
US 2002OOO9789A1 

(19) United States 
(12) Patent Application Publication (10) Pub. No.: US 2002/0009789 A1 

Hanyu et al. (43) Pub. Date: Jan. 24, 2002 

(54) POWDER CONTAINING (30) Foreign Application Priority Data 
PHYSIOLOGICALLY ACTIVE PEPTIDE 

Mar. 21, 2000 (JP)......................................... 2000-78775 
Oct. 11, 2000 (JP). ... 2000-310693 

(75) Inventors: Yoshinobu Hanyu, Kobe-shi (JP); Jan. 24, 2001 (JP)......................................... 2001-15904 
Mariko Okada, Ashiya-shi (JP); 
Chihiro Shindo, Kobe-shi (JP); Satoshi 

Publication Classification 

Nishimuro, Kobe-shi (JP); Tetsuo (51) Int. Cl." ......................... A61K 38/44; A61K 38/20; 
Yokoyama, Kobe-shi (JP); Masato A61K 38/OO 
Horie, Kobe-shi (JP) (52) U.S. Cl. ............................. 435/189: 514/2; 424/85.2; 

424/94.4 
Correspondence Address: 
GREENBLUM & BERNSTEIN, P.L.C. (57) ABSTRACT 
1941 ROLAND CLARKE PLACE - - 
RESTON, VA 20191 (US) Amethod is disclosed for Stabilizing a physiologically active 

peptide in a process of preparing a powder containing the 
(73) Assignee: JCR PHARMACEUTICALS CO., physiologically active peptide by drying an aqueous liquid 

Ltd., Hyogo (JP) containing the physiologically active peptide, wherein the 
method comprises adding to the aqueous liquid at least one 

21) Appl. No.: 091810,483 COmpOund Selected from the grOur COnSISting Of a nonOnc (21) App 1810, pound Selected from the group consisting of a nonioni 
Surfactant, a water-Soluble, nonionic, organic binder, hydro 

(22) Filed: Mar. 19, 2001 genated lecithin, and mannitol. 

  



Patent Application Publication Jan. 24, 2002 Sheet 1 of 4 US 2002/0009789 A1 

100 

60 Example 3 

YN COntrol 
40 Example 1 

Example 1 
30 

20 Example 2 

10 

O 
O 0. 5 l l. 5 

Surfactant Concentration (wiv%) 

Fig. 1 



Patent Application Publication Jan. 24, 2002 Sheet 2 of 4 US 2002/0009789 A1 

100 

9 O 
Example 6 

8 O 

7 0 Example 4 

6 O 
Example 5 

- Control Example 1 
5 0. 

0. 0. 5 15 2 

Binder Concentration (WIw'o) 

Fig. 2 

  



Patent Application Publication Jan. 24, 2002 Sheet 3 of 4 US 2002/0009789 A1 

6 O 

50 
- Control 

40 Example 1 

30 

20 

10 

O 0. 5 l 1.5 2 

Hydrogenated Lecithin Concentration (WIW6) 

Fig. 3 

  



Patent Application Publication Jan. 24, 2002. Sheet 4 of 4 US 2002/0009789 A1 

500 -(-Subcutaneous 
-A-Transpulmonary 

4OO 

2 O O 

1 OO 

3 O O 

O SOO 1 OOO 15OO 

Time (min) 

Fig. 4 

  



US 2002/0009789 A1 

POWDER CONTAINING PHYSIOLOGICALLY 
ACTIVE PEPTIDE 

FIELD OF THE INVENTION 

0001. The present invention relates to a physiologically 
active peptide-containing powder, and in particular to a 
physiologically active peptide-containing powder in which 
contamination by denatured peptides has been Suppressed by 
Stabilizing the physiologically active peptide and thereby 
preventing its denaturation from taking place in the proceSS 
of forming a powder by drying an aqueous liquid containing 
the physiologically active peptide. The present invention 
further relates to a physiologically active peptide-containing 
powder Suitable for transpulmonary and transnasal admin 
istration by inhalation. 

BACKGROUND OF THE INVENTION 

0002 Administration of pharmaceutical products con 
taining a physiologically active peptide have been made, So 
far, by injection. In this context, lyophilization has exclu 
Sively been employed in the preparation of Such pharma 
ceutical compositions. Thus, for Such pharmaceutical com 
positions, Studies addressed to the Stabilization of their 
active components, physiologically active peptides, have So 
far been focused on either the long-term Storage Stability of 
the physiologically active peptides in a dry State pharma 
ceutical compositions of the final products, or the Storage 
Stability of the physiologically active peptides in liquids 
which are prepared by dissolving the peptide-containing dry 
compositions. For example, Stabilization of calcitonin Solu 
tions is disclosed in Japanese Unexamined Patent Publica 
tion Nos. H07-179364, H07-188060 and H07-188061, and 
Stabilization of lyophilized growth hormone products is 
disclosed in Japanese Unexamined Patent Publication Nos. 
H10-504531, H10-511965 and H10-507183. 
0003. The reason why injection has been the sole way for 
administering physiologically active peptides is that, when 
they are orally administered, physiologically active peptides 
are digested in the gastrointestinal tract. A practically appli 
cable new route for administration, if established, would 
provide a great benefit to patients. Above all, in the case of 
active peptides requiring lifelong administration Such as 
growth hormone and insulin, the conventional way of 
administration of injection has been giving patients incon 
Venience and pain. For these physiologically active peptides, 
therefore, establishment of a route of administration other 
than injection has been longed for by the patients. 
0004. On the other hand, those pharmaceutical composi 
tions for Systemic administration of a drug are under inves 
tigation that are intended either for transpulmonary absorp 
tion of a pharmacologically active ingredient by inhalation 
(referred to as an “inhalant composition” in the present 
Specification) or for absorption of Such an ingredient through 
the nasal mucous membrane by intranasal application, i.e. 
compositions for transnasal administration, as compositions 
utilizing other, new administration routes than those relied 
on by conventional pharmaceutical compositions Such as 
injections, oral preparations, Suppositories and the like. 
Inhalant compositions and compositions for transnasal 
administration are not directly injected into the body, but 
they are applied onto the Surface of mucous membranes 
which are exposed to the air Such as membranes of the 
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respiratory tract. Therefore, their Standards for microbio 
logical quality control are not So Strict as those for injections. 
Thus, they may be produced not only by a lyophilization 
apparatus but also by a fluid-bed granulation apparatus, a 
Spray drying apparatus, or a Spray-freeze drying apparatus. 
Concerning Stabilization of active peptides in production 
Steps of pharmaceutical compositions using a fluid-bed 
granulation apparatus, a Spray drying apparatus, or a Spray 
freeze drying apparatus, it is reported that Stabilization is 
attained by addition of an inhibitor of Maillard reaction 
(Japanese Unexamined Patent Publication No. 
H10-505591). However, it is preferable, if possible, that 
Stabilization of a given active peptide in a production 
process should be achieved by means of approved pharma 
ceutical additives which are highly Safe and have been used 
for years. This is because such an additive would allow to 
expect higher Safety with regard to the final pharmaceutical 
product obtained. It is also required that the absorption and 
transferal to the blood of an physiologically active peptide is 
attained in Sufficient efficiency. 
0005 The present invention has as its objectives to 
provide a method to improve Stability of a physiologically 
active peptide in a process of producing a powder by drying 
an aqueous liquid containing the physiologically active 
peptide, as well as to provide a physiologically active 
peptide-containing powder produced by the method. 
0006 The present invention has as its further objectives 
to provide a physiologically active peptide-containing pow 
der especially Suited for absorption of the physiologically 
active peptide by inhalation, and to provide an inhalant 
composition. 

SUMMARY OF THE INVENTION 

0007 For production of a powder containing a physi 
ologically active peptide, the present inventors found that, in 
a process of preparing a powder containing a physiologically 
active peptide by drying an aqueous liquid containing the 
peptide, addition of certain compounds to the aqueous liquid 
remarkably increases the Stability of the physiologically 
active peptides during the powder preparation. In addition, 
the present inventors also found that physiologically active 
peptides contained in the powder thus prepared are effi 
ciently absorbed into the blood when the powder is transpull 
monarily administered. The present invention was made on 
the basis of these findings. 
0008 Thus, the present invention provides a method for 
Stabilization of a physiologically active peptide in a proceSS 
of preparing a powder containing the physiologically active 
peptide by drying an aqueous liquid containing the physi 
ologically active peptide, wherein the method comprises 
adding to the aqueous liquid at least one compound Selected 
from the group consisting of a nonionic Surfactant, a water 
Soluble, nonionic, organic binder, hydrogenated lecithin, and 
mannitol. In the method, a nonionic Surfactant, a water 
Soluble, nonionic, organic binder, hydrogenated lecithin and 
mannitol Serve as Stabilizers in preparing a powder contain 
ing a physiologically active peptide from an aqueous liquid 
containing it. Thus, one or more of these compounds 
employed SuppreSS denaturation Such as dimer formation in 
the process of forming a powder from an aqueous liquid 
containing the peptide, thereby enabling to prepare a physi 
ologically active peptide-containing powder which is Sub 
Stantially free of denatured peptides. 
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0009. The present invention further provides a method 
for Stabilization of a physiologically active peptide in a 
process of preparing a powder containing the physiologi 
cally active peptide by drying an aqueous liquid containing 
the physiologically active peptide, wherein the method 
comprises adding to the aqueous liquid mannitol and at least 
one compound Selected from the group consisting of a 
nonionic Surfactant, a water-Soluble, nonionic, organic 
binder, and hydrogenated lecithin. This method enables, in 
addition to the above-mentioned benefit, to prepare a pow 
der effecting especially efficient transpulmonary absorption 
of a physiologically active peptide. 

0010. In the above methods for stabilization, with regard 
to a nonionic Surfactant or a water-Soluble, nonionic, organic 
binder added to the aqueous liquid, the concentration range 
where they exhibit a potent stabilizing effect is 0.01-0.5% 
by weight for a nonionic surfactant and 0.01-1 % by weight 
for a water-Soluble, nonionic, organic binder. AS for man 
nitol, it exhibits a potent Stabilizing effect when added in an 
amount of 1-50 parts by weight per one part by weight of a 
physiologically active peptide. 

0011. In the above, it is more preferable that the nonionic 
Surfactant is Selected from the group consisting of polySor 
bate, polyoxyethylenehydrogenated castor oil, and a poloX 
amer (polyoxyethylene polyoxypropylene block copolymer: 
Pluronic). 
0012. Also in the above, the water-soluble, nonionic, 
organic binder is more preferably Selected from the group 
consisting of polyvinylpyrrolidone, a water-soluble, non 
ionic, cellulose derivative and polyvinylalcohol. 

0013 Further, the water-soluble, nonionic, cellulose 
derivative is more preferably Selected from the group con 
Sisting of hydroxypropylcellulose, hydroxyethylcellulose, 
and hydroxypropylmethylcellulose. 

0.014. The effects of these stabilizers are remarkable in 
the above range, though they still have Substantial effects 
Somewhat outside the ranges. A Still more preferable con 
centration range for a nonionic surfactant is 0.05-0.3% by 
weight, where a particularly potent Stabilization effect is 
obtained. For a water-Soluble, nonionic, organic binder, a 
concentration range Still more preferable than the above is 
0.02-0.5% by weight, where a particularly potent stabili 
Zation effect is obtained. AS for hydrogenated lecithin, its 
Stabilizing effect is particularly remarkable even at a con 
centration as low as 0.01% by weight. While its effect peaks 
at concentrations of 0.5-1 % by weight, the effect remains 
Still remarkable outside this range, and even at 2% by 
weight. Thus, the decline in its Stabilizing effect is only 
limited even when its concentration goes up beyond the peak 
concentration. An upper limit concentration, therefore, is not 
clear over which hydrogenated lecithin would substantially 
lose its Stabilizing effect. Its concentration, however, may be 
chosen as desired considering ease of handling in production 
of the pharmaceutical composition as there is no reason for 
using an unnecessarily large amount of hydrogenated leci 
thin insofar as it exhibits a Sufficient effect as an additive. In 
general, the concentration of hydrogenated lecithin is pref 
erably in the range of about 0.005-4% by weight, and more 
preferably in the range of 0.01-2% by weight. In light that 
the total amount of the powder administered is to be small 
insofar as it does not prevents easy handling, the weight 
proportion of a physiologically active peptide to mannitol is 
more preferably 1:1 to 1:40, further more preferably 1:1 to 
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1:30, still more preferably 1:1 to 1:20, and most preferably 
1:1 to 1:10. For stabilization of an physiologically active 
peptide, any of the above Stabilizers may be used alone, or 
two or more of them may be used in combination. When 
used in combination, they exhibit a still more remarkable 
Stabilizing effect than when one of them is used alone, thus 
allowing to almost completely prevent the formation of 
denatured peptide Such as a dimer. 

0015 The present invention is characterized in that its 
uses, in drying an aqueous liquid containing a physiologi 
cally active peptide, a certain group of compounds that were 
found to Stabilize active peptides. The compounds can be 
used in a wide variety of Specific methods for drying. In the 
above, example of methods for drying aqueous liquids 
include, but are not limited to, Spray drying, lyophilization 
and Spray-freeze drying, and, furthermore, a variety of 
methods which include a process of drying a Solution by 
Spraying it, Such as drying performed in fluid-bed granula 
tion, in a variety of coating method Such as fluid-bed coating 
which allow to coat the Surface of core particles, as well as 
drying performed in a granulation process in fluid-bed 
granulation involving coating of, or attachment of materials 
to, the Surface of core particles. 

0016. Inhaled particles are more easily carried on the air 
flow deep into the respiratory System when their average 
size is 1-10 um, and more preferably 2-5 um. When given 
Such a size, the particles of the physiologically active 
peptide-containing powder obtained in a stable form by one 
of the above methods are easily carried deep into the 
respiratory System by inhalation, allowing efficient and 
relatively long-lasting transferal of the physiologically 
active peptide into the circulating blood. Thus, the present 
invention further provides one of the above method in which 
the average size of the particles making up the powder is 
1-10 tim, and more preferably 2-5 um. 
0017 Examples of active peptides stabilized according to 
the present invention include calcitonins, insulins, growth 
hormones, erythropoietin, glucagon, Somatostatin, Soma 
tostatin derivatives, interferons (C, for Y), interleukins (I, II, 
III, IV, V VI or VII), Superoxide dismutase, urokinase, 
proteases, tumor necrosis factors, colony-Stimulating fac 
tors, kallikrein, lysozyme, fibronectin, as well as a variety of 
factorS regulating growth or differentiation of cells Such as 
insulin-like growth factors, epidermal growth factor, fibro 
blast growth factors, platelet-derived growth factor, nerve 
growth factor, hepatocyte growth factor, Vasculogenesis 
factors, and anti-vasculogenesis factors. AS active peptides 
share a common chemical Structure that they consist of two 
or more amino acids linked by peptide bonds, the present 
invention is also applicable to a wide variety of other active 
peptides than those enumerated above. Moreover, it does not 
matter whether those peptides have been obtained by extrac 
tion from natural Sauces or produced by application of 
genetic recombination technology, for Such difference will 
not influence the basic physicochemical characters of the 
peptides. Among the above peptides, human growth hor 
mone and human insulin are particularly preferred peptides 
in the present invention, for they are Such peptides that 
patients have had to continue administering themselves by 
Subcutaneous injection for a long period of time 

0018. In addition to the above stabilizing methods, the 
present invention provides a method for preparation of a 
powder containing a physiologically active peptide. The 
method for preparation comprises forming a powder by 
drying an aqueous liquid containing a physiologically active 
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peptide and a nonionic Surfactant, a water-Soluble, nonionic, 
organic binder, hydrogenated lecithin, and/or mannitol. By 
one or more of those Stabilizers added to a physiologically 
active peptide, denaturation Such as dimer formation is 
Suppressed while the physiologically active peptide is in the 
process of forming a powder from an aqueous liquid con 
taining the peptide. Thus, a physiologically active peptide 
containing powder is prepared which is Substantially free of 
denatured peptides. 
0019. The present invention further provides a method 
for preparation of a powder containing a physiologically 
active peptide, wherein the method comprises forming a 
powder by drying an aqueous liquid containing the physi 
ologically active peptide, mannitol, and at least one com 
pound Selected from the group consisting of a nonionic 
Surfactant, a water-Soluble, nonionic, organic binder, and 
hydrogenated lecithin. This method for preparation, in addi 
tion to the above-mentioned benefit, provides a powder that 
effects especially efficient transpulmonary absorption of a 
physiologically active peptide. 
0020. In the method for preparation above, the nonionic 
Surfactant is more preferably Selected from the group con 
Sisting of polySorbate, polyoxyethylenehydrogenated castor 
oil, and a poloxamer (polyoxyethylene polyoxypropylene 
block copolymer: Pluronic). The water-soluble, nonionic, 
organic binder is more preferably Selected from the group 
consisting of polyvinylpyrrolidone, a water-Soluble, non 
ionic, cellulose derivative and polyvinylalcohol. The water 
Soluble, nonionic, cellulose derivative is more preferably 
Selected from the group consisting of hydroxypropylcellu 
lose, hydroxyethylcellulose, and hydroxypropylmethyl-cel 
lulose. 

0021. In the method for preparation above, preferable 
ranges of the amount of the enumerated Stabilizers when 
employed are the same as those mentioned for them in the 
method for Stabilization of physiologically active peptides 
above. Therefore, a still more preferable concentration range 
for a nonionic surfactant is 0.05-0.3% by weight, and, for a 
water-Soluble, nonionic, organic binder, a Still more prefer 
able concentration range is 0.02-0.5% by weight. As for 
hydrogenated lecithin, an upper limit concentration is not 
clear over which hydrogenated lecithin would substantially 
lose its Stabilizing effect. Its concentration, however, may be 
chosen as desired considering ease of handling in production 
of the pharmaceutical composition as there is no reason for 
using an unnecessarily large amount of hydrogenated leci 
thin insofar as it exhibits a Sufficient effect as an additive. In 
general, the concentration of hydrogenated lecithin is pref 
erably in the range of about 0.005-4% by weight, and more 
preferably in the range of 0.01-2% by weight. As to man 
nitol, the weight proportion of a physiologically active 
peptide to mannitol is more preferably 1:1 to 1:40, further 
more preferably 1:1 to 1:30, still more preferably 1:1 to 1:20, 
and most preferably 1:1 to 1:10. 
0022. In the method for preparation above, example of 
methods for drying aqueous liquids include, but are not 
limited to, Spray drying, lyophilization and Spray-freeze 
drying, and fluid-bed granulation, as well as a variety of 
coating method, Such as fluid-bed coating, which allow to 
coat the Surface of core particles, and fluid-bed granulation 
involving coating of, or attachment of materials to, the 
Surface of core particles. 
0023. In the method for preparation above, the average 
Size of the particles making up the powder is preferably 1-10 
tim, and more preferably 2-5 um, when considering transpull 
monary administration of a physiologically active peptide. 
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0024. The range of physiologically active peptides 
formed into a powder by the method for preparation above 
is the same as already mentioned with regard to the method 
for stabilization. 

0025 The present invention further provides a powder 
containing a physiologically active peptide, wherein the 
powder is made up of particles comprising a physiologically 
active peptide and mannitol at a weight proportion of 1:1 to 
1:50. In the powder, more preferably, the particles making 
up the powder further comprise, per one part by weight of 
the physiologically active peptide, at least one component 
Selected from the group consisting of a nonionic Surfactant 
in an amount of 0.05-3 parts by weight, a water-soluble, 
nonionic, organic binder in an amount of 0.05-6 parts by 
weight, and hydrogenated lecithin. Such a powder effects an 
efficient absorption of a physiologically active peptide 
through a mucous membrane deep in the respiratory System. 
0026 Considering reduction of the total weight of the 
powder inhaled per a predetermined amount of a physiologi 
cally active peptide to be administered, the weight propor 
tion of a physiologically active peptide to mannitol in the 
particles above is more preferably 1:1 to 1:40, further more 
preferably 1:1 to 1:30, still more preferably 1:1 to 1:20, and 
most preferably 1:1 to 1:10. The amount of a nonionic 
surfactant is more preferably 0.25-1.8 parts by weight per 
one part by weight of a physiologically active peptide, in 
which range efficient absorption of a physiologically active 
peptide is attained while Suppressing the amount of a 
nonionic Surfactant employed. Likewise, the amount of 
water-Soluble, nonionic, organic binder is more preferably 
0.1-3 parts by weight per one part by weight of a physi 
ologically active peptide. 
0027. In the above powder containing a physiologically 
active peptide, the average size of the particles making up 
the powder is preferably 1-10 um, and more preferably 2-5 
tim. By giving Such an average size to its particles, the 
powder becomes easily carried deep into the respiratory 
System by inhalation, allowing more efficient absorption of 
the physiologically active peptide. 

0028 Method for preparation of the above powder con 
taining a physiologically active peptide is not limited. The 
powder may be prepared, for example, by Spray drying, 
Spray-freeze drying or lyophilization. 

0029. The range of physiologically active peptides in the 
above powder containing a physiologically active peptide is 
the same as already mentioned with regard to the method for 
Stabilization. 

0030 The present invention further provides an inhalant 
composition containing a physiologically active peptide, 
wherein the inhalant composition comprises above-men 
tioned particles containing a physiologically active peptide. 
The inhalant composition may simply be Such particles 
containing a physiologically active peptide, or they may be 
either clusters consisting of Such particles loosely associated 
with one another or composites consisting of Such particles 
plus larger, inert carrier particles (e.g. lactose) onto the 
Surface of which the former particles are loosely attached. 
Such loose clusters or composites are constructed in an 
extent of looseness that, at the time of inhaling the compo 
Sition, they will be disintegrated upon release from an 
inhalation device by the flow of air and the each fine particle 
containing a physiologically active peptide will thereby be 
liberated from the clusters or carriers into a separate particle 
Preparation of Such loose clusters or loose and coarse 
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composite particles can be prepared by any of a variety of 
methods well known to those skilled in the art for bringing 
particles of the size of one to Several um making up a powder 
into a loose association with one another or into a loose 
asSociation onto larger, inert carrier particles. Such loose 
clusters or loose and coarse composite particles are intended 
to increase flowability of the composition for improved ease 
of filling and accuracy of filling amount in a process in 
which a unit dose of the inhalant compositions is filled into 
each of predetermined containers like capsules employed in 
a inhalation device. Therefore, once put in a capsule, it is 
allowed that the whole or part of particles are liberated to 
Separate particles by external agitation and thus forming a 
powder within the capsule. 

BRIEF DESCRIPTION OF THE FIGURES 

0.031 FIG. 1 is a graph illustrating the effect of nonionic 
Surfactants. 

0.032 FIG. 2 is a graph illustrating the effect of water 
Soluble, nonionic, organic binders. 
0.033 FIG. 3 is a graph illustrating the effect of hydro 
genated lecithin. 
0034 FIG. 4 shows blood concentration profiles of 
human growth hormone in rat after transpulmonary admin 
istration of a human growth hormone-containing powder 
and Subcutaneous injection of the same amount of the 
powder. 

DETAILED DESCRIPTION OF THE 
INVENTION 

0035) In the present invention, the term an “aqueous 
liquid containing a physiologically active peptide' includes 
not only a simple aqueous Solution of a physiologically 
active peptide but also a Solution of a physiologically active 
peptide further containing one or more other components 
that do not adversely affect the stability of the physiologi 
cally active peptide, e.g., buffering agents Such as phos 
phates, pharmaceutically acceptable Salts. Such as Sodium 
chloride, and diluents Such as Sorbitol. 
0036) As the method for stabilization of the present 
invention Stabilizes a physiologically active peptide dis 
Solved in an aqueous liquid in a process of evaporating water 
from the aqueous liquid, its Stabilization effect on a physi 
ologically active peptide is not affected even by drying the 
physiologically active peptide coated on the Surface of larger 
particles chemically inert to the active peptide, Such as 
lactose and the like. Suchinert particles Serve as cores which 
carry on their Surface a coat of the physiologically active 
peptide mixed with one or more Stabilizing agents 
0037. The powder of the present invention containing a 
physiologically active peptide is based on the discovery that 
a very efficient transpulmonary absorption is attained by 
employing particles comprising a physiologically active 
peptide and mannitol. Thus, any method of preparation may 
be chosen as desired for preparing Such powder containing 
a physiologically active peptide. The method of the present 
invention for preparation of a powder containing a physi 
ologically active peptide is based also on the discovery that 
mannitol has an effect of remarkably Stabilizing a physi 
ologically active peptide in the process of forming a powder 
by drying an aqueous liquid containing the peptide. Thus, 
drying of an aqueous Solution containing a physiologically 
active peptide and mannitol may be performed by any 
conventional method as desired. 
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0038. In the present invention, an example of particularly 
preferred physiologically active peptides is human growth 
hormone. In the present invention, the term “human growth 
hormone” means not only 22K hoH extractable from the 
pituitary of a human, which consists 191 amino acids and 
has a molecular weight of 22,125, but also 20K hCGH, which 
lackS 15 amino acids corresponding amino acids 32-46. 20K 
hGH has a growth stimulating effect comparable to 22 K 
hGH. In the present invention, the term “human growth 
hormone” means not only these natural types of human 
growth hormones, but also proteins which are produced by 
application of genetic recombination technology and having 
a Substantially comparable effect to the natural human 
growth hormones. Examples of human growth hormone 
produced by application of genetic recombination technol 
ogy include a N-terminal methionine-type hormone consist 
ing 192 amino acids and variants which have part of their 
amino acids deleted, Substituted, added or inserted and 
having a comparable activity to the natural types of human 
growth hormone. 

EXAMPLES 

0039 When vigorously agitated in its aqueous solution, 
the molecule of growth hormone (GH), among active pep 
tides, readily undergoes alteration in tertiary Structure in 
contact with a gas-liquid interface, resulting in the loSS of its 
monomer and leading to the formation of its dimer, polymer 
or insoluble aggregates, as well as to the formation of 
deamidation products. AS the gas-liquid interface is 
expanded in a drying process Such as Spray drying, it is 
necessary, particularly in the case of GH, to manage to 
minimize its denaturation induced by this expansion of the 
interface in the process of forming GH into a powder. 
Studies were made as described below in search of a 
compound that stabilizes GH. In the Examples and Control 
Examples below, human growth hormone was chosen as a 
representative of active peptides. 

0040. The human growth hormone employed in the 
Examples and Control Examples below was a recombinant 
human growth hormone (in which N-terminal methionine 
had been selectively deleted enzymaticaly) which had the 
Same amino acid Sequence as the natural human growth 
hormone consisting of 191 amino acids (22K hoH). In 
addition, where the recombinant human growth hormone is 
identified as “Growject Injection 4 IU”, it indicates that a 
pharmaceutical product (Growject Injection 4 IU: JCR phar 
maceuticals, Co., Ltd.) was employed there. The composi 
tion of Growject Injection 4 IU is as follows. Where the 
recombinant human growth hormone is specifically noted as 
a “bulk material”, it indicates the pure recombinant human 
growth hormone (produced by BTG), which is free of any 
additives. 

0041) 
mula) 

r-hGH Injection (Growject Injection 4 IU): (For 

(Formula) 

r-hGH 4 IU (1.7 mg) 
Disodium hydrogenphosphate 2.2 mg 
Sodium dihydrogenphosphate 0.35 mg 
Sodium chloride 1.0 mg 
D-mannitol 20.0 mg 
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0.042 Tests will be described below which were per 
formed by Spray drying as a representative model of drying 
processes of an aqueous liquid containing a physiologically 
active peptide. The apparatus employed for Spray drying was 
Spray Dryer SD-1000 (EYELA). 
0043. As an indicator of stabilization of the physiologi 
cally active peptide r-hGH, recovery rate of the physiologi 
cally active peptide monomer was employed, for it is 
considered to be the best indicator of stabilization of the 
physiologically active peptide. Calculation of recovery rate 
was done according to the following equation, based on the 
concentration of the physiologically active peptide in the 
aqueous liquid before drying (before spray drying) and the 
content of recovered active peptide in the Solution prepared 
by reconstituting the obtained powder (spray dried product) 
to the initial volume 

0044) Recovery rate of physiologically active peptide 
monomer (%)=A/Ax100 where: 

0045 A=area of monomer peak on HPLC for spray 
dried product, and 

0046 A=area of monomer peak on HPLC before 
Spray drying. 

CONTROL EXAMPLE 1. 

0047. To each of fifteen vials of the r-hGH injection 
(Growject Injection 4 IU) was added 1.0 ml of purified water 
to completely dissolve the injection. The r-hGH Solution 
thus obtained (15 vials: 15.0 ml) was spray-dried to obtain 
a dry powder. The conditions for Spray drying in the Spray 
Dryer SD-1000 were adjusted as follows. 
0.048 Spray Drying Conditions 

0049) 
0050 
0051) 
0052 

0053) The conditions for HPLC for determination of the 
monomer content were as follows. 

0054 HPLC Conditions 
0055 Apparatus: LC10A (SHIMADZU CORPO 
RATION) 

0056 Detector: UV (280 nm) 
0057 Analyzing column: TSKG3000SW 
0058 
0059 Mobile phase: 50 mM sodium dihydrogen 
phosphate, 50 mM disodium hydrogenphosphate, 
0.2 M Sodium chloride. 

0060 Flow rate: 0.6 mL/min 
0061 

Inlet temperature: 80 C. 
Atomizing pressure: 150 kPa 

Dry air flow: 0.3 m/min 
Liquid feeder pump flow: 2.6 mL/min 

Column temperature: Room temperature 

Injection volume: 50 till 

CONTROL EXAMPLE 2 

0062 Five sets of r-hGH injection (Growject injection 
4IU) vials, 15 vials per set, were provided. To each of the 
vials was added 1.0 mL of purified water to completely 
dissolve the injection. The r-hGH solution thus obtained 
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(15.0 ml: 15 vials per set) was spray dried to obtain a dry 
powder. The conditions for Spray drying in the Spray Dryer 
SD-1000 were different from those in Control Example 1 
and adjusted as follows. The HPLC conditions for determi 
nation of the monomer content were the same as those in 
Control Example 1. 
0063 Spray Drying Conditions 

0064.) Inlet temperature: 90° C. 
0065 Atomizing pressure: 100 kPa 

0.066 Dry air flow: 0.2 m/min 
0067. Fluid feeder pump flow: 2.6 mL/min 

EXAMPLE 1. 

0068. As solutions of a nonionic Surfactant, aqueous 
Solutions containing Tween 20 at different concentrations 
(concentration: 0.01, 0.05, 0.1, 0.5, 1.0 and 2.0 w/w %) were 
prepared. Fifteen vials of the r-hGH injection (Growject 
Injection 4IU) were provided for each of the aqueous 
Solutions containing Tween 20 at the different concentra 
tions. The aqueous Solutions containing Tween 20 at differ 
ent concentrations were added to corresponding 15 vials, 1.0 
mL each, and the injection was completely dissolved. Thus 
obtained r-hGH solutions containing Tween 20 at different 
concentrations (15.0 mL. 15 vials for each Tween 20 con 
centration) were spray-dried to obtain dry powders. The 
conditions for spray drying and HPLC were the same as 
those in Control Example 1. 

EXAMPLE 2 

0069. As solutions of a nonionic Surfactant, aqueous 
Solutions containing HCO-60 (polyoxyethylenehydroge 
nated castor oil) at different concentrations (concentration: 
0.01, 0.05, 0.1, 0.5, 1.0 and 2.0 w/w %) were prepared. 
Fifteen vials of the r-hGH injection (Growject Injection 4IU) 
were provided for each of the aqueous Solutions containing 
HCO-60 at different concentrations. The aqueous solutions 
containing HCO-60 at different concentrations were added 
to corresponding 15 vials, 1.0 mL each, and the injection 
was completely dissolved. Thus obtained r-hGH solutions 
containing HCO-60 at different concentrations (15.0 mL. 15 
vials for each HCO-60 concentration) were spray-dried to 
obtain dry powders. The conditions for Spray drying and 
HPLC were the same as those in Control Example 1. 

EXAMPLE 3 

0070 AS solutions of a nonionic Surfactant, aqueous 
Solutions containing Pluronic F68 
(polyoxyethylene(160)polyoxypropylene(30) glycol) at dif 
ferent concentrations (concentration: 0.01, 0.05, 0.1, 0.5, 1.0 
and 2.0 w/w %) were prepared. Fifteen vials of the r-hGH 
injection (Growject Injection 4IU) were provided for each of 
the aqueous solutions containing Pluronic F68 at different 
concentrations. The aqueous Solutions containing Pluronic 
F68 at different concentrations were added to corresponding 
15 vials, 1.0 mL each, and the injection was completely 
dissolved. Thus obtained r-hGH solutions containing Plu 
ronic F68 at different concentrations (15.0 mL. 15 vials for 
each Pluronic F68 concentration) were spray-dried to obtain 
dry powders. The conditions for spray drying and HPLC 
were the same as those in Control Example 1. 
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EXAMPLE 4 

0071 AS solutions of a water soluble, nonionic, organic 
binder, aqueous Solutions containing Kollidone 17PF (poly 
vinylpyrrolidone: BASF) at different concentrations (con 
centration: 0.01, 0.05, 0.1, 0.5, 1.0 and 2.0 w/w %) were 
prepared. Fifteen vials of the r-hGH injection (Growject 
Injection 4IU) were provided for each of the aqueous 
solutions containing Kollidone 17PF at different concentra 
tions. The aqueous solutions containing Kollidone 17PF at 
different concentrations were added to corresponding 15 
Vials, 1.0 mL each, and the injection was completely dis 
solved. Thus obtained r-hGH solutions containing Kollidone 
17PF at different concentrations (15.0 mL. 15 vials for each 
Kollidone 17PF concentration) were spray dried to obtain 
dry powders. The conditions for spray drying and HPLC 
were the same as those in Control Example 1. 

EXAMPLE 5 

0.072 AS a water Soluble, nonionic, organic binder, aque 
ous solutions containing Kollidone 12PF (polyvinylpyrroli 
done: BASF) at different concentrations (concentration: 
0.01, 0.05, 0.1, 0.5, 1.0 and 2.0 w/w %) were prepared. 
Fifteen vials of the r-hGH injection (Growject Injection 4IU) 
were provided for each of the aqueous Solutions containing 
Kollidone 12PF at different concentrations. The aqueous 
solutions containing Kollidone 12PF at different concentra 
tions were added to corresponding 15 vials, 1.0 mL each, 
and the injection was completely dissolved. Thus obtained 
r-hGH solutions containing Kollidone 12PF at different 
concentrations (15.0 mL. 15 vials for each Kollidone 12PF 
concentration) were spray-dried to obtain dry powders. The 
conditions for spray drying and HPLC were the same as 
those in Control Example 1. 

EXAMPLE 6 

0073. As a water soluble, nonionic, organic binder, acque 
ous solutions containing HPC-SSL (hydroxypropylcellu 
lose: TOSOH) at different concentrations (concentration: 
0.01, 0.05, 0.1, 0.5 and 1.0 w/w %) were prepared. Fifteen 
vials of the r-hGH injection (Growject Injection 4IU) were 
provided for each of the aqueous Solutions containing HPC 
SSL at different concentrations. The aqueous Solutions con 
taining HPC-SSL at different concentrations were added to 
corresponding 15 vials, 1.0 mL each, and the injection was 
completely dissolved. Thus obtained r-hGH solutions con 
taining HPC-SSL at different concentrations (15.0 mL: 15 
vials for each HPC-SSL concentration) were spray-dried to 
obtain dry powders. The conditions for Spray drying and 
HPLC were the same as those in Control Example 1. 

EXAMPLE 7 

0.074 As solutions of a nonionic Surfactant, aqueous 
Solutions containing Lecinol S-10E (hydrogenated lecithin: 
NIKKO CHEMICALS) at different concentrations (concen 
tration: 0.01, 0.05, 0.1, 0.5, 1.0 and 2.0 w/w %) were 
prepared. Fifteen vials of the r-hGH injection (Growject 
Injection 4IU) were provided for each of the aqueous 
Solutions containing hydrogenated lecithin at different con 
centrations. The aqueous Solutions containing hydrogenated 
lecithin at different concentrations were added to corre 
sponding 15 vials, 1.0 mL each, and the injection was 
completely dissolved. Thus obtained r-hGH solutions con 
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taining hydrogenated lecithin at different concentrations 
(15.0 mL. 15 vials for each hydrogenated lecithin concen 
tration) were spray-dried to obtain dry powders. The con 
ditions for spray drying and HPLC were the same as those 
in Control Example 1. 

EXAMPLE 8 

0075 Aqueous solutions were prepared which contained 
HPC-SSL (hydroxypropylcellulose) and a nonionic surfac 
tant in combination as indicated in the following table. 

TABLE 1. 

Aqueous Concentration of Nonionic surfactant and 
solution No. HPC-SSL (w/w %) its concentration (w/w %) 

A. O.OS HCO-60 O.05 
B O.OS Pluronic F68 O.05 
C O.OS Pluronic F68 O.10 
D O.10 HCO-60 O.05 
E O.10 HCO-60 O.10 

0.076 Fifteen vials of the r-hGH injection (Growject 
Injection 4IU) were provided for each of the aqueous 
solutions containing HPC-SSL and a nonionic surfactant in 
different combinations. The aqueous Solutions were added to 
a corresponding Set of 15 vials, 1.0 mL each, and the 
injection was completely dissolved. Thus obtained r-hGH 
solutions (15.0 mL. per set of 15 vials for each combination) 
were spray-dried to obtain dry powders. The conditions for 
spray drying were the same as in Control Example 2, and 
HPLC conditions were the same as those in Control 
Example 1. 
0.077 Results of Analysis 
0078 FIG. 1 shows the results of HPLC analysis per 
formed in Control Example 1 and Examples 1-3. 
0079. As shown in the figure, the nonionic surfactants at 
concentrations in certain ranges, respectively, remarkably 
increased the recovery rate of the monomer of physiologi 
cally active peptide r-hGH in the process of powder prepa 
ration from its aqueous solutions. While the content of 
r-hGH monomer fell to the order of 40% during powder 
preparation in Control Example 1, which employed no 
nonionic Surfactant, r-hGH monomer was maintained in 
Examples 1-3, in contrast at much higher recovery rate in the 
samples containing 0.01-0.5 w/w % nonionic surfactants in 
aqueous Solutions. The figure also shows that the Stabilizing 
effect of the respective nonionic Surfactants peaked at their 
concentrations of somewhere around 0.1 W/w %. Though 
lacking actually measured values, it is also evident, for 
example, that the nonionic Surfactants at about 0.3 W/w % 
have higher stabilizing effects than at 0.5 w/w %. 
0080 FIG. 2 shows the results of HPLC analysis per 
formed in Control Example 1 and Examples 4-6. 
0081. As shown in the figure, the water-soluble, non 
ionic, organic binderS markedly increased the recovery rate 
of the monomer of physiologically active peptide r-hGH in 
the process of powder preparation from its aqueous Solu 
tions. In Examples 4 (Kollidone 17PF) and 5 (Kollidone 
12PF), improvement was noted at any of their concentra 
tions tested. Their Stabilizing effect was particularly potent 
up to a concentration of 1 W/w % and peaked at a concen 
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tration of 0.1 W/w %. As for Example 6 (hydroxypropylcel 
lulose), Stabilizing effect was still more remarkable than 
where the other binders were employed, showing a r-hGH 
recovery rate of about 95% at a concentration of 0.1 W/w %, 
where its effect peaked. In Example 6, hydroxypropylcellu 
lose was tested only up to the concentration of 1 w/w %. 
However, it is largely evident that hydroxypropylcellulose 
would show a stabilizing effect even at 2 w/w %. This is 
because its effect at 1 w/w % was much higher than the 
effects of the other organic binders employed in Example 4 
and 5 at the Same concentration, and the decline in its effect 
by increasing its concentration beyond the peak is Substan 
tially not greater than the decline Seen in the graphs for 
Examples 4 or 5. 

0082 FIG. 3 shows the results of HPLC analysis per 
formed in Control Example 1 and Example 7. 
0.083. As shown in the figure, hydrogenated lecithin, 
which was employed in Example 7, exhibited a remarkably 
potent stabilizing effect on r-hGH in any of the tested 
concentrations up to 2 w/w %. In particular, even at 0.01 
W/w %, i.e. the lowest concentration tested, hydrogenated 
lecithin exhibited a stabilizing effect, raising the r-hGH 
recovery rate to more than 70%. Beyond that concentration 
and up to 0.2 w/w %, hydrogenated lecithin exhibited still 
higher stabilizing effects. While it seems from the figure that 
the effect of hydrogenated lecithin peaks at a concentration 
somewhere around 0.5-1 w/w %, its effect declines only 
Slightly by increasing concentration beyond its peak. There 
fore, there is no doubt that hydrogenated lecithin has a 
remarkable stabilizing effect in a concentration range much 
wider than tested above. 

0084. Following Table 2 shows the results of HPLC 
analysis for Comparison Example 2 and Example 8. 

TABLE 2 

Concentration Nonionic surfactant 
Aqueous of HPC-SSL and its Monomer 
solution No. (w/w %) concentration (w/w %) recovery rate (%) 

Control 64.04 1.30 
Example 2 
Example 8 A O.OS HCO-60 O.OS 99.2O 1.16 
Example 8 B O.OS Pluronic F68 0.05 98.42 O.61 
Example 8 C O.OS Pluronic F68 0.10 97.96 - 1.34 
Example 8 D O.10 HCO-60 O.OS 104.76 0.68 
Example 8 E O.10 HCO-60 O.10 104.81 - 0.17 

n = 5, mean + S.D. 

0085. As seen in Table 2, r-hGH was stabilized substan 
tially perfectly in the process of forming its aqueous Solution 
into a powder, by addition of both of hydroxypropylcellu 
lose and a nonionic Surfactant to the aqueous Solution. This 
indicates that a combined use of both the water-soluble, 
nonionic organic binder-hydroxypropylcellulose-and a 
nonionic Surfactant provides a higher Stabilizing effect than 
by using them Separately. 

0.086 As seen from the results in Control Examples 1 and 
2 and Examples 1-8, Stability of physiologically active 
peptide r-hGH in a process of forming a powder from the 
aqueous Solution of the physiologically active peptide is 
remarkably improved by adding to the Solution; a nonionic 
Surfactant Such as polySorbate, polyoxyethylenehydroge 
nated castor oil and poloxamer and the like; a water-Soluble, 
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nonionic, organic binder Such as hydroxypropylcellulose 
and polyvinylpyrrollidone and the like, or hydrogenated 
lecithin. Moreover, addition of two or more of these com 
ponents in combination further improves the stability of the 
physiologically active peptide, leading to almost complete 
Stabilization. 

EXAMPLE 9 

0087 Further studies were performed on the effect of 
mannitol, either employed alone or in combination with 
other additives. 

0088. Materials 
0089. As GH, a recombinant human growth hormone 
(r-hGH) bulk material was used. As stabilizers, D-mannitol, 
HPC-SSL and Pluronic F68 were used. 

0090 Preparation of r-hGH Solution 
0091. According to the following formulas, r-hGH and 
additives were weighed and dissolved in 15.0 mL of purified 
water to prepare spray Solutions. As a control, r-hGH alone 
was dissolved in 15.0 mL of purified water to prepare a Spray 
solution (Control Formula). In the formulas, “% by weight” 
in parentheses indicates the ratio of the weight of respective 
Solid component to the weight of the Solid components as a 
whole. 

(Formula M) 

r-hGH 29.25 mg (6.5% by weight) 
D-mannitol 420.75 mg (93.5% by weight) 

Total 450.00 mg 
(Formula M-HP) 

r-hGH 29.25 mg (6.5% by weight) 
D-mannitol 405.00 mg (90.0% by weight) 
HPC-SSL 15.75 mg (3.5% by weight) 

Total 450.00 mg 
(Formula M-P) 

r-hGH 29.25 mg (6.5% by weight) 
D-mannitol 405.00 mg (90.0% by weight) 
Pluronic F68 15.75 mg (3.5% by weight) 

Total 450.00 mg 

0092 Spray Drying 
0093. As a spray dryer, EYELA SD-1000 Spray Dryer 
were used. Dry powders were prepared by Spray-drying the 
above r-hGH solutions. The conditions for spray drying was 
as follows. 

0094) Inlet temperature: 90° C. 

0.095 Dry air flow: 0.2 m/min 
0096] Atomizing pressure: 100 kPa 

0097 Fluid feeder pump flow: 2.6 mL/min 

0.098 HPLC/Monomer Content Determination 
0099] The conditions for HPLC for determination of 
r-hGH monomer were as follows. 
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01.00) Apparatus: LC10A (SHIMADZU CORPO 
RATION) 

0101 Sample amount: about 0.02 g/0.5 mL purified 
Water 

0102) Detector: UV (280 nm) 
0103) Analyzing 
(TOSOH) 

column: TSK G3000SW 

0104 Column temperature: Room temperature 
0105 Mobile phase: 0.1 M Sodium dihydrogenphos 
phate, 0.1 M disodium hydrogenphosphate, 0.2 M 
Sodium chloride. 

0106 Flowrate: 0.6 mL/min 
01.07 

0108) HPLC/Determination of the Content of Deamida 
tion Product 

0109) The conditions for HPLC for determination of 
r-hGH deamidation products were as follows. 

0110 Apparatus: LC10A (SHIMADZU CORPO 
RATION) 

0111 Sample amount: about 0.02 g/0.5 mL purified 
Water 

0112 Detector: UV (280 nm) 
0113 Analyzing column: Protein C4 column 
(VYDAC, Cat. No. 214ATP54) 

0114 Column temperature: 45° C. 
0115 Mobile phase: 50 mM Tris-HCl (pH 7.5)/n- 
propanol (71:29) buffer 

0116 Flow rate: 0.5 mL/min 
0117) 

0118 SDS-polyacrylamide Gel Electrophoresis 
0119) 1) Preparation of Samples 

Injection volume: 50 till 

Injection volume: 50 till 

0120 Solutions of about 0.04 mg/mL was prepared as 
samples. To each 10 till of the solutions was added 10 till of 
water and 20 till of the Sample buffer. As a Standard Sample, 
a solution of about 1.6 mg r-hGH bulk material/mL was 
prepared, to 10 ull of which was added 10 till of water and 
20 u, of the sample buffer. 
0121 2) Preparation of Electrophoresis Buffer 

0122) (A) An electrophoresis buffer for 10xSDS 
PAGE was prepared by adding water to 30.3 g of 
Tris, 144 g of glycine and 10 g of SDS to make into 
volume of 1000 mL (for stock). 

0123 (B) An electrophoresis buffer for SDS-PAGE 
was prepared by adding 900 mL of water to 100 mL 
of the electrophoresis buffer for 10xSDS-PAGE. 

0.124 (C) A 0.25 M Tris-HCl buffer (pH 6.8) was 
prepared by adding water to 30.25g of Tris to make 
into volume of 800 mL, then adjusting the pH of the 
solution to 6.8 with 6 N hydrochloric acid, and 
making into volume of 1000 mL with water (pre 
Served by freezing). 
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0.125 (D) A sample buffer for SDS-PAGE was pre 
pared by adding water to 25 mL of 0.25 M Tris-HCl 
buffer (pH 6.8), 2 g of SDS, 5g of sucrose and 2 mg 
of bromphenol blue (BPB) to make 50 mL. 

0126) 3) SDS-PAGE 
0127. Using the samples and the buffer described above, 
electrophoresis was carried out in a conventional manner at 
20 mA/gel. 

0128 Results 

0129. The table below shows the results of the determi 
nation of the contents of r-hGH monomer and deamidation 
products in the r-hGH powders prepared above by freeze 
drying. 

TABLE 3 

Content of Deamidation 

Formula r-hGH Recovery Rate (%) Products (%) 

Control 68.5 7.3 
M 8O.S 4.2 
M-HP 91.4 4.5 
M-P 88.4 4.7 
Bulk Material 3.1 

0130. As evident from the Table 3, r-hGH monomer 
recovery rate was much higher in any of Formulas M, M-HP, 
M-P than in the control formula: while the recovery rate of 
r-hGH in the control formula was 68.5%, that was 80.5% in 
Formula M. In Formulas M-HP and M-P, r-hGH recovery 
rate was still higher. The content of deamidation products in 
any of the Formulas M, M-HP and M-P, which was lower 
than that in the control formula, was Substantially not 
different from the proportion (3.1%) of deamidation prod 
ucts contained originally in the bulk material employed. In 
the control formula, in contrast, the content of deamidation 
products increased beyond two times. The analysis by 
SDS-PAGE also showed electrophoretic patters indicating 
that the purity of the peptide was higher in Formula M than 
in the control formula, and that the purity in Formula M-HP 
and M-P, in turn, was still higher than that in Formula M. 

EXAMPLE 10 

Mannitol-containing r-hGH Powder for 
Transpulmonary Administration for In Vivo Test 

0131 According to the following formula, r-hGH, HPC 
SSL and D-mannitol were weighed and dissolved in 90 mL 
of purified water to obtain a spray Solution. In the formula, 
“% by weight” in parentheses indicates the ratio of the 
weight of respective Solid component to the weight of the 
Solid components as a whole. In the Spray Solution, the 
concentration of r-hGH, HPC-SSL and D-mannitol is 0.27% 
by weight, 0.14% by weight and 2.92% by weight, respec 
tively. Spray drying and analyses were performed under the 
Same conditions as in Example 9. 
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(Formula) 

r-hGH 0.240 g (8.0% by weight) 
HPC-SSL 0.129 g (4.3% by weight) 
D-mannitol 2.631 g (87.7% by weight) 

Total 3.000 g 

0132) The r-hGH dry powder prepared by spray drying 
was observed by optical microScopy. Six hundred particles 
were randomly chosen to measure their particle size. As a 
result, the particle size was found to be 2.84+0.83 um (mean 
tSD, n=600). The areas of the main peak (%) and the peak 
(%) for deamidation products were as follows. 

TABLE 4 

Area of Monomer Area of Deamidation Products 
Peak (%) Peak (%) 

Spray-dried 95.5 4.5 
Product 
Standard 96.6 3.4 

0133) Pharmacokinetic Evaluation of GH Powder after 
Transpulmonary Administration to Rats 
0134) The GH powder was administered to rats for phar 
macokinetic evaluation. The same amount of the GH powder 
as transpulmonarily administered was dissolved in water and 
Subcutaneously administered to rats to compare its pharma 
cokinetics with that of transpulmonarily administered GH. 
0135 Test Animals 
0.136 Six male 9-week-old Wistar rats were used for 
transpulmonary and Subcutaneous injection, respectively. 

0.137 GH Powder Tested 
0138. The r-hGH powder obtained in Example 10 above 
was used. 

0139 Administration of r-hGH 
0140. After fasting for a full day and night, the rats of the 
transpulmonary administration group were anesthetized 
with urethane. Two mg/kg rat body weight of the r-hGH 
powder was placed in a transpulmonary administration 
device for rats (PennCentury). The powder was discharged 
into the lungs of the rats through the device's delivery tube 
inserted in the trachea by thrusting out 3 mL of air from a 
Syringe connected to the device. The rats of the Subcutane 
ous administration group were also fasted for a full day and 
night and then subcutaneously injected with the r-hGH 
powder Suspended in purified water in an amount equivalent 
to 2 mg/kg rat body weight. 
0141 Blood Sampling and Processing 
0142 Blood sampling was performed just before the 
administration of r-hGH and then 0, 15, 30, 60, 120, 240, 
480 and 1440 minutes thereafter. Blood was sampled from 
the cervical vein of restrained rats. Blood Sampling Volume 
was 300 till at one time. Following each blood Sampling, the 
same amount (300 uD) of physiological Saline was injected 
into the cervical vein. Blood samples were let stand for one 

Jan. 24, 2002 

hour at room temperature and then overnight at 4 C., and 
centrifuged (15,000 rpm, 10 minutes, 4 C.) to separate the 
Sca. 

0.143 Measurement of Blood r-hGH Concentration by 
GH-ELISA 

0144. An anti-hGH rabbit polyclonal antibody raised by 
a conventional method was diluted and adjusted to the 
absorbance OD280 of 0.02 with a 0.05 M Tris buffer. The 
solution was placed, 100 u, each, in the wells of 96-well 
plates and incubated for two hours at 37 C. The plates were 
washed five times with a 0.01 M phosphate buffer (washing 
buffer). The wells of the plates were filled with a block 
solution (Block Ace: Dainippon Pharmaceutical Co., Ltd.) 
and let stand overnight at 4 C. The Sera obtained above and 
r-hGH for a Standard curve, respectively, were diluted as 
needed with 10xBlock Ace acqueous Solution and added to 
the Wells of the washed plates, 100 u, each, and preincu 
bated for 2 hours at 37° C. 

0145 Using the anti-hGH rabbit polyclonal antibody, a 
horseradish peroxidase (HRP)-conjugated anti-hGH rabbit 
polyclonal antibody was prepared in a conventional manner. 
The conjugated polyclonal antibody was diluted 50,000 
times with 10xBlock Ace acqueous solution and added to the 
Wells of the washed plates, 100 it each, and preincubated 
for 2 hours at 37° C. After washing, 100 u, each of TMB 
reagent (BIORAD) was added to the wells of the plates and 
allowed to react for 10 minutes at room temperature. The 
reaction was terminated by addition of 1 N Sulfuric acid, and 
absorbance was measured at 450 nm. A calibration curve 
was created based on the absorbance for Standard Solutions, 
and the r-hGH concentrations in the samples were derived 
from their absorbance using the calibrative curve. 
0146) Results 
0147 Table 5 and FIG. 4 show r-hGH concentrations in 
the blood after transpulmonary administration of the r-hGH 
powder or Subcutaneous injection of the r-hGH Suspension. 

TABLE 5 

Time after Blood r-hGH Concentration (ng ml 

Administration Transpulmonary Subcutaneous 
(min) Administration Injection 

O 22.6 41.5 
15 584.4 423.1 
3O 451.4 446.1 
60 315.1 491.8 
12O 254.9 423.9 
240 101.6 347.9 
48O 61.5 175.5 
1440 34.7 51.3 

0.148. As seen in Table 5 and FIG. 4, after transpulmo 
nary administration of the r-hGH powder prepared in the 
above example, blood r-hGH concentration reached its peak 
of 584.4 ng/mL 15 minutes after the administration. The 
concentration then Started to decline but still remained at 
34.7 ng/mL even 1440 minutes after administration. The 
AUC (area under the curve representing blood pharmaco 
kinetics) up to 480 minutes after the administration was 
128862 ng/mL'min for transpulmonary administration, 
whereas that was 255826 ng/mL min for subcutaneous 
administration of the Suspension containing the same 
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amount of the powder. As the r-hGH was transferred to the 
blood in unexpectedly high efficiency after the Subcutaneous 
injection of that composition, the blood concentration of 
r-hGH following transpulmonary administration was lower 
than that following its Subcutaneous injection, except for a 
period immediately after pulmonary administration. How 
ever, the above results show that r-hGH absorption after 
transpulmonary administration of the composition was very 
high. In fact, the blood r-hGH concentration after the 
transpulmonary administration of the very composition was 
far higher than either of the blood r-hGH concentration after 
the transpulmonary administration or Subcutaneous admin 
istration of the same amount of r-hGH Suspension carried 
out in Control Example 3 below. 

CONTROL EXAMPLE 3 

0149 According to the following formula, r-hGH and 
lactose were weighed and dissolved in 120 mL of purified 
water to obtain a spray solution. The concentration of r-hGH 
and lactose in the spray solution is 0.20 W/w % and 2.30 W/w 
%, respectively. 

0150. Formula 

0151 r-hGH 0.240 g (8.0% by weight) 

0152 Lactose (monohydrate) 2.760 g (92.0% by 
weight) 

O153 Total 3.000 g 
0154) The above spray solution was spray-dried under the 
following conditions. 

O155) 

0156) 

O157) 

0158 

Inlet temperature: 120° C. 

Dry air flow: 0.2 m/min 
Atomizing pressure: 100 kPa 

Fluid feeder pump flow: 2.6 mL/min 

0159. Thus obtained stray-dried r-hGH powder was ana 
lyzed by the same method as described above for the content 
of monomer and deamidation products by HPLC, and Sub 
jected to SDS-PAGE. The area of the monomer peak and 
that of the peak of deamidation products are as shown in the 
following table, and the SDS-PAGE pattern indicated high 
purity. 

TABLE 6 

Area for Deamidation 
Area for Monomer (%) Products (%) 

Spray-dried 94.7 5.3 
Product 
Standard 96.7 3.3 

0160 With this spray-dried product, r-hGH was transpull 
monarily administered or Subcutaneously injected to male 
9-week-old Wistar rats, Six animals per group, following the 
Same dose and procedures as indicated in “Pharmacokinetic 
Evaluation of GH Powder after Transpulmonary Adminis 
tration to Rats', and the pharmacokinetics for r-hGH was 
determined. The results are shown in the table below. 
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TABLE 7 

Time after Blood r-hGH Concentration (ng ml 

Administration Transpulmonary Subcutaneous 
(min) Administration Injection 

O 5 6 
15 147 46 
3O 129 52 
60 85 62 
12O 70 75 
240 58 71 
48O 48 21 
1440 37 5 

0.161 Natural human growth hormone, 22K hoH, is 
composed of 191 amino acids, with two S-S bonds within 
the molecule, whereas human insulin is composed of 51 
amino acids and has two S-S bonds within the molecule. It 
is reasonably expected that transpulmonary absorption dem 
onstrated above with the powders containing human growth 
hormone will occur also with human insulin, considering 
that the far Smaller molecule of human insulin compared 
with human growth hormone will render the former more 
Suitable for absorption through mucous membranes and that 
it shares a structural Similarity with human growth hormone 
in light that they have two S-S bonds within their molecule. 
Likewise, Successful transpulmonary absorption is expected 
to take place also with calcitonin (32 amino acids) and 
Somatostatin (28 amino acids), which are roughly of half the 
size of human insulin, by forming them into the powder of 
the present invention. 
0162 The present invention enables to remarkably sta 
bilize a physiologically active peptide in forming a powder 
by drying an aqueous Solution containing the physiologi 
cally active peptide, thereby minimizing loss of the peptide 
in the process of powder formation. AS it is done employing 
additives approved as Safety ingredients in pharmaceutical 
products, the present invention also enables to produce a 
powder Stably retaining a physiologically active peptide, 
without evoking unnecessary concerns on the Safety of Such 
a product due to employed additives. The present invention 
alto enables to provide physiologically active peptide-con 
taining powder in which content of dimerS or other dena 
tured peptide is minimized, thereby making it easy to 
produce Such types of pharmaceutical compositions that are 
adapted to be applied to mucous membranes in a powder 
form in order to introduce a drug into the circulating blood, 
e.g. pharmaceutical compositions for transnasal or transpull 
monary administration. The present invention further 
enables to provide inhalant compositions which allow effi 
cient transferal of growth hormone or insulin into the blood 
by transpulmonary administration. 

What is claimed is: 

1. A method for Stabilization of a physiologically active 
peptide in a process of preparing a powder containing the 
physiologically active peptide by drying an aqueous liquid 
containing the physiologically active peptide, wherein the 
method comprises adding to the aqueous liquid at least one 
compound Selected from the group consisting of a nonionic 
Surfactant, a water-Soluble, nonionic, organic binder, hydro 
genated lecithin, and mannitol. 
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2. A method for Stabilization of a physiologically active 
peptide in a process of preparing a powder containing the 
physiologically active peptide by drying an aqueous liquid 
containing the physiologically active peptide, wherein the 
method comprises adding to the aqueous liquid mannitol and 
at least one compound Selected from the group consisting of 
a nonionic Surfactant, a water-Soluble, nonionic, organic 
binder, and hydrogenated lecithin. 

3. A method for Stabilization of a physiologically active 
peptide in a process of preparing a powder containing the 
physiologically active peptide by drying an aqueous liquid 
containing the physiologically active peptide, wherein the 
method comprises adding to the aqueous liquid at least one 
component Selected from the group consisting of a nonionic 
surfactant in an amount of 0.01-0.5% by weight, a water 
Soluble, nonionic, organic binder in an amount of 0.01-1% 
by weight, hydrogenated lecithin, and 1-50 parts by weight 
of mannitol per one part by weight of the physiologically 
active peptide. 

4. A method for Stabilization of a physiologically active 
peptide in a process of preparing a powder containing the 
physiologically active peptide by drying an aqueous liquid 
containing the physiologically active peptide, wherein the 
method comprises adding to the aqueous liquid 1-50 parts by 
weight of mannitol per one part by weight of the physi 
ologically active peptide and at least one component 
Selected from the group consisting of a nonionic Surfactant 
in an amount of 0.01-0.5% by weight, a water-soluble, 
nonionic, organic binder in an amount of 0.01-1% by 
weight, and hydrogenated lecithin. 

5. The method of one of claims 1 to 4 wherein the 
water-Soluble, nonionic, organic binder is Selected from the 
group consisting of polyvinylpyrrolidone, a water-Soluble, 
nonionic cellulose derivative, and polyvinylalcohol. 

6. The method of claim 5 wherein the water-soluble, 
nonionic cellulose derivative is Selected from the group 
consisting of hydroxypropylcellulose, hydroxyethylcellu 
lose, and hydroxypropylmethylcellulose. 

7. The method of one of claims 1 to 6 wherein the 
nonionic Surfactant is Selected from the group consisting of 
polySorbate, polyoxyethylenehydrogenated castor oil, and a 
poloxamer. 

8. The method of one of claims 1 to 7 wherein drying of 
the aqueous liquid is performed by Spray drying, lyophiliza 
tion or spray-freeze drying, or by coating which may be 
fluid-bed coating, or performed in fluid-bed granulation. 

9. The method of one of claims 1 to 8 wherein the average 
Size of the particles making up the powder is 1-10 um. 

10. The method of one of claims 1 to 9 wherein the 
physiologically active peptide is Selected from the group 
consisting of growth hormones, insulins, calcitonins, eryth 
ropoietin, glucagon, Somatostatin, Somatostatin derivatives, 
interferons, interleukins, Superoxide dismutase, urokinase, 
proteases, tumor necrosis factors, colony-Stimulating fac 
tors, kallikrein, lysozyme, fibronectin, insulin-like growth 
factors, epidermal growth factor, fibroblast growth factors, 
platelet-derived growth factor, nerve growth factor, hepato 
cyte growth factor, Vasculogenesis factors, and anti-vascu 
logenesis factors. 

11. The method of one of claims 1 to 9 wherein the 
physiologically active peptide is human growth hormone or 
human insulin. 

12. The method of one of claims 1 to 9 wherein the 
physiologically active peptide is human growth hormone. 
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13. A method for preparation of a powder containing a 
physiologically active peptide, wherein the method com 
prises forming a powder by drying an aqueous liquid con 
taining a physiologically active peptide and at least one 
compound Selected from the group consisting of a nonionic 
Surfactant, a water-Soluble, nonionic, organic binder, hydro 
genated lecithin, and mannitol. 

14. A method for preparation of a powder containing a 
physiologically active peptide, wherein the method com 
prises forming a powder by drying an aqueous liquid con 
taining the physiologically active peptide, mannitol, and at 
least one compound Selected from the group consisting of a 
nonionic Surfactant, a water-Soluble, nonionic, organic 
binder, and hydrogenated lecithin. 

15. A method for preparation of a powder containing a 
physiologically active peptide, wherein the method com 
prises forming a powder by drying an aqueous liquid con 
taining the physiologically active peptide and at least one 
component Selected from the group consisting of a nonionic 
surfactant in an amount of 0.01-0.5% by weight, a water 
Soluble, nonionic, organic binder in an amount of 0.01-1% 
by weight, hydrogenated lecithin and 1-50 parts by weight 
of mannitol per one part by weight of the physiologically 
active peptide. 

16. A method for preparation of a powder containing a 
physiologically active peptide, wherein the method com 
prises forming a powder by drying an aqueous liquid con 
taining the physiologically active peptide, 1-50 parts by 
weight of mannitol per one part by weight of the physi 
ologically active peptide, and at least one component 
Selected from the group consisting of a nonionic Surfactant 
in an amount of 0.01-0.5% by weight, a water-soluble, 
nonionic, organic binder in an amount of 0.01-1% by 
weight, and hydrogenated lecithin. 

17. The method for preparation of a powder containing a 
physiologically active peptide of one of claims 13 to 16, 
wherein the water-Soluble, nonionic, organic binder is 
Selected from the group consisting of polyvinylpyrrolidone, 
a water-Soluble, nonionic cellulose derivative, and polyvi 
nylalcohol. 

18. The method for preparation of a powder containing a 
physiologically active peptide of claim 17, wherein the 
water-Soluble, nonionic cellulose derivative is Selected from 
the group consisting of hydroxypropylcellulose, hydroxy 
ethylcellulose, and hydroxypropylmethylcellulose. 

19. The method for preparation of a powder containing a 
physiologically active peptide of one of claims 13 to 18, 
wherein the nonionic Surfactant is Selected from the group 
consisting of polySorbate, polyoxyethylenehydrogenated 
castor oil, and a poloxamer. 

20. The method for preparation of a powder containing a 
physiologically active peptide of one of claims 13 to 19, 
wherein drying of the aqueous liquid is performed by Spray 
drying, lyophilization or spray-freeze drying, or by coating 
which may be fluid-bed coating, or performed in fluid-bed 
granulation. 

21. The method for preparation of a powder containing a 
physiologically active peptide of one of claims 13 to 20 
wherein the average size of the particles making up the 
powder is 1-10 um. 

22. The method for preparation of a powder containing a 
physiologically active peptide of one of claims 13 to 21, 
wherein the physiologically active peptide is Selected from 
the group consisting of growth hormones, insulins, calci 
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tonins, erythropoietin, glucagon, Somatostatin, Somatostatin 
derivatives, interferons, interleukins, Superoxide dismutase, 
urokinase, proteases, tumor necrosis factors, colony-Stimu 
lating factors, kallikrein, lysozyme, fibronectin, insulin-like 
growth factors, epidermal growth factor, fibroblast growth 
factors, platelet-derived growth factor, nerve growth factor, 
hepatocyte growth factor, Vasculogenesis factors, and anti 
vasculogenesis factors. 

23. The method for preparation of a powder containing a 
physiologically active peptide of one of claims 13 to 21, 
wherein the physiologically active peptide is human growth 
hormone or human insulin. 

24. The method for preparation of a powder containing a 
physiologically active peptide of one of claims 13 to 21, 
wherein the physiologically active peptide is human growth 
hormone. 

25. A powder containing a physiologically active peptide, 
wherein the powder is made up of particles comprising a 
physiologically active peptide and mannitol at a weight 
proportion of 1:1 to 1:50. 

26. The powder containing a physiologically active pep 
tide of claim 25, wherein the particles further comprise per 
one part by weight of the physiologically active peptide at 
least one component Selected from the group consisting of a 
nonionic Surfactant in an amount of 0.05-3 parts by weight, 
a water-Soluble, nonionic, organic binder in an amount of 
0.05-6 parts by weight, and hydrogenated lecithin. 

27. The powder containing a physiologically active pep 
tide of claim 25 or 26, wherein the average size of the 
particles is 1-10 lim. 
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28. The powder containing a physiologically active pep 
tide of one of claims 25 to 27, for which drying of the 
aqueous Solution was performed by Spray drying, Spray 
freeze drying, or lyophilization. 

29. The powder containing a physiologically active pep 
tide of one of claims 25 to 28, wherein the physiologically 
active peptide is Selected from the group consisting of 
growth hormones, insulins, calcitonins, erythropoietin, glu 
cagon, Somatostatin, Somatostatin derivatives, interferons, 
interleukins, Superoxide dismutase, urokinase, proteases, 
tumor necrosis factors, colony-stimulating factors, kal 
likrein, lysozyme, fibronectin, insulin-like growth factors, 
epidermal growth factor, fibroblast growth factors, platelet 
derived growth factor, nerve growth factor, hepatocyte 
growth factor, Vasculogenesis factors, and anti-vasculogen 
esis factors. 

30. The powder containing a physiologically active pep 
tide of one of claims 25 to 28, wherein the physiologically 
active peptide is human growth hormone or human insulin. 

31. The powder containing a physiologically active pep 
tide of one of claims 25 to 28, wherein the physiologically 
active peptide is human growth hormone. 

32. An inhalant composition containing a physiologically 
active peptide, wherein the inhalant composition comprises 
particles as defined in one of claims 25 to 31. 


