wO 2006/126066 A3 |00 00 OV 0 0 O O

The present invention relates to the reconbi nant
nmet hod used for the production of a highly
gl ycosylated form (in total five N Iinked
(1 INIEBSYTTONA IO AEPLEGATOPPRISE BSHED UNDER @HRIPATINGEGOOPERATION TREATY (PCT)
gl yosyl ations in the natursg EPO) of eryt hrop0| et| n.
=hon wi |

19 Wit @9%89@@% Lt D

§ilemdd |I|IHiI|||I1IHiIllllll&lillIIHiIIIIHHIIlHIHHIIIIIIII||||II||II|||II|||I|I|I|||III|||||II|

S|a i c acl ontent than i EPO which in turn
(8 G nb 3028 Bubli@tibBatk €COoNMb T ant ol ey Rerdatlof4] P@blication Number

SENbvehibee2006780.im006f i on fETher el aype) O06A26066 A3

(51) ImuekiokPaaaiGhsdegyences encodi ng fIOrMa VD, HEQIH, YIN, MW, MX, MZ, NA, NG, NI,
CHkYEE PO®O8d form of Eryt hropoi etTFChNérQM £¢.dB| 1&- PT, RO, RU, SC, 8D, SE, SG,

ess host cells. Th 5#19 TT, TZ, UA, UG, US,
(21) Inter{%tl?nal A Ecalthrlll léumg r /I gﬁ g ;] od f g r pur i %gwgéfr

the er yt hr OpOI eSI S stinmu at ! ng(sl@r]%l&‘da{ld StIt@se(unless otherwise indicated, for every
(22) IHi@k06HI AR DaEPO1AGS atod iz 2bm) t he lindVeRid:d ProedibChvilie): ARIPO (BW, GH,
salts and functional derivatives GMaitef MWy, MORPrILSY., TZ, UG, ZM,
(25) Fi!lhﬂeLawt'geve i ngredi ent of Ip#alr nacetl)i earian¢Ovpesh t Ko fs. MD, RU, TJ, TM),

for an increase in the hemat ocri tE“f CfCZ. DE, DK, EE, ES, FL,
(26) PuiicaipnLaBieEs or rest or ati oRES patﬁ@(gg N@ﬁfﬁ?@fﬁi@fgp 1\:] égc CI\IILC;L(;F

30y AR by of life. GN, GQ, GW, ML, MR, NE, SN, TD, TG).

627/CHE/2005 24 May 2005 (24.05.2005) IN
Declarations under Rule 4.17:

(71) Applicant (for all designated States except US): ~—— asto applicant’s entitlement to apply for and be granted a
AVESTHA GENGRAINE TECHNOLOGIES PVT patent (Rule 4.17(ii))
LTD. [IN/IN]; "Discoverer", 9th Floor, Unit 3, Interna- ~—  as to the applicant’s entitlement to claim the priority of the
tional Tech Park, Whitefield Road, Bangalore 560066, earlier application (Rule 4.17(iii))
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(72) Inventor; and Published:

(75) Inventor/Applicant (for US only): MORAWALA, Patell, — with international search report
Villoo [IN/IN]; Avestha Gengraine Technologies Pvt Ltd., —  before the expiration of the time limit for amending the
"Discoverer" 9th Floor, Unit-3, International Tech Park, claims and to be republished in the event of receipt of
Whitefield Road, Bangalore 560066, Karnataka (IN). amendments

(81) Designated States (unless otherwise indicated, for every (88) Date of publication of the international search report:
kind of national protection available): AE, AG, AL, AM, 12 July 2007
AT, AU, AZ, BA, BB, BG, BR, BW, BY, BZ, CA, CH, CN,
CO, CR, CU, CZ, DE, DK, DM, DZ, EC, EE, EG, ES, FI,  For two-letter codes and other abbreviations, refer to the "Guid-
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(54) Title: A RECOMBINANT METHOD FOR PRODUCTION OF AN ERYTHROPOIESIS STIMULATING PROTEIN

(57) Abstract: The present invention relates to the recombinant method used for the production of a highly glycosylated form (in
total five N linked glycosylations as opposed to three N linked glyosylations in the natural EPO) of erythropoietin. The added sites
for glycosylation will result in greater number of carbohydrate chains, and higher sialic acid content than human EPO, which in
turn would impart to the recombinant molecule a longer half-life. The invention further relates to the construction of expression
cassettes comprising nucleic acid sequences encoding for the highly glycosylated form of Erythropoietin and stable expression in
the host cells. The invention further relates to the optimized method for purification of the erythropoiesis stimulating protein. The
recombinant EPO according to the invention, and the salts and functional derivatives thereof, may comprise the active ingredient of
pharmaceutical compositions for an increase in the hematocrit for treatment of anemia and for restoration of patient well being and
quality of life.



