
HS Media Standard Protocol

HS medium is used as a nutrient source for the growth of aerobic and anaerobic bacteria. It was
first developed by S.Hestrin and M.Schramm and is primarily used in the synthesis of bacterial
cellulose (BC).
This experiment aims to successfully prepare an HS media for further use during co-culture
production.

HS media preparation: Primary goal is to develop a nutrient media which supports the growth
of G.xylinus and E.coli.

1. Add the following HS media components to a clean glass bottle (Liu et al. 2019):
a. 20g/L of glucose
b. 5.0g/L of bacterial peptone
c. 5.0g/L of yeast extract
d. 2.7g/L of sodium phosphate dibasic
e. 1.15g/L of citric acid
f. 1.0g/L of magnesium sulfate (or 2.0g/L of magnesium sulfate heptahydrate)

2. Measure out 90% of the distilled water volume (900mL) with a graduated cylinder and
add to bottle.

3. Add a large stir rod and leave under stir until fully dissolved.
4. Prepare pH meter by rinsing the sensor tip with distilled water over a waste container

and blotting with Kim wipe.
5. Place the bottle containing HS media under stir.
6. Add portions of hydrochloric acid (for a 1L media batch, approximately two portions of

4mL) until pH reaches 5.
7. Rinse pH meter with distilled water and dab with Kim wipe, then return the sensor to the

storage solution and re-cover with the PET film.
8. Transfer media into the graduated cylinder

● Rinse glass bottle with portions of distilled water until the desired overall volume
is reached

● Transfer back into the glass bottle
9. Autoclave and cool.

Table 1: Adjusted values of HS media components on the basis of the volume of water used

Total Volume of water (L)



HS Media Components Weight of each component (g)

Glucose

Bacterial Peptone

Yeast Extract

Sodium Phosphate Dibasic

Citric Acid

Magnesium Sulfate

Hydrochloric Acid: Concentration:
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