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|. Introduction

Undecaprenyl phosphate {£P) is an essential lipid carrier molecule involved in thedynthesis of cell surface carbohydrate polymers sucheagehtidoglycan,
a vital component of the bacterial cell walls£P is synthesizede novo or recycled from a previous use but in either case it is thelre$ the dephosphorylation of
the undecaprenyl pyrophosphate{®P) by specific phosphatases.Hscherichia coli this dephosphorylation can be performed by four integrahbrane proteins,
BacA, and three members of the type 2 phosphatidic acid pladape family (PAP2), PgpB, YbjG, and LpxT (1; 2). Completagnn of a temperature-sensitive
triple mutant harbouring deletions bacA, ybjG andpgpB can be achieved with an intact chromosomal copy of only oribetiacA, ybjG andpgpB genes (2).

PgpB was first discovered for its implication in the metagml of the phosphatidylglycerol (PG), one of the three mdiogpholipid inE. coli membranes where it
dephosporylates the phosphatidylglycerol-phosphaterto the PG (3). PgpA and PgpC are two other soluble protegwsdiplaying such activity. LpxT was shown
to transfer the distal phosphate frong-®P to the lipid A, none of the three otheg@P phosphatases are involved in the lipid A metabolism (4).

Here we present the purification and characterization ¢&Ythe thirdE. coli PAP2 enzyme with &-PP phosphatase activity.

I1. Experimental procedures
Production and purification of YbjG YbjG MW

YbjG is fused to a N-terminal H6-tag using the pET28MHL pladnC43 E. coli cells are grown in Terreific Broth medium and the ey
induction is initiated with 1mM IPTG and performed at°@0for 24h. The purification is performed with a IMAC nickelsia. YbjG is eluted | —
at a 500 mM imidazole concentration. -
Css-PP phosphatase activity —

Standard G;-PP phosphatase assays were performed in a 10 pl reactiturencontaining 30 mM Tris-HCI, pH 7,0, 400 mM NacCl, 2 mM ———
DTT, 10 % glycerol, 0,05 % DDM, and 50 pM“4C]C.s-PP. Pure YbjG protein was added to initiate the reactiod, a&fter incubation at a > -
specific temperature the reaction was stopped by quickifigeof the enzyme in liquid nitrogen. The samples were aealyby TLC. -
Other phosphatase activity -

Phosphatase assays were performed in a 100 pl reactionrenddntaining the same buffer ags®P phosphatase assays with a substrate
concentration of 100 uM. YbjG protein was added to initiéie teaction at a specific temperature. The reaction wapstband the amount of

free Pi was quantified by adding a malachite green reagdatéomeasuring the absorbance at 620 nm. SDS-PAGE after
purification .
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