
Selectable
Marker
(AMP)

Origin of
Replication

EcoRV site

BamHI site

5' Homology arm (5' HA)
-734 bp from LYP1 START

3' Homology arm (3' HA)
+380 bp from LYP1 STOP

SacI site BglII site

Obtain synthetic LYP1 homology arm 
fragment with SwaI site by DNA synthesis

PFA0001

Isothermal assembly of plasmid PFA0190 using BamHI / EcoRV 
PFA0001 digest and LYP1 5' / 3' homology arm fragment

PFA0190

RFP GFPTDH3pr ADH1term

ubiquitin and N-degron

KanMX

PCR amplify TFT constructs with all 20 possible N-degrons

Isothermal assembly of plasmids with PFA0190 SwaI digest and TFT construct PCRs 

SwaI site

SacI site

BglII site

Digest plasmid with SacI and BglII.  Transform sequence-verified linear fragment from digest into
yeast. Select for reporter with KanMX selectable marker and reporter integration site with thialysine

RFP GFPTDH3pr ADH1term KanMX5' HA 3' HA

BglII site

SacI site

ubiquitin and
 N-degron

LYP1

SwaI site

5' HA 3' HA


