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Description 

This  invention  relates  to  a  preparation  process  of  a-L-aspartyl-L-phenylalanine  methyl  ester  (hereinafter 
abbreviated  as  "a-APM")  or  a  hydrohalide  thereof. 

5  Regarding  the  preparation  of  a-APM  which  is  a  substance  useful  as  a  sweetening  agent  and  is  recently 
in  a  growing  demand  for  its  strong  sweet  taste  and  sweetness  characteristics  of  good  quality,  a  number  of 
processes  have  already  been  disclosed  centering  on  chemical  preparation  processes.  Among  these, 
processes  making  use  of  an  N-protected-L-aspartic  anhydride  as  a  carboxylic  acid-activated  derivative  of  L- 
aspartic  acid  are  dominant.  In  particular,  it  is  considered  to  be  most  advantageous  industrially  to  prepare  a- 

io  APM  by  using  N-formyl-L-aspartic  anhydride  which  can  be  obtained  easily  in  a  single  step  by  reacting  L- 
aspartic  acid  with  formic  acid  and  acetic  anhydride,  because  the  starting  materials  can  be  prepared  easily 
and  economically  and  the  preparation  process  is  relatively  simple. 

The  above  preparation  processes  of  a-APM,  which  employs  N-formyl-L-aspartic  anhydride,  features  the 
use  of  L-phenylalanine  methyl  ester  as  the  other  starting  material  as  disclosed  typically  in  Japanese  Patent 

75  Laid-Open  No.  1350/1971.  After  formation  of  N-formyl-a-L-aspartyl-L-phenylalanine  methyl  ester  as  an 
intermediate,  the  formyl  group  as  a  protecting  group  is  removed  to  provide  a-APM.  A  variety  of  techniques 
has  been  proposed  centering  on  the  condensation  reaction  between  N-formyl-L-aspartic  anhydride  and  L- 
phenylalanine  methyl  ester,  the  inhibition  of  isomers,  and  the  removal  of  the  formyl  group. 

The  processes  making  use  of  L-phenylalanine  methyl  ester  as  one  of  starting  materials  however  involve 
20  cumbersome  procedures  in  esterifying  L-phenylalanine  into  L-phenylalanine  methyl  ester  so  as  to  carry  out 

the  condensation  reaction  with  N-formyl-L-aspartic  anhydride.  Besides,  it  has  also  come  to  the  surface  as  a 
result  of  the  present  inventors'  finding  that  L-phenylalanine  methyl  ester  is,  in  a  free  form,  prone  to  undergo 
self-condensation  and  cyclization  into  2,5-dibenzyl-3,6-dioxopiperazine.  This  tendency  causes  various 
industrial  troubles  such  as  yield  reduction  and  quality  deterioration  of  a-APM. 

25  As  a  process  for  the  preparation  of  a-APM  which  makes  use  of  N-formyl-L-aspartic  anhydride,  it  has 
hence  been  desired  to  develop  a  technique  not  using  L-phenylalanine  methyl  ester  as  the  other  starting 
material. 

As  preparation  processes  not  relying  upon  L-phenylalanine  methyl  ester,  it  has  been  disclosed  that  a- 
APM  is  prepared  by  subjecting  N-formyl-L-aspartic  anhydride  to  direct  condensation  with  L-phenylalanine  in 

30  acetic  acid  to  form  N-formyl-a-L-aspartyl-L-phenylalanine,  removing  the  formyl  group  to  obtain  a-aspartyl-L- 
phenylalanine,  and  then  esterifying  the  a-aspartyl-L-phenylalanine  in  the  presence  of  hydrogen  chloride  in 
methanol  (Japanese  Patent  Publication  No.  26133/1980);  and  as  an  improvement  to  the  esterification,  a-L- 
aspartyl-L-phenylalanine  is  brought  into  contact  with  a  medium  composed  of  hydrogen  chloride,  methanol 
and  water  to  esterify  same,  followed  by  crystallization  of  the  resulting  a-APM  as  its  hydrochloride  in  a  solid 

35  form  (Japanese  Patent  Publication  No.  50200/1985). 
The  former  process  is  however  accompanied  by  a  drawback  that  the  esterification  reaction  does  not 

have  high  selectivity  with  respect  to  the  two  carboxylic  acid  groups,  an  esterification  reaction  of  the  0- 
carboxylic  acid  group  and/or  another  esterification  reaction  of  both  a-  and  ^-carboxylic  acid  groups  take 
place  to  substantial  extents  in  addition  to  the  intended  esterification  of  the  a-carboxylic  acid  group  and  the 

40  selectivity  to  a-APM  is  hence  reduced.  On  the  other  hand,  the  latter  process  has  made  it  possible  to 
improve  the  selectivity  to  a-APM  by  conducting  the  esterification  reaction  in  an  aqueous  solution  of 
hydrochloric  acid  so  as  to  have  the  resultant  a-APM  to  crystallized  out  as  its  hydrochloride  outside  the 
system.  However,  the  isolation  yield  of  a-APM  is  still  as  low  as  50-60%  (based  on  a-L-aspartyl-L- 
phenylalanine).  The  latter  process  is  therefore  not  considered  to  be  satisfactory  fully  in  yield. 

45  A  preferred  embodiment  of  this  invention  is  a  process  which  can  prepare  a-APM  with  a  high  selectivity 
and  in  a  high  yield  from  a-L-aspartyl-L-phenylalanine  or  an  N-protected-a-L-aspartyl-L-phenylalanine  under 
mild  conditions. 

Other  achievable  objects  will  become  apparent  from  the  following  description. 
The  above  and  other  objects  of  the  present  invention  may  be  achieved  by  the  following  preparation 

50  process  of  a-APM  according  to  the  invention: 
A  process  for  the  preparation  of  a-L-aspartyl-L-phenylalanine  methyl  ester  or  the  hydrohalide  thereof, 

which  comprises  esterifying  a-L-aspartyl-L-phenylalanine  in  the  presence  of  an  alkali  metal  halide  or  alkaline 
earth  metal  halide  in  a  medium  composed  of  sulfuric  acid,  water  and  methanol,  wherein  the  concentration  of 
the  sulfuric  acid  is  5  -  50  wt.%  based  on  the  sum  of  the  sulfuric  acid  and  water  in  the  reaction  system,  the 

55  concentration  of  the  methanol  is  3-35  wt.%  based  on  the  sum  of  the  methanol  and  water  in  the  reaction 
system,  the  amounts  of  the  sulfuric  acid  and  methanol  are  each  at  least  1  equivalent  relative  to  the  a-L- 
aspartyl-L-phenylalanine,  and  the  amount  of  the  co-existing  alkali  metal  halide  or  alkaline  earth  metal  halide 
is  at  least  1  equivalent  relative  to  the  a-L-aspartyl-L-phenylalanine,  thereby  to  allow  the  resulting  a-L- 
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aspartyl-L-phenylalanine  methyl  ester  to  precipitate  as  its  corresponding  hydrohalide,  and  then  isolating  the 
hydrohalide;  and  when  the  preparation  of  the  methyl  ester  is  desired,  neutralizing  the  hydrohalide. 

The  process  of  this  invention  has  numerous  advantages.  For  example,  the  esterification  reaction  of  a-L- 
aspartyl-L-phenylalanine  is  allowed  to  proceed  under  mild  conditions.  The  use  of  the  alkali  metal  halide  or 

5  alkaline  earth  metal  halide,  in  particular,  magnesium  chloride  permits  preparation  of  a-APM  with  a  high 
selectively  and  in  a  high  yield.  Since  the  resulting  a-APM  crystallizes  out  as  its  hydrohalide,  a-APM 
hydrohalide  of  good  quality  can  be  obtained  by  merely  conducting  filtration  subsequent  to  the  reaction.  The 
reaction  and  separation  procedures  are  simple.  In  addition,  the  starting  material,  i.e.,  a-L-aspartyl-L- 
phenylalanine  or  the  N-protected-a-L-aspartyl-L-phenylalanine  can  be  obtained  by  using  L-phenylalanine  as 

io  is  without  relying  upon  L-phenylalanine  methyl  ester  the  stability  of  which  is  poor  in  a  solution,  so  that  the 
the  overall  process  has  been  simplified.  The  present  preparation  process  of  a-APM  has  a  high  industrial 
value. 

In  the  esterification  of  a-L-aspartyl-L-phenylalanine  with  methanol  in  an  acidic  medium,  there  are 
inherently  formed,  besides  a-APM,  a-L-aspartyl-L-phenylalanine  /3-methyl  ester  in  which  the  ^-carboxylic 

is  acid  group  of  a-L-aspartyl-L-phenylalanine  has  been  esterified  as  well  as  a-L-aspartyl-L-phenylalanine 
dimethyl  ester  in  which  the  two  carboxylic  acid  groups  have  been  both  esterified. 

The  reactions  forming  these  three  kinds  of  esterification  products  from  the  starting  materials  are 
equilibrium  reactions.  It  is  hence  necessary  to  remove  from  the  reaction  system  a-APM  alone  selectively 
out  of  the  esterification  products  in  order  to  increase  the  selectivity  to  the  intended  a-APM.  It  has  hence 

20  been  considered  to  result  in  an  improvement  to  the  selectivity  to  a-APM  provided  that  the  concentration  of 
a-APM  dissolved  in  the  reaction  solution  can  be  reduced. 
Following  the  above  approach,  the  present  inventors  conducted  an  extensive  investigation  with  a  view 
toward  preparing  a-APM  efficiently  by  esterifying  a-L-aspartyl-L-phenylalanine  in  an  aqueous  solution  of 
sulfuric  acid  although  such  an  esterification  had  scarcely  been  practised  previously.  However,  the  resultant 

25  a-APM  did  not  crystallize  out  as  its  sulfate  in  dilute  sulfuric  acid.  The  present  inventors  have  hence 
proceeded  with  further  work  to  investigate  effects  which  would  be  available  by  the  addition  of  various 
inorganic  salts.  In  the  course  of  the  further  work,  it  has  been  found  surprisingly  that  the  resulting  a-APM 
crystallizes  out  selectively  not  as  its  sulfate  but  as  its  hydrohalide  and  moreover  in  a  high  yield  when  the 
esterification  reaction  is  carried  out  in  the  presence  of  a  certain  metal  halide,  i.e.,  an  alkali  metal  halide  or 

30  alkaline  earth  metal  halide. 
Such  a  phenomenon  has  been  neither  known  nor  expected  at  all  to  date.  Moreover,  such  a  phenom- 

enon  does  not  take  place  no  matter  which  halide  other  than  alkali  metal  halides  and  alkaline  earth  metal 
halides  is  used.  When  other  inorganic  salts  were  used,  crystallization  was  not  observed  even  in  the  sulfate 
form. 

35  The  starting  material  is  a-L-aspartyl-L-phenylalanine  in  the  present  invention.  a-L-Aspartyl-L- 
phenylalanine  can  be  prepared  by  deprotecting  an  N-protected-a-L-aspartyl-L-phenylalanine,  which  has 
been  obtained  by  the  condensation  of  the  corresponding  N-protected-L-aspartic  anhydride  and  L- 
phenylalanine,  by  a  method  known  per  se  in  the  art.  Here,  formyl  group,  t-butoxycarbonyl  group  and  the 
like  may  be  mentioned  as  protecting  groups.  Formyl  group  is  a  particularly  preferable  protecting  group  from 

40  the  viewpoint  of  the  preparation  of  the  starting  material. 
The  starting  material,  a-L-aspartyl-L-phenylalanine,  is  not  necessarily  required  to  have  a  high  purity. 

Inclusion  of  /3-L-aspartyl-L-phenylalanine,  which  has  been  derived  from  the  /3-isomer  byproduced  upon 
condensation  of  N-formyl-a-L-aspartic  anhydride  with  L-phenylalanine,  phenyl  alanine,  aspartic  acid  or  the 
like  does  not  cause  any  particular  problem  so  long  as  its  content  is  at  a  level  not  adversely  affecting  the 

45  crystallization  of  an  a-APM  hydrohalide  to  be  formed.  In  particular,  the  inclusion  of  /3-L-aspartyl-L- 
phenylalanine  in  any  amount  up  to  about  30%  does  not  impair  the  crystallization  of  the  a-APM  hydrohalide 
and  moreover  does  not  cause  compounds  derived  from  the  /3-isomer  to  crystallize  out,  whereby  the  quality 
of  the  a-APM  hydrohalide  to  be  isolated  will  not  be  deteriorated. 

In  the  process  of  this  invention,  it  is  essential  to  esterify  a-L-aspartyl-L-phenylalanine  in  the  presence  of 
50  an  alkali  metal  halide  or  alkaline  earth  metal  halide  in  a  medium  composed  of  sulfuric  acid,  water  and 

methanol  so  that  a-APM  is  caused  to  crystallize  out  in  the  form  of  a  hydrohalide  thereof. 
The  composition  of  the  reaction  medium  is  an  important  factor  for  the  crystallization  of  the  resulting  a- 

APM  as  a  solid  hydrohalide  thereof.  The  concentration  of  sulfuric  acid  is  5  -  50  wt.%  with  8  -  40  wt.%  being 
preferred,  said  concentration  being  defined  as  sulfuric  acid/(sulfuric  acid  +  water)  x  100.  On  the  other  hand, 

55  the  concentration  of  methanol  is  3  -  35  wt.%  with  5  -  30  wt.%  being  preferred,  said  concentration  being 
defined  as  methanol/(methanol  +  water)  x  100.  Sulfuric  acid  and  methanol  are  each  used  in  an  amount  of 
at  least  1  equivalent  relative  to  the  starting  material,  i.e.,  a-L-aspartyl-L-phenylalanine. 

The  esterification  reaction  is  carried  out  in  the  presence  of  an  alkali  metal  halide  or  alkaline  earth  metal 
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halide,  preferably,  an  alkali  metal  chloride  or  alkaline  earth  metal  chloride,  specifically,  lithium  chloride, 
sodium  chloride,  potassium  chloride,  rubidium  chloride,  cesium  chloride,  beryllium  chloride,  magnesium 
chloride,  calcium  chloride,  strontium  chloride,  barium  chloride  or  the  like.  Among  these  metal  chlorides, 
magnesium  chloride  is  preferred  especially.  a-APM  can  be  obtained  in  a  still  higher  yield  when  magnesium 

5  chloride  is  used.  This  seems  to  indicate  that  the  process  of  the  present  is  not  based  on  a  mere  acid-salt 
interchange  reaction  but  metal  cations  take  part  in  one  way  or  another  in  the  reaction. 

Upon  using  the  alkali  metal  halide  or  alkaline  earth  metal  halide  (hereinafter  called  "metal  halide" 
collectively  for  the  sake  of  brevity),  it  is  not  absolutely  necessary  to  dissolve  it  completely  in  the  above- 
described  reaction  medium.  It  may  also  be  used  in  a  suspended  state.  It  may  be  feasible  to  use  two  or 

io  more  of  these  metal  halides  in  combination,  although  they  are  used  singly  in  general. 
The  metal  halide  is  used  in  an  amount  of  at  least  1  equivalent,  preferably  at  least  1.1  equivalents 

relative  to  a-L-aspartyl-L-phenylalanine.  Although  the  reaction  still  proceeds  at  a  lower  metal  halide  level, 
the  selectivity  to  a-APM  drops.  It  is  hence  not  preferred  to  use  the  metal  halide  at  such  a  low  level.  On  the 
other  hand,  no  particular  limitation  is  imposed  on  the  upper  limit  of  the  metal  halide  to  be  used.  It  is 

is  however  not  preferable  to  use  it  too  much.  Use  of  the  metal  halide  in  an  excessive  amount  may  complicate 
the  separation  of  a-APM  and  the  metal  halide  in  some  instances.  Therefore,  it  is  generally  used  in  an 
amount  of  20  equivalents  or  less  relative  to  a-L-aspartyl-L-phenylalanine. 

In  the  process  of  the  present  invention,  there  is  no  particular  limitation  imposed  on  the  order  of  charging 
of  the  starting  material,  reaction  medium  and  metal  halide.  By  way  of  example,  the  raw  material,  i.e.,  a-L- 

20  aspartyl-L-phenylalanine  and  metal  halide  are  charged  into  a  reaction  vessel,  in  which  a  medium  composed 
of  sulfuric  acid,  water  and  methanol  in  predetermined  amounts  has  been  charged  in  advance.  Thereafter, 
the  esterification  reaction  is  carried  out  at  a  predetermined  temperature. 

The  temperature  of  the  esterification  reaction  may  be  0  -  60°  C,  preferably,  10  -  50°  C.  Any  unduly  low 
reaction  temperatures  slow  down  the  esterification  reaction.  If  the  temperature  is  raised  excessively,  the 

25  cleavage  of  peptide  bonds  is  promoted  and  at  the  same,  the  solubility  of  a-APM  hydrohalide  is  increased. 
As  a  result,  the  yield  of  a-APM  is  reduced.  It  is  hence  not  preferable  to  conduct  the  esterification  reaction  at 
any  unduly  low  or  excessively  high  temperatures. 

In  the  process  of  this  invention,  the  resulting  a-APM  is  allowed  to  crystallize  out  successively  as  its 
hydrohalide  from  the  reaction  system.  After  the  reaction  and  subsequent  optional  cooling,  a-APM  is 

30  therefore  isolated  as  its  hydrohalide  by  centrifugation,  filtration  or  the  like. 
In  the  present  invention,  a-L-aspartyl-L-phenylalanine  which  has  been  formed  after  removing  the 

protecting  group  by  treating  the  N-protected-a-L-aspartyl-L-phenylalanine  in  the  aqueous  solution  of  sulfuric 
acid  or  the  methanol-containing  aqueous  solution  of  sulfuric  acid  may  also  be  used  directly  as  a  starting 
material  for  the  esterification  without  its  isolation. 

35  The  protecting  group  of  the  N-protected-a-L-aspartyl-L-phenylalanine,  the  starting  material  for  the  above 
process,  is  supposed  to  be  removable  rather  easily  by  acid  hydrolysis.  Specifically,  formyl  group,  t- 
butoxycarbonyl  group  or  the  like  may  be  mentioned.  Formyl  group  is  particularly  suitable  when  the 
preparation  of  the  starting  material  is  taken  into  parallel  consideration. 

As  a  preparation  process  of  N-formyl-a-L-aspartyl-L-phenylalanine,  it  may  be  prepared  in  a  good  yield 
40  by  a  process  developed  previously  by  the  present  inventors,  namely,  by  condensing  N-formyl-L-aspartic 

anhydride  and  L-phenylalanine  in  water  and  then  causing  the  condensation  product  to  crystallize  out  around 
pH  3.  It  is  not  absolutely  essential  for  this  N-formyl-a-L-aspartyl-L-phenylalanine  to  have  a  high  degree  of 
purity.  Inclusion  of  the  /3-isomer,  namely,  N-formyl-/3-aspartyl-L-phenylalanine  and  in  some  instances,  L- 
phenylalanine,  (N-formyl)-L-aspartic  acid  does  not  cause  any  particular  problem  so  long  as  their  contents 

45  are  at  levels  not  adversely  affecting  the  crystallization  of  an  a-APM  hydrohalide  to  be  formed.  In  particular, 
the  inclusion  of  N-formyl-/3-L-aspartyl-L-phenylalanine  in  any  amount  up  to  about  30%  does  not  impair  the 
crystallization  of  the  a-APM  hydrohalide  and  moreover  does  not  cause  compounds  derived  from  the  /3- 
isomer  to  crystallize  out,  whereby  the  quality  of  the  a-APM  hydrohalide  to  be  isolated  will  not  be 
deteriorated. 

50  The  above-described  process  making  use  of  N-formyl-a-L-aspartyl-L-phenylalanine  as  the  starting 
material  comprises  a  step  in  which  the  formyl  group  is  removed  and  another  step  in  which  a-L-aspartyl-L- 
phenylalanine  formed  by  the  removal  of  the  formyl  group  is  esterified.  First  of  all,  the  removal  step  of  the 
formyl  group,  which  is  carried  out  prior  to  the  esterification,  is  effected  in  an  aqueous  solution  of  sulfuric 
acid  or  a  methanol-containing  aqueous  solution  of  sulfuric  acid.  In  a  specific  embodiment,  this  step  is 

55  carried  out  by  charging  N-formyl-a-L-aspartyl-L-phenylalanine  into  an  aqueous  solution  or  methanol- 
containing  aqueous  solution  containing  sulfuric  acid  in  an  amount  at  least  1  equivalent  relative  to  the  N- 
formyl-a-L-aspartyl-L-phenylalanine  and  then  heating  the  reaction  mixture  under  stirring  for  a  predetermined 
period  of  time.  The  aqueous  solution  of  sulfuric  acid  is  used  in  a  range  of  about  3  -  70  wt.%  in  terms  of 

4 
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concentration  defined  by  sulfuric  acid/(sulfuric  acid  +  water)  x  100.  Where  methanol  is  contained,  there  is 
no  particular  limitation  to  the  amount  of  methanol  to  be  used.  Taking  into  consideration  the  amount  of 
methanol  to  be  used  in  the  subsequent  esterification  step,  it  is  however  preferable  to  use  it  in  an  amount 
not  exceeding  the  amount  to  be  used  in  the  esterification  step.  It  is  of  course  possible  to  effect  the  removal 

5  of  the  formyl  group  in  the  presence  of  methanol  in  an  amount  greater  than  the  amount  to  be  used  in  the 
subsequent  esterification  step.  However,  this  requires  an  extra  procedure  for  the  recovery  of  methanol  by 
concentration  in  the  subsequent  esterification  step.  Use  of  methanol  in  such  a  large  amount  is  therefore  not 
considered  to  be  preferable  in  view  of  the  efficiency  of  work. 

The  reaction  temperature  of  the  step  in  which  the  formyl  group  is  removed  may  range  from  30  °  C  to 
io  70  °  C,  preferably,  40  °  C  -60  °  C.  If  the  reaction  temperature  is  too  low,  it  takes  unduly  long  period  of  time  for 

the  removal  of  the  formyl  group.  If  the  temperature  is  too  high  on  the  contrary,  side  reactions  such  as 
cleavage  of  peptide  bonds  tend  to  occur  easily.  The  reaction  time  varies  depending  on  the  concentration  of 
sulfuric  acid,  its  amount  to  be  used,  the  reaction  temperature,  etc.  and  cannot  be  specified  sweepingly. 
However,  it  is  usually  conducted  in  a  period  ranging  from  0.5  hour  to  20  hours.  The  formyl  group  is 

is  removed  by  the  above  procedure  from  N-formyl-a-L-aspartyl-L-phenylalanine  so  that  a-L-aspartyl-L- 
phenylalanine  is  formed.  Needless  to  say,  when  the  removal  of  the  formyl  group  is  effected  in  a  methanol- 
containing  aqueous  solution  of  sulfuric  acid,  not  only  deformylation  but  also  an  esterification  reaction  are 
induced  although  the  degree  of  the  latter  reaction  varies  depending  on  reaction  conditions.  a-L-aspartyl-L- 
phenylalanine  formed  in  the  first  step  is  in  a  state  dissolved  in  the  reaction  mixture.  The  thus-formed  a-L- 

20  aspartyl-L-phenylalanine  is  subjected  to  the  next  esterification  step  without  isolation. 
a-L-Aspartyl-L-phenylalanine,  which  has  been  obtained  in  the  above  manner  and  may  contain  its  ester 

in  some  instance,  is  then  esterified  in  the  presence  of  the  metal  halide  in  a  medium  composed  of  sulfuric 
acid,  water  and  methanol,  whereby  it  is  converted  into  an  a-APM  hydrohalide. 

The  concentration  and  amount  of  sulfuric  acid  and  methanol  and  the  kind  of  the  metal  halide  in  the 
25  esterification  step  are  the  same  as  the  above-described  conditions  for  the  preparation  of  an  a-APM 

hydrohalide  from  a-L-aspartyl-L-phenylalanine  as  a  starting  material.  Namely,  the  concentration  of  sulfuric 
acid  may  preferably  be  5  -  50  wt.%  with  8  -  40  wt.%  being  more  preferred,  said  concentration  being 
defined  as  sulfuric  acid/(sulfuric  acid  +  water)  x  100.  On  the  other  hand,  the  concentration  of  methanol 
may  preferably  be  3  -  35  wt.%  with  5  -  30  wt.%  being  more  preferred,  said  concentration  being  defined  as 

30  methanol/(methanol  +  water)  x  100.  Preferably,  sulfuric  acid  and  methanol  may  each  be  used  in  an  amount 
of  at  least  1  equivalent  relative  to  the  starting  material,  i.e.,  N-formyl-a-L-aspartyl-L-phenylalanine.  Preferred 
as  the  metal  halide  is  a  metal  chloride,  specifically,  lithium  chloride,  sodium  chloride,  potassium  chloride, 
rubidium  chloride,  cesium  chloride,  beryllium  chloride,  magnesium  chloride,  calcium  chloride,  strontium 
chloride,  barium  chloride  or  the  like.  Magnesium  chloride  is  particularly  preferred.  Such  a  metal  halide  may 

35  be  used  in  an  amount  of  at  least  1  equivalent,  preferably,  at  least  1.1  equivalents  relative  to  the  N-formyl-a- 
L-aspartyl-L-phenylalanine. 

In  a  specific  embodiment,  the  esterification  step  may  be  carried  out  by  cooling  as  an  optional 
procedure  the  reaction  mixture,  which  has  been  obtained  in  the  preceding  step,  namely,  the  removal  step  of 
the  formyl  group,  charging  sulfuric  acid,  water,  methanol  and  metal  halide  to  their  predetermined  concentra- 

40  tions  or  in  their  predetermined  amounts  and  then  conducting  the  esterification  reaction. 
The  reaction  temperature  of  the  esterification  may  range  from  0°C  to  60  °C,  with  10°  C  -  50  °C  being 

preferred. 
a-APM  formed  by  the  above  esterification  reaction  crystallizes  out  as  its  hydrohalide  successively  from 

the  reaction  system.  After  the  reaction  and  subsequent  optional  cooling,  a-APM  is  therefore  isolated  as  its 
45  hydrohalide  by  centrifugation,  filtration  or  the  like. 

The  thus-isolated  a-APM  hydrohalide  may  be  converted  into  free  a-APM  by  neutralizing  same  with  a 
caustic  alkali,  alkali  carbonate  or  alkali  bicarbonate  in  an  aqueous  medium  by  a  method  known  per  se  in  the 
art. 

The  present  invention  will  hereinafter  be  described  in  detail  by  the  following  Examples. 
50 

Example  1  : 

a-L-aspartyl-L-phenylalanine  (14.0  g)  was  added  to  and  dissolved  in  a  medium  which  was  composed  of 
9.6  g  of  methanol,  21.2  g  of  concentrated  sulfuric  acid  and  44.4  g  of  water.  Magnesium  chloride 

55  hexahydrate  (30.5  g)  was  then  added  to  the  resultant  solution,  followed  by  an  esterification  reaction  at  20  - 
25  °  C.  After  proceeding  with  the  reaction  for  3  days,  crystals  precipitated  were  collected  by  filtration  and 
then  washed  with  chilled  water.  The  weight  of  a  wet  cake  thus  obtained  was  20.3  g.  As  a  result  of  an 
analysis  of  the  wet  cake  by  high-performance  liquid  chromatography,  the  content  of  a-APM  (as  converted 
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into  its  free  form)  was  found  to  be  12.0  g  (yield:  81.6%  based  on  a-L-aspartyl-L-phenylalanine). 
A  portion  of  the  crystals  thus  obtained  was  dissolved  in  water,  followed  by  an  addition  of  an  aqueous 

solution  of  barium  chloride.  Precipitation  was  hardly  observed.  The  solution  was  however  turned  cloudy  with 
an  aqueous  solution  of  silver  nitrate.  The  wet  cake  was  recrystallized  for  purification  from  water  and 

5  resultant  crystals  were  dried.  As  a  result  of  an  elemental  analysis  on  a  sample  of  the  thus-dried  crystals,  the 
crystals  were  confirmed  to  be  a-APM»HCI  dihydrate. 
Elemental  analysis  data  (%): 
Calculated  for  C1  +  H23N2O7CI:  C,  45.84;  H,  6.32;  N,  7.64;  CI,  9.67.  Found:  C,  45.68;  H.  6.45;  N,  7.60;  CI, 
9.74. 

10 
Example  2: 

Anhydrous  magnesium  chloride  (19.0  g)  was  added  to  in  a  medium  which  was  composed  of  25.5  g  of 
concentrated  sulfuric  acid,  72.5  g  of  water  and  8  g  of  methanol.  a-L-Aspartyl-L-phenylalanine  (28.0  g)  was 

15  then  added  to  and  dissolved  in  the  solution,  followed  by  a  reaction  at  30  -35  °C.  Upon  an  elapsed  time  of  a 
certain  period  of  time  after  the  initiation  of  the  reaction,  a-APM  hydrochloride  started  crystallizing  out.  After 
proceeding  with  the  reaction  for  2  days  at  the  same  temperature,  the  reaction  mixture  was  cooled  to  20  0  C. 
Crystals  thus  precipitated  were  collected  by  filtration  and  then  washed  with  chilled  water,  thereby  obtaining 
a  wet  a-APM»HCI  cake  containing  24.6  g  of  free  a-APM.  Yield:  83%  (based  on  a-L-aspartyl-L- 

20  phenylalanine). 
The  thus-obtained  wet  cake  of  a-APM  hydrochloride  was  dissolved  in  400  mi  of  water,  to  which  a  20% 

aqueous  solution  of  sodium  carbonate  was  gradually  added  dropwise  to  neutralize  the  former  solution.  The 
resultant  mixture  was  cooled  to  5  0  C  and  after  stirring  it  for  30  minutes  at  the  same  temperature,  the  mixture 
was  filtered.  Crystals  thus  collected  were  washed  with  chilled  water  and  then  dried  in  vacuo  to  obtain  free  a- 

25  APM.  Yield:.  21.2  g.  [a]o°  :  15.6  (c  =  4,  15N  formic  acid).  As  a  result  of  an  analysis  by  high-performance 
liquid  chromatography,  it  was  only  a-APM  that  was  detected.  No  impurities  were  detected. 

Comparative  Example  1  : 

30  The  procedures  of  Example  2  were  followed  except  that  7.3  g  of  hydrogen  chloride  was  used  in  place 
of  magnesium  chloride.  After  proceeding  with  the  reaction  at  30  0  C  for  2  days,  the  reaction  mixture  was 
analyzed  by  high-performance  liquid  chromatography.  As  a  result,  the  yield  of  a-APM  was  found  to  be  as 
low  as  32%  (based  on  a-L-aspartyl-L-phenylalanine). 

35  Example  3: 

The  procedures  of  Example  2  were  followed  except  that  the  amount  of  methanol  used  and  the  reaction 
time  and  temperature  were  changed  to  4.8  g  and  3  days  at  30  0  C  respectively.  a-APM  hydrochloride  was 
obtained  in  an  isolation  yield  of  76.3%  (based  on  a-L-aspartyl-L-phenylalanine). 

40 
Example  4: 

The  procedures  of  Example  2  were  followed  except  that  the  amount  of  water  was  changed  to  113.5  g 
and  the  reaction  was  conducted  at  30  -  35  0  C  for  4  days.  a-APM  hydrochloride  was  obtained  in  an  isolation 

45  yield  of  79.6%. 

Examples  5  -  8: 

a-APM  hydrochloride  was  separately  obtained  by  conducting  a  reaction  in  the  same  manner  as  in 
50  Example  1  except  that  in  lieu  of  magnesium  chloride,  various  other  metal  chlorides  were  used  separately. 

Results  are  summarized  in  Table  1  . 

55 
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T a b l e   1 

M e t a l   c h l o r i d e   . .   I s o l a t i o n *  Ex.  t—  R e a c t i o n   .  c x.  „  .  ,  Amount  ,  /j  x  y i e l d   o f  No'  Kind  
u s e d ( g )   

(  C / d a y s >   i - A P M - H C l  

5  L i t h i u m   c h l o r i d e   1 2 . 7   2 0 - 2 5 / 4   7 2 . 3  

6  P o t a s s i u m   c h l o r i d e   1 4 . 9   3 0 - 3 5 / 4   6 9 . 4  

7  B e r y l l i u m   c h l o r i d e   2 0 . 0   3 0 - 3 5 / 4   6 7 . 1  

8  S o d i u m   c h l o r i d e   9 .0   3 0 - 3 5 / 4   6 6 . 5  
*  B a s e d   on  L - a s p a r t y l - L - p h e n y l a l a n i n e   . 

20  Example  9: 

Charged  and  dissolved  in  a  medium  composed  of  30  g  of  concentrated  sulfuric  acid,  97.8  g  of  water 
and  9.6  g  of  methanol  was  35.8  g  of  a-L-aspartyl-L-phenylalanine  containing  22  wt.%  of  /3-L-aspartyl-L- 
phenylalanine.  After  adding  23.3  g  of  anhydrous  magnesium  chloride  into  the  resultant  solution,  the  contents 

25  were  reacted  at  30  -  35  °  C  for  4  days.  The  reaction  mixture  was  thereafter  cooled  to  20  °  C  and  crystals  thus 
precipitated  were  collected  by  filtration.  The  crystals  were  washed  with  chilled  water,  thereby  obtaining  a- 
APM  hydrochloride.  As  a  result  of  an  analysis  by  high-performance  liquid  chromatography,  the  hydrochlo- 
ride  was  found  to  contain  23.4  g  of  a-APM  (as  converted  into  its  free  form).  Yield:  79.6%  (based  on  a-L- 
aspartyl-L-phenylalanine). 

30  The  thus-obtained  cake  scarcely  contained  /3-L-aspartyl-L-phenylalanine  and  compounds  derived  there- 
from. 

Example  10: 

35  A  medium  composed  of  21.2  g  of  concentrated  sulfuric  acid,  60.6  g  of  water  and  9.6  g  of  methanol  was 
heated  to  50  °C,  followed  by  an  addition  of  15.4  g  (0.05  mole)  of  N-formyl-a-L-aspartyl-L-phenylalanine  at 
50  -  55  °  C  over  30  minutes.  The  reaction  was  conducted  for  further  2  hours  to  remove  the  formyl  group. 

The  reaction  mixture  was  cooled  to  20  °C,  and  14.3  g  of  anhydrous  magnesium  chloride  was  added, 
followed  by  a  reaction  at  20  -  25°  C  for  4  days.  As  the  reaction  proceeded,  crystals  of  a-APM  hydrochloride 

40  precipitated  little  by  little.  After  the  reaction,  the  precipitated  crystals  were  collected  by  filtration  and  washed 
with  chilled  water.  Weight  of  the  wet  cake:  19.4  g.  As  a  result  of  an  analysis  of  the  wet  cake  by  high- 
performance  liquid  chromatography,  the  content  of  a-APM  (as  converted  into  its  free  form)  was  found  to  be 
11.8  g.  Yield:  80.2%  (based  on  N-formyl-a-L-aspartyl-L-phenylalanine).  A  portion  of  the  wet  cake  was 
recrystallized  for  purification  from  water  and  resultant  crystals  were  dried  in  vacuo.  Results  of  an  elemental 

45  analysis  on  a  sample  of  the  thus-dried  crystals  were  in  conformity  with  those  of  a-APM»HCI  dihydrate. 
Elemental  analysis  data  (%): 
Calculated  for  C1  +  H23N2O7CI:  C,  45.84;  H,  6.32;  N,  7.64;  CI,  9.67.  Found:  C,  45.62;  H.  6.54;  N,  7.51;  CI, 
9.68. 

A  portion  of  the  sample  was  dissolved  in  a  small  amount  of  water,  followed  by  an  addition  of  an 
50  aqueous  solution  of  barium  chloride.  The  solution  was  however  not  clouded  substantially.  It  was  however 

turned  cloudy  with  an  aqueous  solution  of  silver  nitrate,  thereby  confirming  that  the  sample  was  the 
hydrochloride. 

Example  1  1  : 
55 

A  medium  composed  of  25.5  g  of  concentrated  sulfuric  acid  and  72.5  g  of  water  was  heated  to  50  0  C, 
followed  by  a  gradual  addition  of  30.8  g  (0.1  mole)  of  N-formyl-a-L-aspartyl-L-phenylalanine  over  about  1 
hour.  The  reaction  was  conducted  for  further  3  hours  at  50  -  60  0  C  to  remove  the  formyl  group,  so  that  a-L- 
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aspartyl-L-phenylalanine  was  formed.  The  reaction  mixture  was  then  cooled  to  20  °C,  and  9.6  g  of  methanol 
and  18.7  g  of  anhydrous  magnesium  chloride  were  added.  The  reaction  mixture  was  heated  to  30  °C, 
followed  by  a  reaction  at  30  -  35°  C  for  4  days.  As  the  reaction  proceeded,  crystals  of  a-APM  hydrochloride 
precipitated  little  by  little.  After  the  reaction,  the  reaction  mixture  was  cooled  to  20  °C,  and  the  precipitated 

5  crystals  were  collected  by  filtration  and  washed  with  chilled  water  to  obtain  a  wet  a-APM»HCI  cake 
containing  23.9  g  of  a-APM  (as  converted  into  its  free  form).  Yield:  81.4%  (based  on  N-formyl-a-L-aspartyl- 
L-phenylalanine). 

The  thus-obtained  a-APM  hydrochloride  was  dissolved  in  400  mi  of  water,  followed  by  a  dropwise 
addition  of  a  20%  aqueous  solution  of  sodium  carbonate  to  raise  the  pH  of  the  solution  to  5.2.  The  solution 

io  was  cooled  to  5  °  C  and  then  filtered  to  collect  crystals.  After  washing  the  crystals  with  chilled  water,  they 
were  dried  in  vacuo.  Yield:  20.6  g.  [a]o°  :  15.8  (c  =  4,  15N  formic  acid). 

Comparative  Example  2: 

is  A  reaction  was  carried  out  in  the  same  manner  as  in  Example  11  except  for  the  use  of  7.3  g  of 
hydrogen  chloride  instead  of  magnesium  chloride.  Precipitation  of  a-APM  hydrochloride  as  crystals  was 
scarcely  observed  even  when  reacted  at  30  °  C  for  2  days.  As  a  result  of  an  analysis  of  the  reaction  mixture 
by  high-performance  liquid  chromatography,  the  yield  of  a-APM  was  found  to  be  as  low  as  26%  (based  on 
N-formyl-a-L-aspartyl-L-phenylalanine). 

20 
Example  12: 

A  medium  composed  of  25.5  g  of  concentrated  sulfuric  acid,  72.5  g  of  water  and  4.8  g  of  methanol  was 
heated  to  50  °C,  followed  by  a  gradual  addition  of  30.8  g  (0.1  mole)  of  N-formyl-a-L-aspartyl-L- 

25  phenylalanine  over  about  30  minutes.  Thereafter,  the  contents  were  reacted  for  2  hours  at  50  -  55  °  C  to 
remove  the  formyl  group.  The  thus-obtained  reaction  mixture  was  then  cooled  to  20  °  C  and  after  an  addition 
of  16.8  g  of  anhydrous  magnesium  chloride,  a  reaction  was  conducted  for  5  days  at  30  -  35  °C.  After  the 
reaction,  the  reaction  mixture  was  cooled  to  20  °C  and  crystals  thus  precipitated  were  collected  by  filtration 
and  then  washed  with  chilled  water  to  obtain  a  wet  cake  of  a-APM  hydrochloride. 

30  As  a  result  of  an  analysis  by  high-performance  liquid  chromatography,  the  wet  cake  was  found  to 
contain  22.1  g  of  a-APM  (as  converted  into  its  free  form).  Yield:  75.1%  (based  on  N-formyl-a-L-aspartyl-L- 
phenylalanine). 

Example  13: 
35 

A  medium  composed  of  25.5  g  of  concentrated  sulfuric  acid,  113.5  g  of  water  and  12.8  g  of  methanol 
was  heated  to  50  °C,  followed  by  a  gradual  addition  of  30.8  g  (0.1  mole)  of  N-formyl-a-L-aspartyl-L- 
phenylalanine  over  about  30  minutes.  Thereafter,  the  contents  were  reacted  for  2  hours  at  50  -  60  °  C  to 
remove  the  formyl  group.  The  thus-obtained  reaction  mixture  was  then  cooled  to  20  °  C  and  28.0  g  of 

40  anhydrous  magnesium  chloride  was  added,  followed  by  a  reaction  at  30  -  35°  C  for  5  days.  Crystals  thus 
precipitated  were  collected  by  filtration  and  then  washed  with  chilled  water  to  obtain  a  wet  a-APM»HCI  cake 
containing  21.5  g  of  a-APM  (as  converted  into  its  free  form).  Yield:  73.1%  (based  on  N-formyl-a-L-aspartyl- 
L-phenylalanine). 

45  Examples  14  -  16: 

a-APM  hydrochloride  was  separately  obtained  by  conducting  a  reaction  in  the  same  manner  as  in 
Example  10  except  that  in  lieu  of  anhydrous  magnesium  chloride,  various  other  metal  chlorides  were  used 
separately.  Results  are  summarized  in  Table  2. 

50 

55 
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T a b l e   2 

M e t a l   c h l o r i d e   _ . . .   I s o l a t i o n *  
Ex.  =  T-  —  R e a c t i o n   .  ,  j  ^ c  
„  v.  ,  Amount  , o „ / j   x  y i e l d   o f  
No.  Kind  ,  ,  x  (  C / d a y s )   „_. ,  u s e d ( g )   1  a-APM  • H C l  

14  L i t h i u m   c h l o r i d e   12 .7   2 0 - 2 5 / 5   6 8 . 4  

15  P o t a s s i u m   c h l o r i d e   1 4 . 9   3 0 - 3 5 / 5   6 6 . 1  

16  S o d i u m   c h l o r i d e   2 4 . 1   3 0 - 3 5 / 4   6 5 . 3  

*  B a s e d   on  L - a s p a r t y l - L - p h e n y l a l a n i n e   . 

Example  17: 
20 

Into  a  medium  composed  of  30  g  of  concentrated  sulfuric  acid,  97.8  g  of  water  and  9.6  g  of  methanol, 
was  charged  at  50  -  55°  C  over  about  30  minutes  38.5  g  of  N-formyl-a-L-aspartyl-L-phenylalanine  containing 
20  wt.%  of  N-formyl-j8-L-aspartyl-L-phenylalanine,  followed  by  a  reaction  at  50  -  60  °  C  for  additional  2  hours 
to  remove  the  formyl  group.  The  reaction  mixture  was  then  cooled  and  after  an  addition  of  23.0  g  of 

25  anhydrous  magnesium  chloride,  the  contents  were  reacted  at  30  -  35  °  C  for  6  days.  The  reaction  mixture 
was  cooled  to  20  °  C  and  crystals  thus  precipitated  were  collected  by  filtration  to  obtain  a-APM  hydrochlo- 
ride.  As  a  result  of  an  analysis  by  high-performance  liquid  chromatography,  the  hydrochloride  was  found  to 
contain  21.9  g  of  a-APM  (as  converted  into  its  free  form).  Yield:  74.4%  (based  on  N-formyl-a-L-aspartyl-L- 
phenylalanine). 

30  Incidentally,  compounds  derived  from  the  /3-isomer  were  scarcely  contained  in  the  thus-obtained  cake. 

Claims 

1.  A  process  for  the  preparation  of  a-L-aspartyl-L-phenylalanine  methyl  ester  or  the  hydrohalide  thereof, 
35  which  comprises  esterifying  a-L-aspartyl-L-phenylalaninein  the  presence  of  an  alkali  metal  halide  or 

alkaline  earth  metal  halide  in  a  medium  composed  of  sulfuric  acid,  water  and  methanol,  wherein  the 
concentration  of  the  sulfuric  acid  is  5  -  50  wt.%  based  on  the  sum  of  the  sulfuric  acid  and  water  in  the 
reaction  system,  the  concentration  of  the  methanol  is  3  -  35  wt.%  based  on  the  sum  of  the  methanol 
and  water  in  the  reaction  system,  the  amounts  of  the  sulfuric  acid  and  methanol  are  each  at  least  1 

40  equivalent  relative  to  the  a-L-aspartyl-L-phenylalanine,  and  the  amount  of  the  co-existing  alkali  metal 
halide  or  alkaline  earth  metal  halide  is  at  least  1  equivalent  relative  to  the  a-L-aspartyl-L-phenylalanine, 
thereby  to  allow  the  resulting  a-L-aspartyl-L-phenylalanine  methyl  ester  to  precipitate  as  its  correspond- 
ing  hydrohalide,  and  then  isolating  the  hydrohalide;  and  when  the  preparation  of  the  methyl  ester  is 
desired,  neutralizing  the  hydrohalide. 

45 
2.  The  process  as  claimed  in  Claim  1  ,  wherein  the  a-L-aspartyl-L-phenyl  alanine  is  that  formed  in  situ  by 

treating  an  N-protected-a-L-aspartyl-L-phenylalanine  in  an  aqueous  solution  of  sulfuric  acid  or  a 
methanol-containing  aqueous  solution  of  sulfuric  acid. 

50  3.  The  process  as  claimed  in  any  one  of  Claims  1  and  2  wherein  an  alkali  metal  chloride  or  alkaline  earth 
metal  chloride  is  used. 

4.  The  process  as  claimed  in  any  one  of  Claims  1  and  2  wherein  magnesium  chloride  is  used. 

55  5.  The  process  as  claimed  in  any  one  of  Claims  1  to  4,  wherein  the  esterification  is  conducted  at  0  - 
60  °C. 

Revendications 
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1.  Un  precede  pour  la  preparation  d'un  ester  methylique  de  Ta-L-aspartyl-L-phenylalanine  ou  d'un  de  ses 
halogenhydrates,  qui  comprend  I'esterification  de  I'a-L-aspartyl-L-phenylalanine  en  presence  d'un 
halogenure  de  metal  alcalin  ou  d'un  halogenure  de  metal  alcalino-terreux  dans  un  milieu  compose 

5  d'acide  sulfurique,  d'eau  et  de  methanol,  dans  lequel  la  concentration  de  I'acide  sulfurique  est  de  5  a 
50  %  en  poids,  relativement  a  la  somme  de  I'acide  sulfurique  et  de  I'eau  dans  le  systeme  reactionnel, 
la  concentration  du  methanol  est  de  3  a  35  %  en  poids,  relativement  a  la  somme  du  methanol  et  de 
I'eau  dans  le  systeme  reactionnel,  les  quantites  de  I'acide  sulfurique  et  du  methanol  sont  chacune  d'au 
moins  un  equivalent  relativement  a  I'a-L-aspartyl-L-phenylalanine  et  la  quantite  de  I'halogenure  de 

io  metal  alcalin  ou  de  I'halogenure  de  metal  alcalino-terreux  coexistant  est  d'au  moins  un  equivalent 
relativement  a  I'a-L-aspartyl-L-phenylalanine,  pour  permettre  la  precipitation  de  Tester  methylique  de 
I'a-L-aspartyl-L-phenylalanine  forme  sous  forme  de  I'halogenhydrate  correspondant,  puis  I'isolement  de 
I'halogenhydrate  ;  et,  lorsqu'on  desire  preparer  Tester  methylique,  la  neutralisation  de  I'halogenhydrate. 

is  2.  Le  procede  selon  la  revendication  1  ,  dans  lequel  Ta-L-aspartyl-L-phenylalanine  est  celle  formee  in  situ 
par  traitement  d'une  a-L-aspartyl-L-phenylalanine  N-protegee  dans  une  solution  d'acide  sulfurique  ou 
une  solution  aqueuse  d'acide  sulfurique  contenant  du  methanol. 

3.  Le  procede  selon  Tune  quelconque  des  revendications  1  et  2,  dans  lequel  on  utilise  un  chlorure  de 
20  metal  alcalin  ou  un  chlorure  de  metal  alcalino-terreux. 

4.  Le  procede  selon  Tune  quelconque  des  revendications  1  et  2,  dans  lequel  on  utilise  le  chlorure  de 
magnesium. 

25  5.  Le  procede  selon  Tune  quelconque  des  revendications  1  a  4,  dans  lequel  I'esterification  est  effectuee 
entre  0  et  60  °  C. 

Patentanspruche 

30  1.  Ein  Verfahren  zur  Herstellung  von  a-L-Aspartyl-L-phenylalanin-methylester  oder  dessen  Hydrohalids, 
das  das  Verestern  von  a-L-Aspartyl-L-phenylalanin  in  Anwesenheit  eines  Alkalimetallhalids  oder  Erdal- 
kalimetallhalids  in  einem  Medium,  das  aus  Schwefelsaure,  Wasser  und  Methanol  zusammengesetzt  ist, 
worin  die  Konzentration  der  Schwefelsaure  5  -  50  Gew.-%,  bezogen  auf  die  Summe  der  Schwefelsaure 
und  Wasser  in  dem  Reaktionssystem,  betragt,  die  Konzentration  des  Methanols  3  -  35  Gew.-%, 

35  bezogen  auf  die  Summe  des  Methanols  und  Wasser  in  dem  Reaktionssystem,  ist,  die  Mengen  von 
Schwefelsaure  und  Methanol  jeweils  wenigstens  1  Equivalent  relativ  zu  dem  a-L-Aspartyl-L- 
phenylalanin  sind  und  die  Menge  des  gleichzeitig  existierenden  Alkalimetallhalids  oder  Erdalkalimetall- 
halids  wenigstens  1  Equivalent  relativ  zu  dem  a-L-Aspartyl-L-phenylalanin  ist,  urn  dadurch  zu  gestatten, 
da/S  der  entstehende  a-L-Aspartyl-L-phenylalanin-methylester  als  sein  entsprechendes  Hydrohalid  aus- 

40  fallt,  und  dann  das  Isolieren  des  Hydrohalids,  und  wenn  die  Herstellung  des  Methylesters  gewunscht 
wird,  Neutralisieren  des  Hydrohalids  umfa/St. 

2.  Das  Verfahren  nach  Anspruch  1,  bei  dem  das  a-L-Aspartyl-L-Phenylalanin  dasjenige  ist,  das  in  situ 
durch  Behandlung  eines  N-geschutzten-a-L-Aspartyl-L-phenylalanins  in  einer  wassrigen  Losung  von 

45  Schwefelsaure  oder  einer  methanolhaltigen  wassrigen  Losung  von  Schwefelsaure  gebildet  worden  ist. 

3.  Das  Verfahren  nach  einem  der  Anspruche  1  und  2,  bei  dem  ein  Alkalimetallchlorid  oder  Erdalkalimetall- 
chlorid  verwendet  wird. 

50  4.  Das  Verfahren  nach  einem  der  Anspruche  1  und  2,  bei  dem  Magnesiumchlorid  verwendet  wird. 

5.  Das  Verfahren  nach  einem  der  Anspruche  1  bis  4,  bei  dem  die  Veresterung  bei  0  -  60°  C  durchgefuhrt 
wird. 

55 
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