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Yeast Colony PCR
This is as reliable as colony PCR gets for me, but if it fails (and it is effectively limited to ~1kb or smaller products), use the slower protocol on the next page.

This works much better on freshly grown colonies than ones which have been sitting in the fridge for a while. 

Re-suspend a colony in 30(l 0.2% SDS

SDS quality seems to be important. We dilute this from a  Biorad pre-made 20% SDS solution, which works better than SDS stock made from powder

Boil at 98( for 20 minutes, vortex immediately before use

Standard genotyping PCR with OneTaq:


6.25 (l OneTaq Hot Start QuickLoad 2x standard master mix (NEB)


0.025 (l each primer at 100 (M


6 (l water


0.2 (l boiled yeast suspension (or other DNA)
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Note that this reaction can be loaded directly on a gel with no additional dye
Slower, more reliable method

Re-suspend 1 large colony in 200(l Fast Lysis buffers
Add 20-50(l glass beads and 200(l phenol/chloroform

Vortex for 5min at 4(C or room temperature

Spin for 5min at top speed

Use the upper phase for PCR with OneTaq, Phire or Phusion - 1µl in 50µl maximum
Fast Lysis Buffer:
2% Triton-X100




1% SDS




100mM NaCl




1mM EDTA




10mM Tris pH8

This DNA lasts for a week or so at room temperature, but to make a permanent stock as a PCR template continue the preparation:
Extract 150µl of the upper phase, add 15µl 3M NaOAc pH5.2 and 450µl ethanol

Vortex, then spin 15min at top speed

Wash pellet with 1ml 70% ethanol

Dry pellet 5min at RT

Add 100µl EB (10mM Tris pH8.0, 1mM EDTA), vortex

Testing strains from the EUROSCARF deletion library:

Do a 10(l Phire PCR with primers U1 and U1rev using the colony PCR protocol above

Run 2(l on a gel (should see a band of ~100bp)

Clean the remaining 8(l on QiaQuick column, elute in 50(l

Sequence 1(l of this in a 10(l BigDye reaction using U1 rev to prime

U1:

GATGTCCACGAGGTCTCT
U1 rev: 
GGACGAGGCAAGCTAAACAG
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