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Plasmid constructs

5'-deleted CMV promoter constructs were generated by introducing PCR
fragments into the Mlul and Hindll1 restriction sites of the pcDNAS/FRT/TO vector
(Invitrogen, Karlsruhe, Germany) carrying either the HNF4a2 or the HNF4a8
transgene [1]. PCR was performed with a set of forward primers corresponding to the
5’-end of the indicated promoter sequence and the reverse primer 5'-
ATCCGAGCTCGGTACCAAGC-3, introducing Mlul and HindllI restriction sites,
respectively.

For the tet-inducible P2 promoter construct a promoterless intermediate of the
pcDNAS/FRT/TO vector carrying the HNF4a8 transgene was constructed introducing
aMlul restriction site upstream of the tet-operator (TetO2) sequence. Therefore, PCR
was performed on the vector specified above with the forward primer 5'-
ACGTTTACGCGTCTCCCTATCAGTGATAGAG-3 and thereverse primer 5'-
TGGATCCGAGCTCGGTAC-3' and introduced as Mlul-Hindl 1 restriction fragment
into pcDNAS/FRT/TO/HNF4a8 thus replacing the CMV promoter sequence. The
final construct was generated by introducing a PCR fragment of the human P2
promoter region from -2073 to -23 upstream of the presumed transcription initiation
site[2] into the Mlul restriction site of the intermediate. PCR was performed with the
forward primer 5 -ACGTTTACGCGTGGAAGGCAATGTGAGACC-3 and the
reverse primer 5-ACGTTTACGCGTTTATCTTATTGATTCTTCTAATC-3,

introducing a Mlul restriction site on both sites of the promoter sequence.



The genetic fusion construct (DD-HNF4a8) of the L 106P mutant of the FKBP
destabilization domain [3] and the myc-HNF4a8 was generated in three cloning steps:
1. PCR of the HNF4a8 sequence was performed on the vector pcDNAS/FRT/TO/P2-
HNF4a8 with the forward primer 5’ -
CGGAAGAATTCGTCAGCGTGAACGCGCC-3 and thereverse primer 5'-
ACGGGCCCTCTAGACTCG-3, introducing an EcoRI restriction site. The EcoRI-
Notl digested PCR fragment was used to replace Y FP-HA in pBMN L106-Y FP
iHcRed-t [4] generating pBMN-DD-HNF4a8. 2. PCR of the myc-tag sequence was
performed on the vector pcDNAS/FRT/TO/P2-HNF4a8 with the forward primer 5’ -
TGCCTTCAATTGCGCGCTATGGAGCAAAAG-3 and thereverse primer 5'-
TGCCTTCAATTGGGTACCAGGCCTTGAATTC-3, introducing Mfel restriction
sites on both sites of the tag. The EcoRI digested PCR fragment was introduced into
the EcoRl site of pPBMN-DD-HNF4a8 to generate pBMN-DD-myc-HNF4a8. 3. For
the final construct the DD-myc-HNF4a8 sequence was cloned as BamHI-Notl
restriction fragment into the vector pcDNAS/FRT/TO/P2-HNF4a8 to replace myc-
HNF4a8 and generate pcDNAS5/FRT/TO/P2-DD-HNF4a8. The introduction of the
mutation C106R into pcDNAS/FRT/TO/HNF4a2 was described elsewhere [1]. The
corresponding mutation was introduced into the HNF4a8 variant of the
pcDNAS/FRT/TO/P2-DD-HNF4a8 vector by replacing an Xhol restriction fragment
spanning the mutational site with the appropriate Xhol sequence of
pcDNAS/FRT/TO/HNF4a2-C106R.

The sequences of al final constructs as well as the presence of the mutation

were verified by sequencing.
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