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4, - • _ . 

- 	- 	: • 	:: 	: • 	the • ::: 	mprising 	peptide wherein said peptide is 

I:. 	-: 	: 	:-- 	: 	••: 	- 	:: 	-. 	- 	— 	• ::: 	::: 	:.-: 	: 	: 	: 	.:: 	:: 	:: 	::: 	: 	..: 

wherein the step of cleaving the fusi 	lypeptide 

471. 

n-p 	re :. 	- 	. 	- 	. : . 	: : 	. 	- 	. 	- 

PelYPePtiele,' 

A method of producing a recombinant vessel dilator (VSDL) peptide, the method comprising 

the following steps: 

expressing a fusion polypeptide comprising concatemeric copies of the VSDL peptide 

wherein the VSDL•said, peptide is flanked by an N-terminally located peptide cleavage sites 

and a C-terminally located peptide cleavaga site, and wherein 	. : : - : 	: - 	• . : - : ' :: 	- 

that said peptide cleavage sites are otherwise absent from the VSDL said peptide; and 

cleaving the fusion polypeptide at the peptide cleavage sites with a cleaving agent(s) 

that cleaves at the peptide cleavage sites; 

wherein the step of cleaving the fusion polypeptide releases the VSDL said peptide from the 

fusion polypeptide; and 

wherein the VSDL peptide consists of a native peptide sequence comprising a C terminal 

arginine residue; the C-terminally located peptide cleavage site of each concatemeric copy of 

the VSDL peptide consists of the C terminal arginine residue; and the C terminal arginine 

residue of each VSDL peptide except the last VSDL peptide in the fusion polypeptide 

additionally serves as the N-terminally located peptide cleavage site of a following VSDL 

peptide. 

1. 

Xf X2 	XR4 X. 	 ED NO: 1); ... 	(R/K) 	(SEQ 

• • 	 • 	D,,1 : 

The moth d f any ne f 	1 t 3, 	 has claims 	wh rein said peptide 	a native sequence. 
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4,2. 

(VSDL) 

comprisesiwg- 

peptide or a variant r modified peptide-thereof, 

The method of any one 	1 t 5, 	the 	VSDL of claims- 	wherein 	peptide-is-a 	peptide 

or consiststingof an.the-amino acid sequence according to SEQ ID NO: 2. 
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-7,3. 

cleavage 

The method ofmay-sae-4 claims for 2 4e4, wherein the peptide cleavage sites are trypsin 

sites and \ 

the 	 is wherein 	cleaving agent 	trypsin or a trypsin-like enzyme. 

the-Fnethed comprising the following peptide-ay:or-eel:), 	 stops: 

r fusi 	lypoptide 	 least 	VSDL expressing a 	n p 	c mprising at 	no 	peptide ( r a variant 

sites and 	said 	is 	d in that trypsin 	 thc wherein 	peptide 	charactoris 	 cleavage sites aro 	v s 

abGent; and 

A: 	- . 	t• 	:: 	::: 	:: 	: 	:. 

that 	the trypsin cleaves at 	cl avage sites; 

polypeptido. 

■ - :. 	t 

amin 	sequence 	t SRO ID NO: 2. acid 	acc rding 

• -- - 	- 	I 	t 	— 	• 	• 	--  : 	.- : : 	: 	- : 	: 	: 	: 	: 	_ t: 

-42,4. 

-4-315. 

-cleaving the fusi 	lypeptids-with4ensin 	like n p 	 or-a-tFyysita 	enzyme- 

The 	 1 	11, further method of any one of claims 	to 3 9 t 	comprising the steps of: 

adjusting the pH of the cleaved fusion polypeptide to below 5; and 

purifying the peptide from the digested fusion polypeptide using at least one anion 

exchange technique. 

The method of-alai} any one of claims 1 to 4 4-2 further comprising spray or freeze drying 

446. 

43c7. 

the peptide. 

The method of any one of claims 1 to 543, wherein the fusion polypeptide consists of 

seffiffises-fretn two to twenty concatemeric copies of the VSDL peptide. 

The method of any one of claims I to 64-31  wherein the fusion polypeptide consists of 

three 	 the VSDL .gompricoo 	concatemeric copies of 	peptide. 
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4-6.8. The method of any one of claims 1 to 743, wherein the fusion polypeptide consists of 

ten 	 VSDL comprises 	concatemeric copies of the 	peptide. 

5 

18. 

terminus. site at ono 

The meth d f any one f claims I to 17, 	 C tem+Mal- 

10 	49. 

20.10. 

15 

-24,11. 

wherein said peptide comprises a 

lysine arginine or 	residue. 

The method of any one of claims 1 to 4.8, wherein the fusion polypeptide comprises a leader 

fusion partner having a C-terminal peptide cleavage site. 

The method of claim 40, wherein the leader fusion partner comprises a C-terminal arginine or 

lysine residue. 

The method of any one of claims 1 to 10.24, wherein the step of expressing the fusion 

polypeptide is conducted using Escherichia coli as an expression host. 

20 

-24112. 

- :- 	; 	. 	:-: 	.1: 

An expression construct comprising a nucleotide sequence encoding a leader fusion partner 

operably fused to at least one nucleotide sequence encoding two to twenty concatemeric 

25 copies of a VSDL peptidel(or a variant or modified peptide thereof) having a C terminal 

trypsin cleavage site. 

- 	 leader fusion 	has 	C 

30 

35 

- . 	— -- , wherein the 	 partner 	a 	-terminal 

trypsin cleavage site; and 

wherein the VSDL peptide is flanked by an N-terminally located peptide cleavage site and a 

C-terminally located peptide cleavage site, and said peptide cleavage sites are otherwise 

absent from the VSDL peptide; the VSDL peptide consists of a native peptide sequence 

comprising a C terminal arginine residue• the C-terminally located peptide cleavage site of 

each concatemeric copy of the VSDL peptide consists of the C terminal arginine residue; and 

the C terminal arginine residue of each VSDL peptide except the last VSDL peptide in the 

fusion polypeptide additionally serves as the N-terminally located peptide cleavage site of a 

following VSDL peptide. 
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10 

an 13. of 

nucleotide 	 the sequence encoding 	peptide. 

The expression construct of claim 12 wherein the VSDL peptide comprises or consists 

26.14. 

amino acid sequence according,to SEQ ID NO: 2. 

A host cell for recombinantly expressing a peptide, wherein the host cell comprises the 

expression construct of any one of claim 12 or 13 slain. 
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27.15. A recombinant peptide produced in accordance with the method of any one of claims 1 to 11

. 

A recombinant fusion polypeptide comprising a leader fusion partner linked to two to twenty 5 	28.16. 

29. 

concatemeric copies of a VSDL 	• 	• 	-- 	— •:_ • 	- peptide, 	: 	: : - 	: 	- 

10 

15 

t 

Tho 	lypeptido 	28, 	leader fusion 	has p 	of claim 	wherein the 	 partner 	a C-terminal trypsin 

cleavage site.  and 

wherein the VSDL peptide is flanked by an N-terminally located peptide cleavage site and a 

C-terminally located peptide cleavage site, and said peptide cleavage sites are otherwise 

absent from the VSDL peptide; the VSDL peptide consists of a native peptide sequence 

comprising a C terminal arginine residue; the C-terminally located peptide cleavage site of 

each concatemeric copy of the VSDL peptide consists of the C terminal arginine residue; and 

the C terminal arginine residue of each VSDL peptide except the last VSDL peptide in the 

fusion polypeptide additionally serves as the N-terminally located peptide cleavage site of a 

following VSDL peptide. 

•::: 	 : 	6 	• 	• 	• ::: 	::: 	_ 	: 	t 	t. 	T. 	:::: 	. 	. 	:...1,- t 

20 

31. 

the concatemeric copies of 	poptido. 

25 	32. 

A roc 	fusion 	lypeptido mbinant 	p 	o mprising or consisting of oncatomoric-copies-of-a 

having 	C terminal trypsin poptido 	a 	 cl avago sitc. 

Tho 	lypeptide 	31 	two t twenty 	 f 

33. 

p 	of claim 	c mprising 	 c ncatomoric c pies 	the peptide. 

The 	lypeptide 	f claim 32 	three t ten p 	 c mprising 	c ncatemeric c pies of-the-peptide, 

31. polypcptid 	any ne 	claims 	wherein 	poptido 	no 

30 

35. 

The 	 f 	f 	28 t 	33, 	the 	ha 	internal trypsin- 

cleavage sites. 

The 	lypoptide 	f 	f 	28 t 31, 	the 	is 	VSDL 

35 	46,17. 

p 	 any one 	claims 	wherein 	poptid 	a 	peptide r a 

The polypeptide of claim 16 any ono of claims 28 to 35, wherein the peptide-is-a VSDL 

peptide comprisesing or consistsing of the amino acid sequence according to SEQ ID NO: 2. 
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