First Round of tests to be done on Tuesday March 13, 2004:
MOTILITY:
· Our strains for the experiment are C.testosteroni BR60 (metabolizes 3CBA, 3,4 diCBA and 4 CBA, see pages 74 and 83 of lab manual) and C.testosteroni BR6020 and Psuedomonas Fluorescens PTCC 13825.
· confirm motility of our strains is of course of outmost importance, before wasting any other resources.

· This will be done primarily with phase microscopy and hanging drop using my isolate, Proteus mirabilis, as the positive control.
· TTC motility Agar will hopefully be the absolute test for motility if the former methods are inconclusive ( of course C. testosteroni better be able to reduce TTC).
I found a very useful data table, Alan, in this article (Chang YH, Han JI, Chun J, Lee KC, Rhee MS, Kim YB, Bae KS. Comamonas koreensis sp. nov., a non-motile species from wetland in Woopo, Korea. Int J Syst Evol Microbiol. 2002 Mar;52(Pt 2):377-81.)
[image: image1.png]Table 2. Differential phenotypic characteristics of strain YH12" and related bacteria

Data were taken from this and earlier studies (De Vos e ., 1985; Tamaoka et al, 1987; Wen er
al, 1999 Willems et al., 1991).

Characueristic YHIX'  C.rerrigena . wesosteroni D acidovorans
KCTC 20807 KCTC 20007 KCTC 20017

Matilty/fagella - + ¥ +

Tween 80
2-Naphthyl butyrate
2-Naphthyl phesphate (pH $:5)
Naphthol-AS-BI phosphate

Used of carbon source for growth.
Adipate, p-gluconate
Aconitate
Caprate
Citrate - Z
b-Fructase z
Glycerol, 1-threonine z
b-Glucose
b-Alanine, L-alanine
L-Aspartate, 1-leucine
1-Histidine, L-phenylalanine
mInositol
p-Mannitol
Phenylacetate:

Propionate
Sehacate
p-Tagatose
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I have attached the article, but its quite clear that we are probably going to have +ve results of motility.

10 M
CULTIVATE OUR STRAINS:
· I would inoculate 3 Nutrient Broth (containing 10mM succinate as the main carbon source for all the strains, as for the recipe I was under the impression that this was to be provided by Glen) tubes, one for each of our 3 strains. These will be uninduced with the carbon sources that we are studying for chemotaxis.
· Each strain will have 9 Nutrient Broth tubes containing 1 compound (0.2mM was what Pandey used, but I looked at Miguel’s paper and they used a concentrations of 4mM so we’ll have to clear that with Miguel to see which of the two is better) of interest which the strain will be induced with ( inducement is necessary, remember Alan that the last experiment we did, when my PNP degrading bacteria was plated on NA and then transferred to a PNP plate it had lost the PNP degrading ability, therefore its probable that with BR60, its 3CBA chemotaxis ability is  an unstable trait [ie stuck on a plasmid instead of the chromosome]).
2CBA

3CBA

4CBA

2,6 diCBA

3,4 diCBA

3.5 diCBA

3-Br-BA

3-F-BA

3-I-BA

· So with 3 uninducing NB tubes (controls) and inducing 27 NB tubes (9 for each compound), a total of 30 tubes are to be grown at 32ºC.
PREPARE SWARM MEDIA 

- Following the procedure from the Pandey article:  0.2 mM of the aromatic compound is to be added to the swarm plate before the 0.16% bacto agar (ask Glen or Miguel if this is correct) containing 10mM succinate is added. There should be a control plate with no compound added, therefore the total of plates is 10 and this is to be repeated 3 times for each strain for a total of 30 plates. This will be repeated twice for uninduced strains and induced strains, the absolute total of swarm plates for this entire experiment will be 60. 
WEEK 1 (Plate uninduced):

· We will use the 3 tubes of uniduced strains for plating.

· When actually plating the plates with the cell suspensions we’ll follow Pandey’s protocol:  Add 75-100μL of washed cell suspension (OD600 of 2.0) poured into a well located at the centre of the swarm plate. Pandey added 1mM glucose to the cell suspension as an energy source, Miguel told me that BR60 and BR6020 are unable to use glucose ( Table 2 above confirms this), that’s why I propose we add 10mM succinate to the swarm agar to provide energy, maybe even adding 1mM succinate to the cell suspension as well to provide an intial boost of energy.

· A total of 30 swarm plates will be plated in this week.
WEEK 1 (Plate induced):

· Following the same procedure as in week 1 but using the induced strains produced in 27 tubes for plating.
· Again 30 plates will be plated.
OBSERVATIONS:
- Pandey noted formation of rings for there strains after 12-16 hours, so it is prudent to observe the plates the next day). If we are able to perhaps we can plate the swarm plates at 6pm and observe them the next morning at 10 am and from their observe the plates in 24 hr intervals. We will be observing how far from the well our strains migrate, using our control plates conatianing no aromatics as the base value. Unfortunately this method can only test for chemotaxis towards  a chemoattractant and not away from a chemorepellant. So perhaps testing for chemorepellants will be a possible 498.
