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Description 

Background  of  the  Invention 

5  a)  Field  of  the  Invention 

The  present  invention  relates  to  a  method  for  the  isolation  from  an  aqueous  medium  of  a-L-aspartyl-L- 
phenylalanine  methyl  ester  (hereinafter  abbreviated  as  a-APM)  having  a  high  rate  of  solution  in  water. 

io  b)  Description  of  the  Prior  Art 

a-APM  is  widely  known  as  a  dipeptide  base  sweetener.  It  has  sweetness  of  good  quality  and  a  degree 
of  sweetness  about  200  times  the  sweetness  of  sucrose.  The  demand  for  a-APM  as  a  diet  sweetener  is 
rapidly  expanding. 

75  a-APM  is  a  dipeptide  compound  composed  of  L-aspartic  acid  and  L-phenylalanine  methyl  ester.  It  can 
be  prepared  by  both  chemical  and  biochemical  processes,  the  latter  utilizing  microorganisms.  Various 
methods  have  been  disclosed  for  each  process. 

As  a  typical  example  of  a  chemical  process  of  producing  a-APM,  L-aspartic  anhydride  having  a 
protected  amino  group  is  subjected  to  a  condensation  reaction  with  L-phenylalanine  methyl  ester  in  a 

20  suitable  solvent  and  subsequently  cleaving  the  protective  group  by  a  conventional  method  to  obtain  a-APM 
(For  example,  U.S.  Patent  3,786,039).  In  a  representative  biochemical  process,  N-benzyloxycarbonyl-L- 
aspartic  acid  and  L-phenylalanine  methyl  ester  are  condensed  in  the  presence  of  metalloprotease  to  obtain 
N-benzyloxycarbonyl-a~L-aspartyl-L-phenylalanine  methyl  ester.  The  benzyloxycarbonyl  group  is  then 
removed  from  the  intermediate  by  catalytic  reduction  to  give  a-APM. 

25  In  the  industrial  production  of  a-APM,  a  step  of  purifying  crude  a-APM  is  inevitable  for  the  preparation 
of  final  product  by  isolating  a-APM  from  the  reaction  mass,  whichever  of  the  above  mentioned  processes  is 
employed.  The  purification  step  is  usually  carried  out  by  recrystallization  from  a  solution  of  water  or  a 
water-containing  solvent  (water  or  a  water-containing  solvent  is  hereinafter  referred  to  as  aqueous  medium). 
Another  method  for  removing  impurities  involves  a  stirring  treatment  of  a  suspension  of  a-APM  in  an 

30  aqueous  medium,  depending  upon  the  quality  of  crude  a-APM.  However,  pure  a-APM  obtained  by  this 
purification  method  forms  a  hard  block  in  the  dry  state.  Therefore,  crushing  is  required  for  the  preparation  of 
final  product,  which  causes  difficulties  in  the  handling  of  a-APM.  Also,  a  long  period  of  time  is  required  for 
the  drying  and  the  content  of  a  diketopiperazine  compound,  which  is  an  intramolecular  cyclization  product 
of  a-APM,  is  liable  to  increase.  Thus  the  method  causes  problems  in  the  manufacture  of  product  having 

35  uniform  quality. 
a-APM  purified  by  conventional  recrystallization  methods  has  the  disadvantage  of  poor  solubilization 

(rate  of  solution)  in  water.  For  example,  when  a-APM  obtained  conventionally  by  recrystallization  from  a  50 
vol.%  aqueous  methanol  solution  is  crushed  and  250  mg  of  the  resultant  powder  is  poured  into  250  ml  of 
water  with  stirring  at  the  room  temperature  and  the  solubilization  thereof  is  determined  by  alternatively  and 

40  repeatedly  stirring  and  standing  every  30  seconds,  a  significant  amount  of  undissolved  a-APM  remains 
even  after  5  minutes  and  more  than  15  minutes  is  required  for  it  to  dissolve  completely.  a-APM  obtained  by 
recrystallization  from  water  also  has  similar  low  solubilization. 

Because  the  present  demand  for  a-APM  as  a  sweetener  is  primarily  in  the  field  of  soft  drinks,  the 
solubilization  of  a-APM  in  water  is  definitely  an  important  factor  in  the  determination  of  product  specifica- 

45  tions.  However,  there  is  little  prior  art  relating  to  improving  the  solubilization  of  a-APM  itself. 
Japanese  Laid-Open  Patent  No.  177952/1983  discloses  a  method  for  crystallizing  a-APM  from  an 

aqueous  solution  in  which  the  initial  concentration  of  a-APM  is  2-10  wt.%  and  the  aqueous  solution  is 
cooled  with  control  of  heat  conduction  and  without  providing  forced  flow,  such  as  with  mechanical  stirring. 
The  total  mass  is  converted  to  a  pseudo-solid  phase  having  the  consistency  of  a  sherbet  and,  if  necessary, 

50  further  cooled.  The  thus-produced  crystals  of  a-APM  have  enhanced  filterability  and  the  improved  prop- 
erties  of  fine  particles,  such  as  bulk  density  and  the  like.  The  a-APM  thus-obtained  is  described  as  having 
excellent  solubilization  as  compared  to  conventionally  crystallized  product.  Although  this  method  certainly 
improves  various  properties  of  the  fine  particles  of  a-APM  thus  isolated,  including  solubilization  to  a 
remarkable  extent,  because  the  crystallization  from  the  aqueous  solution  is  carried  out  by  cooling  without 

55  forced  flow,  such  as  mechanical  stirring,  conventional  crystallizing  equipment  requires  a  remarkably  long 
time  for  the  cooling  process  to  complete.  This  requires  an  increase  in  equipment  scale  and  restricts  its 
industrial  application.  Therefore,  the  patent  specifies  the  maximum  distance  between  the  cooling  surface 
and  cooling  zone  and  proposes  that  a  special  crystallization  device  be  employed  to  meet  this  requirement. 
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Thus,  as  a  practical  matter,  the  method  of  Japanese  Laid-Open  Patent  No.  177952/1983  cannot  be 
employed  industrially  without  using  the  special  crystallization  device  described  therein. 

The  present  inventors  have  extensively  investigated  this  solubilization  problem  in  order  to  develop  an 
isolation  method  for  the  preparation  of  easily  soluble  pure  a-APM  under  stirred  conditions  using  conven- 

5  tional  equipment  fitted  with  a  usual  stirrer.  They  discovered  that  if  the  isolation  of  a-APM  from  an  aqueous 
medium  was  conducted  in  the  presence  of  a  certain  additive,  as  a  result,  the  resultant  a-APM  has  a 
remarkably  improved  solubilization  (dissolution  rate)  in  water  as  compared  to  a-APM  isolated  conventionally 
in  the  absence  of  additive. 

According  to  the  prior  art  EP-A-0  101  756  the  solubility  accelerator  forms  the  insulating  layer  which 
io  prevents  the  individual  APM  granules  from  contacting  one  another,  there  is  in  the  present  invention  not  such 

an  insulating  layer  of  the  solubility  accelerator. 

Summary  of  the  Invention 

is  The  present  invention  is  a  method  for  the  isolation  of  pure  a-APM  having  improved  solubilization  which 
comprises  isolating  the  a-APM  from  an  aqueous  medium  containing  at  least  one  additive  selected  from  the 
group  consisting  of  sodium  alginate,  sodium  salt  of  carboxymethylcellulose,  sodium  starch  glycolate  and 
sodium  polyacrylate,  which  additive  prevents  the  production  of  a  form  of  a-APM  which  has  poor  solubiliza- 
tion  when  the  a-APM  is  isolated  conventionally  from  an  aqueous  medium. 

20 
Detailed  Description  of  the  Invention 

In  the  method  of  this  invention,  no  specialized  equipment  is  required  and  crystallization  equipment  fitted 
with  conventional  stirring  means  can  be  used.  a-APM  having  a  remarkably  improved  solubilization  (solution 

25  rate  in  water)  can  be  obtained  by  crystallizing  the  a-PM  from  the  aqueous  medium  under  stirring  conditions 
or  by  a  stirring  treatment  of  a  suspension  of  a-APM  in  the  aqueous  medium.  Therefore,  the  method  of  this 
invention  is  industrially  very  valuable. 

The  a-APM  used  for  the  method  of  this  invention  may  be  of  any  purity  but  preferably  is  crude,  e.g., 
about  95%  or  less  purity,  preferably  90-95%.  The  a-APM  can  be  in  the  form  of  free  amine  or  a  mineral  acid 

30  or  sulfonic  acid  salt  thereof.  The  starting  a-APM  is  not  restricted  by  the  process  for  its  preparation  and  a- 
APM  prepared  by  various  processes  may  be  used  as  starting  material  for  the  method  of  this  invention. 

When  a  salt  of  a-APM  is  used,  at  least  one  additive  selected  from  the  group  consisting  of  sodium 
alginate,  sodium  salt  of  carboxymethylcellulose,  sodium  starch  glycolate  and  sodium  polyacrylate  can  be 
added  to  a  solution  of  the  a-APM  salt  in  an  aqueous  medium  or  to  a  solution  thereof  to  which  an  inorganic 

35  base  is  added  to  adjust  the  pH  of  the  solution  to  the  isoelectric  point  of  a-APM. 
Salts  of  a-APM  which  can  be  used  in  the  method  of  this  invention  include,  for  example,  salts  of  mineral 

acids,  such  as  hydrochloride,  sulfate,  phosphate  and  nitrate;  and  aliphatic  and  aromatic  sulfonate  salts,  such 
as  methane-sulfonate,  ethanesulfonate,  benzenesulfonate,  p-toluenesulfonate,  trifluoromethanesulfonate  and 
naphthalenesulfonate.  Preferred  salts  are  hydrochloride,  sulfate  and  methanesulfonate. 

40  The  aqueous  medium  used  in  the  method  of  this  invention  is  water  or  a  mixture  of  water  and  a  miscible 
solvent,  e.g.  ,  usually  water  and  a  lower  alcohol  such  as  methanol,  ethanol,  isopropanol  and  tertiary  butanol. 
Of  course,  other  water  miscible  organic  solvents  may  also  be  used,  provided  they  do  not  adversely  affect 
the  object  of  this  invention.  When  an  aqueous  medium  containing  a  lower  alcohol  is  used,  the  lower  alcohol 
may  be  used  to  a  concentration  of  about  60  wt.%  without  causing  problems.  Although  the  aqueous  medium 

45  may  be  used  in  virtually  any  amount,  it  is  usually  used  in  the  range  of  3-50  times  by  weight  of  the  a-APM 
from  a  volume  efficiency  and  workability  standpoint. 

The  additive  used  in  the  method  of  this  invention  is  a  water  soluble  additive  selected  from  the  group 
consisting  of  sodium  alginate,  sodium  salt  of  carboxymethylcellulose,  sodium  starch  glycolate  and  sodium 
polyacrylate.  The  additive  can  be  used  singly  or  as  a  mixture  of  two  or  more  thereof.  When  the  amount  of 

50  the  additive  is  very  small,  the  effect  thereof  on  the  solubilization  of  a-APM  is  not  improved.  On  the  other 
hand,  too  large  an  amount  can  adversely  affect  the  separation  between  solid  and  liquid  phases.  Therefore, 
an  amount  thereof  in  the  range  of  0.01-3  wt.%,  preferably  0.02-2  wt.%,  based  on  the  a-APM  content  of  the 
starting  material,  is  usually  employed. 

The  additive  can  be  added  in  solid  form  or  used  as  a  solution  or  colloidal  suspension  prepared  in 
55  advance  by  dissolving  the  additive  in  water  at  the  desired  concentration.  The  additive  should  be  completely 

dissolved  in  the  aqueous  medium. 
The  characterizing  aspect  of  this  invention  is  the  separation  of  pure  a-APM  from  an  aqueous  medium  in 

the  presence  of  an  above-mentioned  additive.  In  a  preferred  embodiment,  the  invention  is  conducted  as 
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part  of  a  method  of  purifying  crude  a-APM.  Alternatively,  it  may  be  employed  as  a  post-treatment  of 
purified  a-APM,  e.g.,  in  the  form  of  a  wet  cake  thereof  produced  by  the  crystallization  of  crude  a-APM  from 
an  aqueous  medium  in  a  conventional  manner.  Any  type  of  treatment  method  can  be  used.  For  example, 
the  method  of  this  invention  can  comprise  crystallizing  a-APM  from  the  aqueous  medium  or  treating  a-APM 

5  in  a  substantially  suspended  state  in  the  aqueous  medium.  In  the  treatment  of  a-APM  by  crystallization, 
crude  a-APM  is  preferably  dissolved  in  the  aqueous  medium,  any  insoluble  matter  is  filtered  off  and  then 
the  crystallizing  operation  is  conducted  under  conventional  stirring  conditions.  The  above  stated  additive 
can  be  mixed  with  the  a-APM  prior  to,  during  or  after  dissolving  the  a-APM.  The  object  of  this  invention  can 
also  be  achieved  by  incorporating  the  additive  in  the  course  of  the  crystallization  or  into  the  suspension  of 

io  the  a-APM  in  the  aqueous  medium  after  crystallization. 
In  the  treatment  method  by  crystallization,  the  preferred  temperature  for  dissolving  a-APM  in  the 

aqueous  medium  is  usually  not  more  than  70  °  C,  because  of  the  thermal  stability  of  a-APM  in  solution  at 
higher  temperatures.  When  the  solution  is  prepared  at  temperatures  higher  than  70  °C,  diketopiperazine 
compound  is  undesirably  formed  as  by-product. 

is  The  solution  of  the  crude  a-APM  may  be  used  in  any  concentration,  e.g.,  in  the  range  of  from  2  wt.%  to 
saturation  solubility  at  the  dissolution  temperature. 

When  the  treatment  of  a-APM  is  conducted  by  stirring  in  the  aqueous  medium  in  a  substantially 
suspended  condition  in  the  presence  of  above-mentioned  additive,  the  aqueous  medium  may  be  used  in 
any  amount  provided  the  a-APM  forms  a  suspension  therein.  The  temperature  for  the  treatment  may  also 

20  be  arbitrarily  selected  in  the  range  of  0-60  °  C. 
When  a  salt  of  a-APM  is  used  as  a  raw  material,  the  salt  is  dissolved  in  the  aqueous  medium,  any 

insoluble  matter  is  filtered  off  from  the  solution,  and  an  inorganic  base  is  added  to  the  solution  under  usual 
stirring  conditions,  thereby  adjusting  the  pH  of  the  solution  to  the  isoelectric  point  of  a-APM.  The  above 
stated  additive  may  be  added  to  the  solution  in  advance,  in  the  course  of,  or  after  the  pH  adjustment. 

25  The  isoelectric  point  of  a-APM  is  5.6.  The  object  of  this  invention  can  be  achieved  by  adjusting  the  pH 
of  the  solution  of  the  salt  to  the  vicinity  (within  ±  0.4)  of  the  isoelectric  point. 

Examples  of  the  inorganic  base  used  in  the  method  of  this  invention  include  sodium  hydrogen 
carbonate,  potassium  hydrogen  carbonate,  sodium  carbonate,  potassium  carbonate  and  aqueous  ammonia. 

The  preferred  temperature  for  dissolving  the  mineral  acid  and  organic  sulfonic  acid  salts  of  a-APM  in 
30  the  aqueous  medium  is  not  more  than  50  °  C  because  of  the  thermal  instability  in  the  solution  of  these  salts 

at  higher  temperatures.  The  temperature  is  usually  in  the  range  of  25-30  °  C.  When  the  solution  is  prepared 
at  higher  temperature  than  50  °C,  diketopiperazine  compound  is  undesirably  formed. 

The  solution  of  the  mineral  acid  and  organic  sulfonic  acid  salts  of  a-APM  may  be  used  in  any 
concentration.  The  concentration  may  be  arbitrarily  selected  in  the  range  from  2  wt.%  to  the  saturated 

35  solubility  at  the  dissolution  temperature. 
The  dry  crystalline  a-APM  obtained  by  the  method  of  this  invention  exhibits  good  solubilization  in  water. 

It  does  not  dry  into  the  hard  blocks  which  are  observed  in  the  case  of  purification  by  a  crystallization 
method.  Thus,  it  is  easy  to  process  and  use  the  dried  a-APM. 

Contemplated  equivalents  of  the  additives  of  this  invention  are  other  water  soluble  or  colloidal 
40  dispersible  gums  and  polymers  which  prevent  the  formation  of  a-APM  having  poor  solubilization  when  it  is 

isolated  from  an  aqueous  medium,  e.g.,  other  salts  of  alginic  acid,  carboxymethylcellulose,  starch  glycolic 
acid  and  polyarylic  acid  and  other  ingestibly  acceptable  polymeric  materials. 

The  present  invention  is  illustrated  in  detail  by  the  examples  which  follow.  The  solubilization  tests  in  the 
examples  were  carried  out  by  the  following  method: 

45 
Method  for  Testing  Solubilization: 

Crushed  a-APM  sample  (250  mg)  is  poured  into  250  ml  of  purified  water  at  26  ±  2  °  C  with  stirring  by  a 
magnetic  stirrer  at  350-360  rpm.  Stirring  and  standing  are  alternately  repeated  for  every  30  seconds  and  the 

50  time  required  for  completely  dissolving  the  sample  is  measured. 

Example  1 

A  mixture  of  22  g  of  crude  a-APM  (95%  purity)  and  420  g  of  40  vol.%  aqueous  methanol  solution  was 
55  warmed  to  60  °C  to  dissolve  the  a-APM  and  then  hot  filtered  to  remove  trace  insoluble  matter.  To  the 

resultant  solution  were  added  10.0  g  of  a  1  wt.%  aqueous  solution  of  the  sodium  salt  of  carboxymethylcel- 
lulose.  Crystallization  was  carried  out  by  cooling  with  stirring.  After  cooling  to  5°C,  the  separated  crystals 
were  filtered  and  washed  with  cold  water. 

4 
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The  wet  cake  thus  obtained  was  dried  at  50-60  °C  to  give  17.8  g  of  purified  a-APM.  The  purity  thereof 
was  97.2%  as  determined  by  high  performance  liquid  chromatography.  The  loss  on  drying  was  3.2%  after 
heating  at  105°C  for  4  hours. 

The  solubilization  test  was  conducted  on  the  thus  obtained  a-APM.  The  sample  was  completely 
5  dissolved  within  5  minutes. 

Example  2 

A  mixture  of  22  g  of  crude  a-APM  (95%  purity)  and  480  g  of  10  vol.%  aqueous  methanol  solution  was 
io  warmed  to  62  °  C  to  dissolve  the  crude  a-APM  and  then  hot  filtered  to  remove  a  trace  amount  of  insoluble 

matter.  The  resultant  solution  was  cooled  to  30  °C  with  stirring  to  crystallize  the  a-APM  therefrom.  Then 
10.0  g  of  a  1  wt.%  aqueous  solution  of  the  sodium  salt  of  carboxymethylcellulose  were  added  thereto. 

The  mixture  was  stirred  for  an  hour  at  the  same  temperature  and  cooled  to  5  °  C.  The  separated  crystals 
were  filtered,  washed  with  a  small  amount  of  water  and  dried  at  50-60  °C.  The  yield  was  17.6  g.  The  purity 

is  was  96.8%.  The  loss  on  drying  was  3.6%. 
The  solubilization  test  was  conducted  on  the  thus  obtained  a-APM.  The  sample  was  completely 

dissolved  within  5  minutes. 

Comparative  Example  1 
20 

Purification  of  the  same  crude  a-APM  by  crystallization  was  carried  out  by  the  same  procedures  as 
described  in  Example  1  but  without  the  addition  of  the  sodium  salt  of  carboxymethylcellulose. 

The  a-APM  thus  obtained  had  almost  the  same  purity  as  that  of  Example  1.  However,  in  the 
solubilization  test,  the  sample  required  12.5  minutes  for  complete  dissolution. 

25 
Comparative  Example  2 

Purification  of  the  same  crude  a-APM  by  crystallization  was  carried  out  by  the  same  procedures  as 
described  in  Example  2  but  without  the  addition  of  the  sodium  salt  of  carboxymethylcellulose. 

30  The  a-APM  thus  obtained  had  almost  the  same  purity  as  that  of  Example  2.  However,  in  the 
solubilization  test,  the  sample  require  11.5  minutes  for  complete  dissolution. 

Example  3 

35  A  solution  was  prepared  by  dissolving  36.6  g  of  a-APM  hydrochloride  dihydrate  in  the  367.5  g  of  water 
at  25-30  °  C  and  then  filtered  to  remove  a  trace  amount  of  insoluble  matter.  To  the  resultant  solution  were 
added  6.4  g  of  a  28%  aqueous  ammonia  solution  to  adjust  the  pH  to  5.6.  Then  14.7  g  of  a  1  wt.%  aqueous 
solution  of  the  sodium  salt  of  carboxy-methylcellulose  was  added. 

After  cooling  the  resultant  mixture  to  5°C  with  stirring,  the  precipitated  crystals  were  filtered  and 
40  washed  with  cold  water.  The  wet  cake  thus  obtained  was  dried  at  50-55  °C  to  give  27.9  g  of  a-APM.  The 

product  had  a  purity  of  97.2%,  as  determined  by  high  performance  liquid  chromatography.  The  loss  on 
drying  was  3.2%  after  heating  at  105°C  for  4  hours. 

Solubilization  test  was  carried  out  on  the  crystals  of  a-APM  thus  obtained.  The  sample  was  completely 
dissolved  within  5  minutes. 

45 
Example  4 

A  mixture  obtained  by  dissolving  39.2  g  of  a-APM  sulfate  in  420  g  of  water  at  25-30  °  C  was  filtered  to 
remove  trace  insoluble  matter.  To  the  resultant  solution  were  added  12.4  g  of  a  28%  aqueous  ammonia 

50  solution  at  the  same  temperature  to  adjust  the  pH  to  5.6.  Then  14.7  g  of  a  1  wt.%  aqueous  solution  of  the 
sodium  salt  of  carboxymethylcellulose  were  added.  The  resultant  mixture  was  stirred  for  an  hour  at  the 
same  temperature  and  cooled  to  5°C.  The  separated  crystals  were  filtered,  washed  with  a  small  amount  of 
cold  water  and  dried  at  50-55  °C.  The  yield  was  26.5  g.  The  purity  was  97.0%.  The  loss  on  drying  was 
3.6%  after  heating  at  105°  C  for  4  hours. 

55  The  solubilization  test  was  conducted  on  the  a-APM  thus  obtained.  The  sample  was  completely 
dissolved  within  5  minutes. 
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Comparative  Example  3 

Purification  of  crude  a-APM  by  crystallization  was  carried  out  by  the  same  procedures  as  described  in 
Example  3  but  without  the  addition  of  the  sodium  salt  of  carboxymethylcellulose.  The  a-APM  thus  obtained 

5  had  almost  the  same  purity  as  that  of  Example  3.  However,  in  the  solubilization  test,  the  sample  required 
12.5  minutes  for  complete  dissolution. 

Comparative  Example  4 

io  Purification  of  crude  a-APM  by  crystallization  was  carried  out  by  the  same  procedures  as  described  in 
Example  4  but  without  the  addition  of  the  sodium  salt  of  carboxymethylcellulose.  The  a-APM  thus  obtained 
had  almost  the  same  purity  as  that  of  Example  4.  However,  in  the  solubilization  test,  the  sample  required 
13.5  minutes  for  complete  dissolution. 

15  Examples  5-10  and  Comparative  Examples  5  and  6 

22  g  of  crude  a-APM  (95%  purity)  was  purified  by  recrystallization  employing  the  general  procedure  of 
Example  1  but  varying  conditions  such  as  the  composition  of  the  aqueous  medium,  the  concentration  of  the 
a-APM  in  the  aqueous  medium  and  the  amount  and  addition  time  of  the  sodium  salt  of  carboxymethylcel- 

20  lulose,  as  shown  in  Table  1  .  The  results  obtained  are  summarized  in  Table  1  . 
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Example  11 

A  mixture  of  22  g  of  crude  a-APM  and  420  g  of  40  vol.%  aqueous  methanol  solution  was  warmed  to 
55  60  °  C  to  dissolve  the  crude  a-APM  and  then  filtered  to  remove  trace  insolubles.  The  a-APM  was  crystallized 

from  the  resultant  solution  by  cooling  to  25  °C  with  stirring.  To  the  crystal-containing  mixture  thus  obtained 
were  added  4.0  g  of  a  2%  aqueous  sodium  alginate  solution  and  stirring  was  continued  for  an  hour  at  25  °  C. 
The  mixture  was  cooled  to  5°C  and  then  suction  filtered.  The  crystals  were  washed  with  a  small  amount  or 
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cold  water  and  dried  at  50-60  °  C. 
The  yield  was  17.7  g.  The  purity  was  96.8%.  The  loss  on  drying  was  3.8%. 
In  the  solubilization  test,  the  sample  completely  dissolved  in  6.5  minutes. 

5  Example  12 

A  mixture  of  22  g  of  crude  a-APM  and  460  g  of  a  10  vol.%  aqueous  methanol  solution  was  warmed  to 
60  °  C  to  dissolve  the  crude  a-APM  and  then  filtered  to  remove  trace  insolubles.  The  resultant  solution  was 
subjected  to  crystallization  by  cooling  to  25  °C  with  stirring.  To  the  crystal  containing  mixture  thus  obtained 

io  were  added  5.0  g  of  a  1%  aqueous  sodium  starch  glycolate  solution  and  stirring  was  continued  for  an  hour 
at  25  °C.  Then  the  mixture  was  cooled  to  5°C  and  suction  filtered.  The  crystals  of  a-APM  were  washed  with 
a  small  amount  of  water  and  dried  at  50-60  °  C. 

The  yield  was  17.8  g.  The  purity  was  97.2%.  The  loss  on  drying  was  3.4%. 
In  the  solubilization  test,  the  a-APM  thus  obtained  was  completely  dissolved  in  5.5  minutes. 

15 
Example  13 

A  wet  cake  containing  22  g  of  conventionally  obtained  crystalline  crude  a-APM  was  poured  into  180  g 
of  water  to  which  were  then  added  10  g  of  a  1  wt.%  aqueous  solution  of  the  sodium  salt  of  carboxymethyl- 

20  cellulose.  The  mixture  was  stirred  for  2  hours  at  the  room  temperature.  The  separated  crystals  of  a-APM 
were  filtered,  washed  with  a  small  amount  of  water  and  dried  at  50-60  °C. 

The  yield  was  18.9  g.  The  purity  was  97.0%.  The  loss  on  drying  was  3.6%. 
In  the  solubilization  test,  a-APM  thus  obtained  was  completely  dissolved  in  5.5.  minutes. 

25  Comparative  Example  7 

The  same  procedures  as  described  in  Example  13  were  carried  out  without  the  addition  of  sodium  salt 
of  carboxymethylcellulose. 

The  a-APM  obtained  had  almost  the  same  purity  as  that  obtained  in  Example  13.  However,  in  the 
30  solubilization  test,  the  a-APM  thus  obtained  required  13.5  minutes  for  complete  dissolution. 

Example  14 

A  wet  cake  containing  22  g  of  a-APM  was  poured  into  180  g  of  water  and  stirred  for  an  hour  at  room 
35  temperature  to  give  a  uniform  dispersion.  Then  1.0  g  of  a  1  wt.%  aqueous  solution  of  the  sodium  salt  of 

carboxymethylcellulose  was  added  to  the  mixture  and  stirred  for  a  further  2  hours.  The  separated  crystals 
were  filtered,  washed  with  a  small  amount  of  water  and  dried  at  50-60  °C. 

The  yield  was  18.7  g.  The  purity  was  96.8%.  The  loss  on  drying  was  3.8%. 
In  the  solubilization  test,  the  crystals  of  a-APM  thus  obtained  were  completely  dissolved  in  6.5  minutes. 

40 
Example  15 

The  same  procedures  as  described  in  Example  14  were  carried  out  except  that  4.0  g  of  a  1  wt.% 
aqueous  sodium  polyacrylate  solution  were  added  in  place  of  the  sodium  salt  of  carboxymethylcellulose. 

45  The  a-APM  thus  obtained  had  almost  the  same  purity  as  that  obtained  in  Example  14.  In  the  solubilization 
test,  the  sample  was  completely  dissolved  in  5.5  minutes. 

Example  16 

50  A  solution  was  prepared  by  dissolving  16.6  g  of  a-APM  hydrochloride  dihydrate  (95%  purity)  in  367.5  g 
of  a  10  vol.%  aqueous  methanol  solution  at  25-30  °C  and  filtered  to  remove  a  trace  amount  of  insoluble 
matter.  Then  6.4  g  of  a  28%  aqueous  ammonia  solution  were  added  at  25-30  °  C  with  stirring  to  adjust  the 
pH  of  the  solution  to  5.6.  To  the  solution  thus  obtained,  were  added  1.0  g  of  a  1  wt.%  aqueous  solution  of 
the  sodium  salt  of  carboxymethylcellulose  and  then  cooled  to  5°C  with  stirring.  The  separated  crystals  of  a- 

55  APM  were  filtered  and  washed  with  cold  water.  The  wet  cake  thus  obtained  was  dried  at  50-55  °  C  to  obtain 
27.5  g  of  a-APM.  The  purity  was  97.2%  based  on  high  performance  liquid  chromatography  analysis.  The 
loss  on  drying  was  3.2%  after  heating  at  105°C  for  4  hours. 

In  the  solubilization  test,  the  a-APM  thus  obtained  was  completely  dissolved  within  5  minutes. 
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Example  17 

A  solution  was  prepared  by  dissolving  36.6  g  of  a-APM  hydrochloride  dihydrate  (95%  purity)  in  367.5  g 
of  water  at  25-30  °  C  and  filtered  to  remove  a  trace  amount  of  insoluble  matter. 

5  To  the  resultant  solution,  6.4  g  of  a  28%  aqueous  ammonia  solution  were  added  at  25-30  °C  with 
stirring  to  adjust  the  pH  of  the  solution  to  5.6.  Then  the  solution  was  warmed  to  55-60  °  C,  stirred  for  an  hour 
at  the  same  temperature  and  then  allowed  to  cool  again  to  25-30  °C  with  stirring.  Subsequently,  2.9  g  of  a  1 
wt.%  aqueous  solution  of  the  sodium  salt  of  carboxymethylcellulose  were  added  and  stirred  for  an  hour  at 
the  same  temperature.  The  separated  crystals  of  a-APM  were  filtered  and  washed  with  a  small  amount  of 

io  cold  water.  The  wet  cake  obtained  was  dried  at  50-60  °  C  to  obtain  26.0  g  of  a-APM. 
The  purity  was  97.2%  based  on  high  performance  liquid  chromatography  analysis.  The  loss  on  drying 

was  3.2%  after  heating  at  105°C  for  4  hours. 
In  the  solubilization  test,  the  crystals  of  a-APM  thus  obtained  were  completely  dissolved  within  5 

minutes. 
15 

Example  18 

Purification  of  crude  a-APM  (95%  purity)  by  crystallization  was  carried  out  by  using  the  same 
procedures  as  described  in  Example  3  except  that  8.8  g  of  sodium  hydrogen  carbonate  were  used. 

20  The  yield  of  purified  a-APM  was  27.0  g.  Purity  was  97.0%.  The  loss  on  drying  was  3.6%  after  heating 
at  105°C  for  4  hours.  In  the  solubilization  test,  the  sample  was  completely  dissolved  within  5  minutes. 

Examples  19-22 

25  Purification  of  crude  a-APM  (95%  purity)  by  crystallization  was  carried  out  by  repeating  the  procedures 
described  in  Example  17  except  that  the  additives  and  amount  of  water  as  shown  in  Table  2  were  used. 
The  results  are  summarized  in  Table  2. 
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Example  23 

55  Purification  of  crude  a-APM  (95%  purity)  by  crystallization  was  carried  out  by  the  same  procedures  as 
described  in  Example  3  except  that  39  g  of  a-APM  methane  sulfonate  were  used.  The  yield  was  27.3  g. 
The  purity  was  97.1%  as  a  result  of  analysis  by  high  performance  liquid  chromatography.  The  loss  on 
drying  was  3.2%  after  heating  at  105°C  for.  4  hours.  In  the  solubilization  test,  the  crystals  of  a-APM  thus 
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obtained  were  completely  dissolved  within  5  minutes. 

Comparative  Example  8 

5  The  isolation  of  a-APM  was  conducted  by  the  same  procedure  as  described  in  Example  13,  except  10 
g  of  sucrose  fatty  acid  ester  as  a  0.5  wt.%  aqueous  solution  was  used  as  the  additive.  The  a-APM  obtained 
had  almost  the  same  purity  as  that  obtained  in  Example  13. 

However,  in  the  solubilization  test,  the  a-APM  thus  obtained  required  12.5  minutes  for  complete 
dissolution. 

10 
Comparative  Example  9 

The  isolation  of  a-APM  was  conducted  by  the  same  procedure  as  described  in  Example  13,  except  0.3 
g  of  sorbitan  fatty  acid  ester  as  a  1  wt.%  aqueous  solution  was  used  as  the  additive.  The  a-APM  obtained 

is  had  almost  the  same  purity  as  that  obtained  in  Example  13.  However,  in  the  solubilization  test,  the  a-APM 
thus  obtained  required  12  minutes  for  complete  dissolution. 

The  preceding  examples  can  be  repeated  with  similar  success  by  substituting  the  generically  or 
specifically  described  reactants  and/or  operating  conditions  of  this  invention  for  those  used  in  the  preceding 
examples. 

20 
Claims 

I.  A  method  for  the  isolation  of  a-L-aspartyl-L-phenylalanine  methyl  ester  (a-APM)  wherein  a-APM  is 
separated  from  a  mixture  thereof  in  an  aqueous  medium  and  then  dried,  which  comprises  dissolving  in 

25  the  aqueous  medium,  before  separating  the  a-APM  therefrom,  at  least  one  additive  selected  from  the 
group  consisting  of  sodium  alginate,  sodium  salt  of  carboxymethylcellulose,  sodium  starch  glycolate 
and  sodium  polyacrylate,  in  an  amount  effective  to  produce  isolated  a-APM  having  good  solubilization 
when  dried. 

30  2.  A  method  of  claim  1,  wherein  the  amount  of  the  additive  employed  is  0.01-3%  by  weight  of  the  a-APM. 

3.  A  method  of  claim  1  ,  wherein  the  a-APM  in  the  starting  mixture  is  produced  by  crystallization  of  crude 
a-APM  from  a  solution  thereof  in  the  aqueous  medium. 

35  4.  A  method  of  claim  3,  wherein  the  crude  a-APM  has  a  purity  of  about  95%. 

5.  A  method  of  claim  1  ,  wherein  the  starting  mixture  is  produced  by  stirring  a  suspension  of  a-APM  in  the 
aqueous  medium. 

40  6.  A  method  of  claim  5,  wherein  the  a-APM  used  to  produce  the  starting  mixture  is  produced  by  mixing 
crude  a-APM  with  the  aqueous  medium  to  produce  a  suspension  thereof. 

7.  A  method  of  claim  5,  wherein  the  crude  a-APM  has  a  purity  of  about  95%. 

45  8.  A  method  of  claim  1  ,  wherein  the  starting  mixture  is  produced  by  dissolving  a  mineral  acid  salt  or  an 
organic  sulfonic  acid  salt  of  a-APM  in  the  aqueous  medium  and  then  adjusting  the  pH  of  the  solution 
with  an  inorganic  base  to  the  isoelectric  point  of  the  a-APM. 

9.  A  method  of  claim  8,  wherein  the  amount  of  additive  employed  is  0.01-3%  by  weight  of  a-APM. 
50 

10.  A  method  of  claim  8,  wherein  the  starting  salt  of  a-APM  is  crude  and  the  a-APM  is  crystallized  from  the 
aqueous  medium. 

II.  A  method  of  claim  8,  wherein  the  starting  salt  of  a-APM  is  crude  and  a  suspension  of  a-APM  in  the 
55  aqueous  medium  containing  the  additive  is  stirred. 

12.  A  method  of  claim  1,  wherein  the  additive  is  sodium  alginate. 

11 
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13.  A  method  of  claim  1,  wherein  the  additive  is  sodium  salt  of  carboxymethylcellulose. 

14.  A  method  of  claim  1,  wherein  the  additive  is  sodium  starch  glycolate. 

5  15.  A  method  of  claim  1,  wherein  the  additive  is  sodium  polyacrylate. 

16.  A  method  of  claim  1,  wherein  the  aqueous  medium  is  water  or  10-40%  aqueous  methanol. 

17.  A  method  of  claim  1,  wherein  the  starting  mixture  is  produced  by  crystallization  of  crude  a-APM  from  a 
io  solution  thereof  in  an  aqueous  medium  containing  0.02-2  wt.%  of  the  additive,  based  on  the  a-APM; 

wherein  the  starting  crude  a-APM  has  a  purity  of  about  95%;  and  wherein  the  aqueous  medium  is 
water  or  up  to  10-40%  aqueous  methanol. 

18.  A  method  of  claim  1,  wherein  the  starting  mixture  is  produced  by  stirring  a  suspension  of  a-APM  in  an 
is  aqueous  medium  containing  0.02-2,  wt.%  of  the  additive,  based  on  the  a-APM;  wherein  the  starting 

mixture  is  produced  by  stirring  a  suspension  of  a-APM  at  a  purity  of  about  95%  in  the  aqueous 
medium  and  wherein  the  aqueous  medium  is  water  or  up  to  10-40%  aqueous  methanol. 

Patentanspruche 
20 

1.  Ein  Verfahren  zur  Isolierung  von  a-L-Aspartyl-L-phenylalaninmethylester  (a-APM),  bei  dem  a-APM  von 
einem  Gemisch  von  ihm  in  einem  waBrigen  Medium  abgetrennt  und  dann  getrocknet  wird,  das  umfaBt, 
daB  in  dem  waBrigen  Medium  vor  dem  Abtrennen  des  a-ApM  von  ihm  wenigstens  ein  Zusatzstoff,  der 
aus  der  Gruppe  ausgewahlt  ist,  die  aus  Natriumalginat,  Natriumsalz  von  Carboxymethylzellulose, 

25  Natriumstarkeglycolat  und  Natriumpolyacrylat  besteht,  in  einer  Menge  gelost  wird,  die  wirksam  ist,  urn 
einen  isolierten  a-APM  mit  guter  Solubilisierung,  wenn  er  getrocknet  ist,  herzustellen. 

2.  Ein  Verfahren  nach  Anspruch  1  ,  bei  dem  die  Menge  des  verwendeten  Zusatzstoffes  0,01  bis  3  Gew.-% 
von  dem  a-APM  ist. 

30 
3.  Ein  Verfahren  nach  Anspruch  1  ,  bei  dem  der  a-APM  in  dem  Ausgangsgemisch  durch  Kristallisation  von 

Rohgut  a-APM  von  einer  Losung  desselben  in  dem  waBrigen  Medium  hergestellt  wird. 

4.  Ein  Verfahren  nach  Anspruch  3,  bei  dem  der  Rohgut  a-APM  eine  Reinheit  von  etwa  95%  aufweist. 
35 

5.  Ein  Verfahren  nach  Anspruch  1,  bei  dem  das  Ausgangsgemisch  hergestellt  wird,  indem  eine  Suspen- 
sion  von  a-APM  in  dem  waBrigen  Medium  geruhrt  wird. 

6.  Ein  Verfahren  nach  Anspruch  5,  bei  dem  der  a-APM,  der  verwendet  wird,  urn  das  Ausgangsgemisch 
40  herzustellen,  durch  Mischen  von  Rohgut  a-APM  mit  dem  waBrigen  Medium,  urn  eine  Suspension 

desselben  zu  erzeugen,  hergestellt  wird. 

7.  Ein  Verfahren  nach  Anspruch  5,  bei  dem  der  Rohgut  a-APM  eine  Reinheit  von  etwa  95%  aufweist. 

45  8.  Ein  Verfahren  nach  Anspruch  1,  bei  dem  das  Ausgangsgemisch  hergestellt  wird,  indem  ein  Mineralsau- 
resalz  oder  ein  organisches  Sulfonsauresalz  von  a-APM  in  dem  waBrigen  Medium  gelost  wird  und  dann 
der  pH  der  Losung  mit  einer  anorganischen  Base  auf  den  isoelektrischen  Punkt  des  a-APM  eingestellt 
wird. 

50  9.  Ein  Verfahren  nach  Anspruch  8,  bei  dem  die  Menge  des  verwendeten  Zusatzstoffes  0,01  bis  3  Gew.-% 
von  a-APM  betragt. 

10.  Ein  Verfahren  nach  Anspruch  8,  bei  dem  das  Ausgangssalz  von  a-APM  Rohgut  ist  und  der  a-APM  von 
dem  waBrigen  Medium  kristallisiert  wird. 

55 
11.  Ein  Verfahren  nach  Anspruch  8,  bei  dem  das  Ausgangssalz  von  a-APM  Rohgut  ist  und  eine  Suspension 

von  a-APM  in  dem  waBrigen  Medium,  das  den  Zusatzstoff  enthalt,  geruhrt  wird. 

12 
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12.  Ein  Verfahren  nach  Anspruch  1,  bei  dem  der  Zusatzstoff  Natriumalginat  ist. 

13.  Ein  Verfahren  nach  Anspruch  1,  bei  dem  der  Zusatzstoff  Natriumsalz  von  Carboxymethylzellulose  ist. 

5  14.  Ein  Verfahren  nach  Anspruch  1,  bei  dem  der  Zusatzstoff  Natriumstarkeglycolat  ist. 

15.  Ein  Verfahren  nach  Anspruch  1,  bei  dem  der  Zusatzstoff  Natriumpolyacrylat  ist. 

16.  Ein  Verfahren  nach  Anspruch  1,  bei  dem  das  waBrige  Medium  Wasser  oder  10-40%  waBriges  Methanol 
io  ist. 

17.  Ein  Verfahren  nach  Anspruch  1,  bei  dem  das  Ausgangsgemisch  hergestellt  wird  durch  Kristallisation 
von  Rohgut  a-APM  aus  einer  Losung  von  ihm  in  einem  waBrigen  Medium,  das  0,02  bis  2  Gew.-%  des 
Zusatzstoffes,  bezogen  auf  den  a-APM,  enthalt;  wobei  das  Ausgangs-Rohgut  a-APM  eine  Reinheit  von 

is  etwa  95%  aufweist  und  wobei  das  waBrige  Medium  Wasser  oder  bis  zu  10-40%  waBriges  Methanol  ist. 

18.  Ein  Verfahren  nach  Anspruch  1,  bei  dem  das  Ausgangsgemisch  hergestellt  wird  durch  Ruhren  einer 
Suspension  von  a-APM  in  einem  waBrigen  Medium,  das  0,02  bis  2  Gew.-%  des  Zusatzstoffes,  bezogen 
auf  den  a-APM,  enthalt;  wobei  das  Ausgangsgemisch  hergestellt  wird  durch  Ruhren  einer  Suspension 

20  von  a-APM  mit  einer  Reinheit  von  etwa  95%  in  dem  waBrigen  Medium  und  wobei  das  waBrige  Medium 
Wasser  oder  bis  zu  10-40%  waBriges  Methanol  ist. 

Revendicatlons 

25  1.  Un  procede  pour  I'isolement  de  Tester  methylique  de  I'a-L-aspartyl-L-phenylalanine  (a-APM),  dans 
lequel  on  separe  I'a-APM  d'un  melange  le  contenant  dans  un  milieu  aqueux,  puis  on  seche,  qui 
comprend  la  dissolution  dans  le  milieu  aqueux,  avant  d'en  separer  I'a-APM,  d'au  moins  un  additif  choisi 
dans  le  groupe  constitue  par  I'alginate  de  sodium,  le  sel  de  sodium  de  la  carboxymethylcellulose, 
I'amidon-glycolate  de  sodium  et  le  polyacrylate  de  sodium,  en  une  quantite  efficace  pour  produire  de 

30  I'a-APM  isole  ayant  une  bonne  solubilisation  lorsqu'il  est  seche. 

2.  Un  procede  selon  la  revendication  1,  dans  lequel  la  quantite  d'additif  utilisee  est  de  0,01  a  3  %  du 
poids  de  I'a-APM. 

35  3.  Un  procede  selon  la  revendication  1,  dans  lequel  I'a-APM,  dans  le  melange  de  depart,  est  produit  par 
cristallisation  de  I'a-APM  brut  a  partir  d'une  solution  de  celui-ci  dans  un  milieu  aqueux. 

4.  Un  procede  selon  la  revendication  3,  dans  lequel  I'a-APM  brut  a  une  purete  d'environ  95  %. 

40  5.  Un  procede  selon  la  revendication  1  ,  dans  lequel  le  melange  de  depart  est  produit  par  agitation  d'une 
suspension  d'a-APM  dans  le  milieu  aqueux. 

6.  Un  procede  selon  la  revendication  5,  dans  lequel  I'a-APM  utilise  pour  produire  le  melange  de  depart 
est  produit  par  melange  d'a-APM  brut  avec  le  milieu  aqueux  pour  en  produire  une  suspension. 

45 
7.  Un  procede  selon  la  revendication  5,  dans  lequel  I'a-APM  brut  a  une  purete  d'environ  95  %. 

8.  Un  procede  selon  la  revendication  1  ,  dans  lequel  le  melange  de  depart  est  produit  par  dissolution  d'un 
sel  d'acide  mineral  ou  d'un  sel  d'acide  organique  sulfonique  de  I'a-APM  dans  le  milieu  aqueux,  puis 

50  ajustement  du  pH  de  la  solution  avec  une  base  minerale  au  point  isoelectrique  de  I'a-APM. 

9.  Un  procede  selon  la  revendication  8,  dans  lequel  la  quantite  d'additif  utilisee  est  de  0,01  a  3  %  du 
poids  de  I'a-APM. 

55  10.  Un  procede  selon  la  revendication  8,  dans  lequel  le  sel  de  depart  de  I'a-APM  est  brut  et  I'a-APM  est 
cristallise  a  partir  du  milieu  aqueux. 

13 
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11.  Un  procede  selon  la  revendication  8,  dans  lequel  le  sel  de  depart  de  I'a-APM  est  brut  et  on  agite  une 
suspension  de  I'a-APM  dans  le  milieu  aqueux  contenant  I'additif. 

12.  Un  procede  selon  la  revendication  1,  dans  lequel  I'additif  est  I'alginate  de  sodium. 

13.  Un  procede  selon  la  revendication  1,  dans  lequel  I'additif  est  le  sel  de  sodium  de  la  carboxymethylcel- 
lulose. 

14.  Un  procede  selon  la  revendication  1,  dans  lequel  I'additif  est  I'amidon-glycolate  de  sodium. 

15.  Un  procede  selon  la  revendication  1,  dans  lequel  I'additif  est  le  polyacrylate  de  sodium. 

16.  Un  procede  selon  la  revendication  1,  dans  lequel  le  milieu  aqueux  est  de  I'eau  ou  du  methanol  aqueux 
a  10  a  40  %. 

17.  Un  procede  selon  la  revendication  1,  dans  lequel  le  melange  de  depart  est  produit  par  cristallisation 
d'a-APM  brut  a  partir  d'une  solution  de  celui-ci  dans  un  milieu  aqueux  contenant  0,02  a  2,0  %  en  poids 
de  I'additif  relativement  a  I'a-APM  ;  dans  lequel  I'a-APM  brut  de  depart  a  une  purete  d'environ  95  %  ; 
et  dans  lequel  le  milieu  aqueux  est  de  I'eau  ou  du  methanol  aqueux  dont  la  concentration  peut 
atteindre  10  a  40  %. 

18.  Un  procede  selon  la  revendication  1,  dans  lequel  le  melange  de  depart  est  produit  par  agitation  d'une 
suspension  d'a-APM  dans  un  milieu  aqueux  contenant  0,02  a  2  %  en  poids  de  I'additif  relativement  a 
I'a-APM,  dans  lequel  le  melange  de  depart  est  produit  par  agitation  d'une  suspension  d'a-APM  ayant 
une  purete  d'environ  95  %  dans  le  milieu  aqueux  et  dans  lequel  le  milieu  aqueux  est  de  I'eau  ou  du 
methanol  aqueux  dont  la  concentration  peut  atteindre  10  a  40  %. 
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