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Abstract 
This protocol describes experiments of cultures of various lactic acid bacteria that are incubated in a MES buffer and subsequently pulsed with glucose. The concentrations in time of the intracellular metabolites are quenched and prepared for enzymatic analysis by use of this protocol. 

Materials
Reagents:

 LAB medium (see SYSMO-LAB SOP2)

100 mM MES Buffer pH 6.5

1 M glucose

Equipment: 
15ml and 50 ml sterile greiner tubes

Centrifuge

37ºC Incubater

2 ml syringes

2 ml eppendorfs

1 liter bottles

Time Taken  
2 days 
Procedure:
Standard steps

Day 1:

Step1. Grow cells in THY medium at preferred [pH = 6.5] at [temperature 37ºC] without shaking in a 15 ml greiner tube

Day 2:

Step1. Dilute cells to an [OD600 = 0.05] in 1 liter LAB medium in a 1 liter bottle pre-incubated at [temperature=37ºC]
Grow till an [OD600 between 0.5 and 1.0]
Harvest cells by centrifuging 10 minutes at 6000 RPM

Resuspend pellet in 20 ml MES buffer pH 6.5 and divide over two 15 ml greiner tubes and centrifuge 5 minutes at 6000 RPM

Resuspend pellet in 20 ml MES buffer pH 6.5 and put in 50 ml greiner tube at 37ºC water-bath under low nitrogen sparring.

Incubate 10 minutes at 37ºC

Take samples at [time-point= 0] [SOP 5]
Take 1 ml supernatant samples by use of a syringe with a 0.2 µm filter

Quench 400 μl according to [SOP 5], for determination of extracellular metabolites 

Factor studied: add 400 µl of 1M to {final glucose concentration = 20 mM}   
Take sample in time according to [SOP 5]
Take 1 ml supernatant samples by use of a syringe with a 0.2 µm in time

Troubleshooting:
NA
Critical Steps:
NA
Anticipated Results

Concentrations of intracellular metabolites like FBP, ATP and G6P are expected to increase upon a glucose-pulse
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