wo 2012/001352 A1 I 1A A0FO 00 OO O

(12) INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT)

oo o
1 rld Intellectual Property Organization /) -sady
(9 World Intclectuat Poperty Organization. /55 || NN A AR OO
International Bureau S,/ )
3\ 10) International Publication Number
(43) International Publication Date \'{:/_?___/ (10)
5 January 2012 (05.01.2012) PCT WO 2012/001352 Al
(51) International Patent Classification: (81) Designated States (unless otherwise indicated, for every
CI12N 15/64 (2006.01) kind of national protection available): AE, AG, AL, AM,
. o AO, AT, AU, AZ, BA, BB, BG, BH, BR, BW, BY, BZ,
(21) International Application Number: CA. CH. CL. CN. CO. CR. CU. CZ. DE. DK. DM. DO
PCT/GB2011/000975 DZ, EC, EE, EG, ES, FI, GB, GD, GE, GH, GM, GT,
(22) International Filing Date: HN, HR, HU, ID, IL, IN, IS, JP, KE, KG, KM, KN, KP,
28 June 2011 (28.06.2011) KR, KZ, LA, LC, LK, LR, LS, LT, LU, LY, MA, MD,
. . ME, MG, MK, MN, MW, MX, MY, MZ, NA, NG, NI,
(25) Filing Language: English NO, NZ, OM, PE, PG, PH, PL, PT, RO, RS, RU, SC, SD,
(26) Publication Language: English SE, 8G, SK, SL, SM, ST, SV, SY, TH, TJ, TM, TN, TR,
TT, TZ, UA, UG, US, UZ, VC, VN, ZA, ZM, ZW.
(30) Priority Data: . o
1011046.8 30 June 2010 (30.06.2010) GB (84) Designated States (unless otherwise indicated, for every
kind of regional protection available): ARIPO (BW, GH,
(71) Applicant (for all designated States except US): RPH GM, KE, LR, LS, MW, MZ, NA, SD, SL, SZ, TZ, UG,
PHARMACEUTICALS, AB [SE/SE]; Lagervdgen 7, ZM, ZW), Eurasian (AM, AZ, BY, KG, KZ, MD, RU, TJ,
S-136 50 Haninge (SE). TM), European (AL, AT, BE, BG, CH, CY, CZ, DE, DK,
EE, ES, FI, FR, GB, GR, HR, HU, IE, IS, IT, LT, LU
(72) Inventors; and N > 2 > > O G S S >
(75) Inventors/Applicants (for US only): CRANENBURGH, LV, MC, MK, MT, NL, NO, PL, PT, RO, RS, SE, S, SK,
) . . . SM, TR), OAPI (BF, BJ, CF, CG, CL CM, GA, GN, GQ,
Rocky Mare [GB/GB]; RecipharmCobra Biologics, GW, ML, MR, NE, SN, TD, TG)
Stephenson Building, Keele University Science Park, T P '
Keele ST5 58P (GB). LECKENBY, Matthew William Published:
[GB/GB]; RecipharmCobra Biologics, Stephenson Build- s .
ing, Keele University Science Park, Keele ST5 5SP (GB). with international search report (drt. 21(3))
—  before the expiration of the time limit for amending the
(74) Agents: BULLETT, Rachel Margaret et al.; Carpmaels

& Ransford, One Southampton Row, London WCIB
SHA (GB).

claims and to be republished in the event of receipt of
amendments (Rule 48.2(h))

with sequence listing part of description (Rule 5.2(a))

(54) Title: SELF-DELETING PLASMID

Figure 1

Plasmid in pepA
mutant £. coli:

sequences Selectable
marker gene

Plasmid in non-
mutated E. coli:

Xer recombination:

origin of replication

< Trersgere |
15t Plasmid
R Ac. seq | IRl W Ac. sedi

2" Plasmid
oS/ |

Recombinant gene cassette

Antibiotic resistance

Transformation and
antibiotic selection

l Culture in the absence of

the antibiotic

Ac. seq

(57) Abstract: A method of producing a selectable marker gene-free plasmid by culturing a plasmid containing a selectable mark-
er gene flanked by site specific recombinase target sites in a host cell environment incapable of effecting recombination between
the site specific recombinase target sites and subsequently culturing the plasmid in another host cell environment which is capable
of effecting recombination between the site specific recombinase target sites, so that the selectable marker gene is excised. Uses of
plasmids produced by the method for the production of recombinant protein for therapeutic and vaccine purposes, production of
therapeutic DNA and DNA vaccines and delivery of recombinant protein and DNA to a patient using live bacterial vectors.



