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Coexpression of PXRLBD with SRC88 and construction of
equilibrium dialysis model of screening PXR ligands
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Abstract: The aim of this study was to obtain the soluble protein of human pregnane X receptor
ligand binding domain ( PXRLBD) through the coexpression of PXRLBD and 88 amino acids of steroid
receptor coactivator-1 ( SRC88) and apply the protein to constructing a new model of screening PXR
ligands. Expression plasmid of pETDuet-1-SRC88-PXRLBD was constructed and transformed into
Escherichia coli Rosetta ( DE3) to coexpress PXRLBD and SRC88 wia induction by IPTG at low

temperature. Then an equilibrium dialysis model was constructed to study the interaction between PXRLBD

and drugs including clotrimazole and dexamethasone, using HPLC as the analysis method. The results
showed that the soluble protein of PXRLBD was obtained and the HPLC data indicated that clotrimazole
bound to PXRLBD, while dexamethasone did not bind to PXRLBD, which indicated the successful
establishment of a new method for studying the interaction between PXR and drugs. The new method may

be useful in the screening of PXR ligands in wvitro.
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Figure 1
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Electrophoretic analysis of pETDuet-1-SRC88-PXRLBD expression plasmid digested by restriction

enzyme. 1; 500 bp DNA ladder; 2; pETDuet-1-SRC88-PXRLBD expression plasmid digested by Neo I and Xho I
3: 500 bp DNA ladder; 4: SRC88-PXRLBD fragment digested by Hind III and Nde I3 5; 100 bp DNA ladder
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Figure 2 SDS-PAGE analysis of PXRLBD and

SRC88 purified by His + Bind Resin. 1; PXRLBD and
SRC88 purified by His - Bind Resin; 2; Molecular

weight marker
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Figure 3 HPLC chromatograms of clotrimazole and
dexamethasone standard substance. A; Clotrimazole
(4.0 mmol - L") ; B: Dexamethasone (1.0 mmol -
L")
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Table 1 Interaction of PXRLBD with cotrimazole or
dexamethasone in equilibrium dialysis model (x + s,

n=3)

Drug A
Clotrimazole 1.382 £0. 086
Dexamethasone 1.004 £0.012

A: Ratio of drug peak area between the inside and outside of
bag filter

Wit

ABEIT 1M & pGEX-4T-1-PXRLBD £ iEH
&, 34 Escherichia coli Rosetta( DE3 ) 133k GST-
PXRLBD F 4, {H%R73#) GST-PXRLBD A #4432,
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SCHRIRE , B BB R R BAKTE Escherichia
coli r3tFE 1K SRC8S F1 PXRLBD, W] 33 PXRLBD
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Escherichia coli Rosetta ( DE3) A1 3t 3% 3% SRC88 FI
PXRLBD, #1587 "] ¥ PXRLBD,

FLEME hPXR 194 B, T 22K A = JE
hPXR B fA 354 2 K 5. GST pull-down i
B NFRIE R4 AR SR W] hPXR f 5L &M
HSaEeiEil, 5T CYP3A4 25 Y NEE R K
FRik, i ML KM A BEVE 4k hPXRE 41021 [ i,
ARSI PR T B WA Sy BH P X B 24 40 , b ZERMAE
BT B2

A RSEIE RIGYT A1, R oz
YE M BCHRE 4L hPXR, IR Y BRI R ik,
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