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Preculture
Transfer a single colony from a streak plate to 3 ml YEA.
Incubate overnight at 30°C with shaking.
Culture

Determine cell number by counting.
Innoculate 60 ml YEA."
Grow at 30°C with shaking for ~16 hr.
Gl arrest in EMM2-N culture
Determine cell number by counting. %
Wash twice with EMM2-N.
Adjust cell concentration to 2.0 X 10° cells/ml by diluting with EMM2-N.
Incubate overnight (about 4 generation time) at 25°Cwith shaking. *’

Release

Resuspend cells in YEA at 2.0 X 10° cells/ml, and incubate at 33°C.
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Preculture
Transfer a single colony from a streak plate to 3 ml YEA.



Incubate overnight at 30°C  with shaking.
Culture

Determine cell number by counting.

Innoculate 60 ml ml)

Grow at 30°C with shaking for ~16 hr.
Synchronization by HU treatment

Determine cell number by counting. %

Adjust cell concentration to 2.0 X 10° cells/ml by diluting with YEA.

Incubate with 15 mM HU in YEA for 3 hr.

Determine cell number by counting.”

Collect cells and wash twice with YEA.

Resuspend in 60 ml of YEA at 2.0 X 10° cells/ml.

Incubate at 30°C with shaking.
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Preculture
Transfer a single colony from a streak plate to 3 ml YEA.
Incubate overnight at 30 °C with shaking.
Culture
Innoculate 250 ml YEA X2 flasks."
Grow at 30°C with shaking for ~16 hr.
Selection Synchrony
(Make 10-40% lactose gradient in 40 ml YEA.)?
Determine cell number by counting.
(use cells at mid-exponential phase: < 1X 107 cells/ml )
Centrifuge at 3,500 rpm for 5 min.
Resuspend in YEA.? (total cell suspension: < 3 ml)
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Centrifuge at 2,000 rpm for 2 min with a swing rotor.”’
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Resuspend cells in YEA at 2 X 10° cells/ml, and incubate at 33°C.
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Preculture
Innoculate10 ml YEA with a single colony from a YEA plate.
Incubate overnight at 30°C  with shaking.
Culture
Determine cell number by counting.”
Innoculate 700 ml of YEA.?
Incubate overnight at 30°C  with shaking.
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Determine cell number by counting.”
Collect cells by centrifuging at 4,000 rpm for 5 min.
Resuspend pellet in ~60 ml of YEA at 3.0 X 10® cells/ml.



Load 30 ml cell suspension (3.0 X 10* X 30 cells) into a 40 ml sample chamber.
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Cell : HR348-1 & leul cdc25-22
Preculture
Transfer a single colony form a streak plate to 3 ml YEA.
Incubate overnight at 25°C with shaking.
Culture
Determine cell number .
Innoculate100 ml YEA."
Grow at 26°C with shaking for ~16 hr.
Synchronization by temperature block
Determine cell number.
Adjust cell concentration to 3.0 X 10° cells/ml by diluting with YEA.
Incubate at 36°C for 4 hr. ?
Cool to 25°C by incubating the flask on ice with shaking.”
Check the temperture.
Incubate at 25°C.
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http://www.bio.uva.nl/pombe/handbook/section3/section3-3.html

G. M. Walker. Synchronization of yeast cell populations (Methods in Cell Science 21: 87-93(1999))
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