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Ficoll-Hypaque (Pharmacia-Biotech, Sweden) density gradients were used to isolate total
RNAs. RNAs were dissolved in 40 ul of 2 mM diethyl pyrocarbonate-treated water and stored
at -70C until further use. First strand cDNA was synthesized from 2 μg of total RNA using a kit
(Gibco/BRL). And for real-time PCR reactions, Sybr Green PCR Kit (TAKARA, Japan) was used
following the manufacturer’s protocol. The primers used for detection of gene expression were
designed using Primer Express 2.0 (Applied Biosystems, Foster City, CA, USA) and were as
follows: CPTIA: forward 5' -CGCGGTTCCTGCTCCTTC-3'; reverse
5'-ATGTAGGGCGAGGTCGAG-3'; CYP39: forward 5'-TCTCGGGCAGCATTACGT-3'; reverse
5'-TTGATGGCAGAGGCTCCAA-3'; CYP6Z8: forward 5'-ACCCCAATGTTCTCCATGAG-3'; reverse
5'-AAGCAGTGAGGGGATTGCTG-3'; CYP9Q8: forward 5'-AGTCTTCACAAGCAGCACCA-3'; reverse
5'-TAGGACGAGCAGCGTTACCT-3'; CYP1J0: forward 5'-GGGCCTGCTGAAGCCGAAT-3'; reverse
5'-GCTCCCCAGTGAGCATCGA-3'; CPTB: forward 5'-GAACCCCTCCTCCTCTC-3'; reverse
5'-AGGAGGACATGTGGGAC-3'; CYP4: forward 5'-CAATCCACGCTTCTGGAAT-3'; reverse
5'-CCCAGTGCCAAGCCCCTGC-3'; CYP6C8: forward 5'-TCAGGATCGGTGTGCCGGA-3'; reverse
5'-GCTGATGTCAGATCCGCTC-3'; CYP39: forward 5'-CAATCCACGCTTCTGGAAT-3'; reverse
5'-GCTGATGTCAGATCCGCTC-3'. r type final jpn iso. From approximately 5 days after
emergence, flies were provided with oviposition substrate in the form of 100 g of cattle
manure in a 100 mm petri dish. Flies were allowed to oviposit for a 4-hour period every 48
hours over 3 weeks. Eggs were separated using a modified suspension method described in
the final section
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When looking at the kinetics of microbial populations, housefly eggs can be incorporated into
manure in a high level of addition to provide microbial inoculum for the manure, and allow for
potential high microbial degradation rates. The addition of eggs at 30% provides a high level

of inoculum when first incorporated; however, this level of egg addition was lowest at the very
end of the incubation period (see Table 2). At the end of the 24-h incubation period, the

addition of eggs at 30% and 40% was associated with an overall increase of 23.6% in the
number of microbial populations (E. faecium), and a decrease of 18.1% (E. coli). The addition

of eggs at the end of the incubation may be related to limitations of microbial populations that
decrease when the egg addition occurs. Either way, the concept of eggs incorporation into
manure at a high level in parallel with the highest level of microbial populations at initial

fermentation is a feasible concept to be investigated further. The concept of using housefly
larvae to assist with manure degradation and increase economic value may be further

explored by looking at the possibility to include functional components that do not exist in
sterile conditions, like biofloc forming bacteria. Poultry litter is a difficult waste to bioconvert

due to a high number of additives needed to achieve optimal bioconversion conditions [
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