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Ministry of  Health,  Labour and Welfare Notif ication No.  394 

The Minis ter  of  Heal th ,  Labour  and Welfare  has  par t ia l ly revised the 

Specif ica t ions  and Standards  for  Food,  Food Addi t ives ,  Etc .  (Minist ry  of  Heal th  

and Welfare  Not i f ica t ion No.  370,  1959) ,  as  given below, based on the  provis ion  

of  Paragraph 1 ,  Art ic le  11 of  the  Food Sani tat ion Law.  

June 23,  2006 

J i ro  Kawasaki  

Minis ter  of  Heal th ,  Labour  and Welfare  

I tem 5 (9)  in  Sect ion A General  Composi t ional  Standards  for Food ,  Par t  I  

Food  shal l  be  revised as  fo l lows:   

(9)  Chloramphenicol  Analyt ica l  Method 

1 .  Apparatus   

Liquid  chromatograph-mass  spect rometer  (LC/MS or  LC/MS/MS) 

2 .  Reagents  and tes t  solut ions  

In  addi t ion to  the  reagents  and tes t  solu t ions  l i s ted  below,  use  those 

l i s ted  in  Sect ion C Reagents /Test  Solut ions ,  Etc . ,  Par t  II  Food addi t ives .  

Acetoni t r i le :  Acetoni tr i le  produced for  l iquid  chromatography.  

Divinylbenzene-N -vinylpyrrol id ine  Copolymer  Car t r idge Column (60  

mg) :  Use a  polyethylene column of  12–13 mm in  inner  d iameter  packed 

wi th  60 mg of d iv inylbenzen -N -v inylpyrrol idone copolymer,  or  a  

column equivalent  to  the  speci f ied  one in  separa t ion capabi l i ty.    

Divinylbenzene-N -vinylpyrrol id ine  Copolymer  Car t r idge Column (200  

mg) :  Use  a  polyethylene  co lumn of  12–13 mm in  inner  d iameter  packed 

wi th  200  mg of  d ivinylbenzen-N -v inylpyrro l idone copolymer,  o r  a  

co lumn equivalen t  to  the  speci f ied  one in  separa t ion  capabi l i ty.  

Water   Water  produced for  l iqu id  chromatography.   

3 .  Reference s tandard  

Chloramphenicol :  This  product  conta ins  not  less  than 99% 

chloramphenicol .  

Decomposi t ion point :  208°C.  

4 .  Procedure  

a .  Extract ion 

i .  Honey  

Weigh 5.00 g  of  the  tes t  sample ,  previously homogenized,  and dissolve 

i t  in  20 ml  of  water.    
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i i .  Royal  je l ly   

Weigh 1 .00 g  of  the  tes t  sample ,  previously homogenized,  add 60 ml  of  

methanol /1% metaphosphor ic  ac id  (3 :2) ,  and homogenize the  mixture  

again .  Fi l ter  the  homogenized sample  by suct ion in to  a  ro tary  vacuum 

evaporator  through a  f i l ter  paper  covered with  a  2-mm thick layer  of  

d ia tomaceous  ear th .  Wash the  res idue on the  f i l ter  paper wi th  15 ml  of  

methanol /1% metaphosphor ic  ac id  (3 :2) ,  and f i l ter  the washings by 

suct ion.  Combine the  f i l t ra tes  in to  the evaporator,  and evaporate  the 

mixture  to  2  ml  a t  45ºC or  lower.    

i i i .  Foods  other  than those  given in  sect ions  i  and i i       

Weigh 5 .00 g  of  the  tes t  sample ,  previously ground.  For muscle ,  the  fa t  

layer  should  be  removed as  much as  poss ible  before  grinding.  To the 

sample  measured out ,  add 100 ml  of  methanol /1% metaphosphor ic  ac id  

(3 :2) ,  and homogenize  the  mixture  again .  Fi l ter  the  homogenized 

sample  by suct ion in to  a  rotary vacuum evaporator  through a  f i l ter  

paper  covered wi th a  2-mm thick layer  of  d ia tomaceous  ear th .  Wash the  

res idue on the  f i l ter  paper  wi th  10 ml  of  methanol /1% metaphosphor ic  

ac id  (3:2) ,  and f i l ter  the  washings  by suct ion.  Combine the  f i l t ra tes  

in to the  evaporator,  and evaporate  the  mixture  to  30 ml  a t  45ºC or  

lower.  

b .  Clean-up  

i .  Honey  

Pour  5  ml  of  methanol  and  5  ml  of  water  in to  a  d iv inylbenzene-N -  

v inylpyrrol id ine  copolymer  car t r idge column (60 mg) ,  and d iscard  the  

eff luent .  Pour  the  sample  so lu t ion  obta ined by the  extract ion method 

descr ibed in  4-a .  into  the  column,  then pour  5  ml  of  20% (vol)  

methanol .  Discard  the eff luent .  Pour  6  ml  of  60% (vol)  methanol ,  and 

col lec t  the e luate  in to  a  ro tary vacuum evaporator.  Remove the 

methanol  and water  a t  45°C or  lower.  Dissolve  the  res idue in  1 .0  ml  of  

acetoni t r i le /water  (3 :7) ,  and use the  obtained solut ion as  the  tes t  

so lut ion.  

i i .  Royal  je l ly  

Pour  10  ml  of  methanol  and  10  ml  of  water  in to  a  d ivinylbenzene-N -  

v inylpyrrol id ine  copolymer  car t r idge  column (200 mg) ,  and  d iscard  the 

eff luent .  Pour  the  sample  so lu t ion  obta ined by the  extract ion method 

descr ibed in  4-a .  in to  the  column,  then pour  4  ml  of  water  and 4  ml  of  

5% (vol)  methanol  in to  the  column.  Discard  the  eff luent .  Pour  10 ml  of  

60% (vol)  methanol ,  and col lec t  the  e luate  in to  a  ro tary  vacuum 
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evaporator.  Remove the  methanol  and water  a t  45°C or  lower.  Dissolve  

the  res idue in  1 .0  ml  of  acetoni t r i le /water  (3 :7) ,  and use  the obtained 

solut ion as  the  tes t  solu t ion.  

i i i .  Foods  other  than those  given in  sect ions  i  and i i  

Pour  5  ml  of  methanol  and  5  ml  of  water  in to  a  d iv inylbenzene-N -  

v inylpyrrol id ine  copolymer  car t r idge column (60 mg) ,  and d iscard  the  

eff luent .  Pour  the  sample  so lu t ion  obta ined by the  extract ion method 

descr ibed in  4-a .  in to the  column,  then pour  10 ml  of  water.  Discard 

the  eff luent .  Pour  10 ml  of  methanol ,  and col lec t  the  e luate  into  a  

ro tary vacuum evaporator.  Remove the methanol  a t  40°C or  lower.  

Dissolve  the  res idue in  1 .0  ml  of  acetoni t r i le /water  (3 :7) ,  and use the 

obtained solut ion as  the  tes t  solut ion.  

5 .  Determinat ion 

a .  Qual i ta t ive  tes ts  

Perform qual i ta t ive tes ts  under  the  fol lowing condi t ions .  Test  resul ts  

obtained must  be  the  same as  those  obta ined for  the  reference s tandard.  

Test ing condi t ions  

Column packing:  Octadecyls i lanized s i l ica  gel  (2–5 µm in  par t ic le  s ize)  

Column:  A s ta in less  s tee l  tube  (2 .0–6.0  mm in  inner  d iameter,  100–250 

mm in  length)  

Column temperature :  40°C  

Mobile  phase:  Acetoni t r i le /10 mmol/ l  ammonium formate  (3:7) .  The 

f low ra te  should  be  adjus ted  so  that  chloramphenicol  f lows out  in  

approximate ly 5  minutes .  

b .  Quant i ta t ive  tes ts  

Determine the quant i ty  f rom the  tes t  resul ts  obta ined under  the 

condi t ions speci f ied  for  the  qual i ta t ive  tes ts ,  us ing e i ther  the  peak 

height  or  peak area  method.  

 

 


