Plating of the
passaged culture
containing the desired
excisants to obtain
individual colonies
at44 °c

Sreening for LacZ-

on LB+X-gal+IPTG
Screening for Cre+

by PCR using primers
CRF and CRR

9 groups were LacZ+ Cre-

11 groups were LacZ- Cre+

1 group was heterogeneous
containing LacZ+ Cre-, LacZ- Cre-
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Replicating 500
colonies on LB
and LB+Cm at

44 °C

21 groups of 5-25
completely
Cm-sensitive clones

— » Streaking of 21 partially

Cm-sensitive clones to
obtain individual colonies at
440C

Replicating colonies on
B and

LB+Cm at 44 °C
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Primers l l
for PCR > LACZ-FA and LACZ2
pLAC IacZa / pcmy  luciferase gene
loxP71
UCN9
ori-pMB1(ColE1) P pFIXluc
6456 bp
I/ | |
ApR

ori-pMB1(ColE1) ¢cmR

Introduction of minicircle producer plasmid pFIXluc and expulsion of pUC19



