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Hepatitis delta virus (HDV) encodmes t wo i

(HDAgs) . The small form of HDAg ( SHDAg) i
replication, while the | arge formlofC-HDAg
ter minal 19 amino acids, i nhibits t he Vi
required for wviral assembl y. Alt heBNAh HDAg
pol ymer ase I, nucl eol ar phosphoprotein |
modul ate HDV RNA replication, theoflet ai | I
HDAg in viral replication remain t o be e
Il nteraction has been studied withnfleast tw
detects i nteraction bet ween two pirmteins.

puri fication combined with mass dpédctyr omet
to characterize hundreds of di stihet mul t |

yeast. We had tried several taggeidchvector
contains proteinA and <calmodulin was the
proteins, which are characterized by mass ¢
keywords; delta antigen, tagged-pseoetein affin

spectrometry

I nfection wi t h hepatitis del t a Virus (HDV)

hepatitis B virus (HBV) , IS associated Wi
ful minant hepatitis. HDV encodes(HDAgBs¥)O0f O0Orn
The small form of HDAg (SHDAg)isnrewhiled foc
the | arge form of HDAg (LHDAg) , wi hb addi't
aci ds, inhibits the viral replicpmeaon afhd i s

the HDV genomic RNA by hepatitis )B VIihreus su



HDV RNA is replicated via RNA-depgdmdgrht RNA
to be mediated by host DNA-dependdnt 2RNA pol

SHDAg binds RNAPI I directly and dtaicmulgat es
negative elongation factor NELF &8Y%. poTbmotin
nucl eol ar phosphoprotein B23, I nwdlude chgi n d
nucl ear transport, cellul ar proli fiesrhati on,
interacts with HDAg and modul atescthel HBV RN
binding activity of HDAg is critiaald fier it :
involved in the modulation of HDW arle pll9i cat i
aa of LHDAg contains a neclear exdpofrdr si gna
interaction with HBsAg (7). LHDA® niosni uf f i
RNA synthesis from the antigenomind hRNA st emp
of antigenomic RNA, Il ncluding botB-kbe 1. 7-
HDAg mMRNA, from the genomic-sense RBNA is r
LHDAg (8). Despite these findingse rtohlee det a
of HDAg in viral replication remain to be el
Most proteins function within complicated
interacting with other proteins ebfher in pa
| arger compl exes. Protein interatttwn-has be
hybrid assay, which only detectssinteraction
Recently, Gavin et al. (9) and Howhtchl . (1C
indi vidual proteins are tagged apdotusedsto g

which are then analyzed by mass spdctrometry
tandem affinity purification (TAPasstaygt ewhic
encoding cal modulin-binding peptdde CBP, a T
protein A. The second group use steaglee8BLAG
hundreds of distinct multiprotein complexes
Saccharomyces cerevisiae with this approach

I n this project, we wil!/ apply the same m
characterize cellular proteins thgt tbmpl exe
will give us a better understandingnoHDWow F
replication.
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Cloning and transfection

LHDAg and SHDAg were cloned intonpg¢e¢DNA4HiI s/ N
which adds 6xHis and Xpress epitope tags to
LHDAg and SHDAg were cloned intodd€&€MV-TAP Ve
cal modulin and protein A epitope tags to N-t
To study SHDAg protein compl ex, HuRlk?7 cell I i
tagged- SHDAg and replication-deficient HDV
To study LHDAg protein complex, HuHKH?7 cell I i
tagged- LHDAg and replication-competent HDV t



Capture of protein complexes

Fro pcDNA4 construct, transfect
and purified sequencially using
affinity column (Il nvitrogen) ac
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Mass Spectrometry
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