215092

Thiadudniay 1§ (HBv) diliafidarmdiAginbiRnladusniau@eumdu dess wieduuds uasfandesiumsfinusdeiy Tais
fudniau 1 amnsoflasiulddiedaduicluiiaqiiundndos 3803 recombinant DNA Tunsfinenil funmnAnueufiiay  DNA
recombinant #narzun E.coli uazAnsivariullidlunsdhndrefiudngssunawming Dunaliella sp S gene dwsumstagudau s
gene Wnlu E.coli i Mdaumesiiufifiinumia restriction enzyme Bam HI, Not | BenFudiudiunanlyfadusnian o u pGEX i
gene #u amplicilin udtedng £.coli #1833 heat shock nMammanauAmRenIAaURTH dTuduAEweTee HBsAg gene Tnamia
PCR Wiwnmafludoutes S gene My HBV Seliuailuuan ussinnanndduiinnalendanniasuild Whisuifoufuietnails
rieulaau wudiildrduiiondleIndivileuiu 09.4% wasiilonBuuFuniu HBY snewWus adr ( Ascession No. D000630) RN mmitaudy
94.1 % lauRsuieuiiondlenddou “a” derterminant aanlaaufufethaiaulasufinmmilousy 100% uasiilenFaufeusu HBY
aeWuf adr Hanumileuty 98.8%ultuieuiufmetnieuRaslasunudndnsmesitumieuty 98.2% uasianBoudeuty Hav
aeWuf adr fAnumileury 90 % lunmuBeLifeuninacilunsidou “a” derterninant AnlasuRldfUeE eufiazTaauiiAn
widouiu 100% waziilesBuudfinuil HBY areWus ade Srmmileufis 96.1 % nafnsunzazuamiinisuanseantastilsiing wu
rrzazaan 5uaze Faluauderniinszdudag 1IPTG azfinsadrelsiuisnssaniinign ienmaseuamanTAlmudaeds Dot Blot
uaZAE Western Blot wulLlsiuinanléannaauiigndnynzAufuueuAvedlfuasRnnavinfullsiu HBsAg uananildinnamn
pruuful i lunsdindnetiu § hiadudnieu O dgawie Dunalieia sp Taatndading  E.coli fieuiaRNA MU recombinant
DNA lu vector 3afidau HBs gene agjiiu pBISB el lursuuaminedaedd heat shock MnammmanaLiaau A i udauiiuees
HBV Tmsnain PCR Taelfwrwafdwmiy HBv Winaduuan wasinmmmdrduiioadlendanlasuild ufeumouiufetnaufias
TasunudnidaduiiondlaIndindiauiu 98.2% ussiilenSoudouiy HBY eeiuf adr fiA umfioutu 94.7 % WenRuufeuiiandle
Indmsadan “a” derterminant AnlaauRitufetneuRastaauilrwviiaudu 100% wasiilonBoufeufy HBY anewus adr fiAnw
wileufu 97.1 % wanilewSuudoy amino acid A nlaaufifufedraiaufiaslnsuRiaumilou 97% wasdleufeufandy HBY
aeiuf adr RArmwdeuiu 90 % WenRuufeuntrasfiluasedau “a” derterminant Mnlaauitldfudatnriaufiastrauiinmmiiou
i 100% uaieunfuuiiouiy HBY aewuf adr Sarmmitewtu 95.8 % feufasthndrediu S W pa dirgawite WinAnwanas don
tinesfiu Green Fluorescent Protein (GFP) 1 iflu marker g Dunaiella sp rieuusznagaudriitiu GFP Tuawminalae14is PCR wudn

v
A WTOATIAWL GFP gene Tuawing daitiAeiaefintAnnduadsieluunasndaiiu HBs dgawite Dunaliella sp

215092

Hepatitis B virus (HBV) is an important virus, which causes acute hepatitis, chronic hepaititis and cirrhosis and has
been associated with hepatoceliular carcinoma. A vaccine has been used to prevent HBV infection for more than 20 years. The
vaccine may be produced form antigen derived from plasma, recombinant protein, yeast and CHO. In this study, we produced
the antigen from recombinant DNA in an E.Coli system. We also attempted to produce recombinant antigen from Algae
(Dunaliefla ap.). In the E Coli. system the S gene was digested using BamH| and Notl at the restriction site and then ligased
into pGEX. The construct transformation of recombinant DNA in E.Coli was verified by PCR, using the S gene primer of HBV .
The homology between nucleotide sequences of recombinant DNA in the S gene after transformation was 99.4 % with the clone
prior to transformation; 94.1% with the HBV adr accession NoD000630: 100% with an “a” determinant clone; and 98.8% with an
adr clone. For amino acid alignment the homology was 98.2%, 90.0%, 100.0%, and 96.1%, respectively. The peak expression
period of HBsAg in E.coli occurred during in the 5™ and 6" hour of incubation, following stimulation of the IPTG. To test the
Characteristics of the HBsAg protein, Dot Blot and Western Blot of the antigen-antibody complex was performed. Protein that
was expressed from the clone could detected by anti-HBs with this method. Before transferring the S gene to algae (Dunailillie
sp.), atransformation in the E.Coli system was performed first, to increase recombinant DNA in plasmid pBCIP. Recombinant
DNA was detected by PCR, using the S gene primer of HBV. In this case, homology for nucleotide sequencing after
transformation was 98.2% with the clone prior to transformation; 94.7% with the HBV adr accession number D000630; 100% with
an “a” determinant clone; 97.1% with an adr cione. For amino acid alignment the homology was 97.0%, 90.0%, 100.0% and
95.8%, respectively. Prior to the transfer of recombinant DNA into algae using electrophoration, attempting to transfer the GFP
gene into algae first tested the method. This test was performed successfully. Therefore, the same conditions were used with the
recombinant DNA. However, this experiment proofed unsuccessful. Thus, another method of transferring the HBs gene into

algae will need to be developed.





