















15s, 60ºC for 20s, and 72ºC for 30s.
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