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Lasalocid in Feeds

Spectrofluorometric Method
First Ac tion 1975
Fi nal Ac tion 1977

A. Prin ci ple

Lasalocid is ex tracted from pH 4.7 so lu tion with ethyl ac e tate,
flu o res cent im pu ri ties are re moved by acid and al kali treat ments,
and com pound is de ter mined fluorometrically, cor rect ing for
non spe cific flu o res cence by complexing with H3BO3. Monensin
and ethoxyquin do not in ter fere.

B. Ap pa ra tus

 Spectrofluorometer.—With 10 mm fused quartz cells. Ex ci ta tion
and emis sion wave lengths, ca 310 and 419 nm, re spec tively.
Ac cu rately de ter mine peak ex ci ta tion and emis sion wave lengths
us ing stan dard so lu tion I, fol low ing man u fac turer’s di rec tions. Do
not change wave length set tings be tween read ings.

For rou tine set ting and check ing of in stru ment, use stan dard
so lu tion I.

Ad just set tings to com pen sate for de creased in ten sity with age
from dulled re flect ing sur faces and lamp.

C. Re agents

(a) Ac e tate buffer so lu tion.—pH 4.7. Dis solve 5.0 g NaCH3COO 
in ca 50 mL H2O, ad just to pH 4.7 with CH3COOH, and di lute to
100 mL with H2O.

(b) Ethyl ac e tate.—Must have ca 0 flu o res cence. If nec es sary,
pu rify as fol lows: Elute 1 gal. (4 L) CH3COOC2H5 through 9–10 cm
(od) col umn packed with ca 100 cm sil ica gel (ac ti vated desiccant,
100–200 mesh, Grade H, W.R. Grace & Co., Davison Chem i cal
Division, 10 E. Bal ti more St, PO Box 2117, Bal ti more, MD 21203,
USA) topped with 5 cm layer of NaHCO3. Re dis til eluate from
all-glass ap pa ra tus with 60 cm jack eted dis till ing col umn,
dis card ing first and last 10%. To re dis til ethyl ac e tate, add 40%
aque ous NaOH and mix briefly. Fol low with an hy drous Na2SO4 and
shake again. (Ra tio of ethyl ac e tate:40% NaOH:Na2SO4 is
1000:50:200 or mul ti ple thereof.)

(c) Methanolic bo ric acid so lu tion.—Dis solve 20.0 g H3BO3 in
meth a nol and di lute to 500 mL with meth a nol. Pre pare fresh daily.

( d )  L a s a l o c i d  s t a n  d a rd  s o  l u  t i o n s . — ( 1 )  St a n  d a rd
so lu tion I.—Dis solve 30.0 mg Lasalocid Ref er ence Stan dard
(avail able from Alpharma, Inc., One Executive Dr, Fort Lee, NJ
07024, Tel: +1-201-947-7774; www.alpharma.com) in ethyl ac e tate 
and di lute to 100 mL with ethyl ac e tate. Pipet 4 mL into 100 mL
vol u met ric flask, di lute to vol ume with ethyl ac e tate, and mix. Pipet
25 mL fi nal di lu tion into 50 mL glass-stoppered cen tri fuge tube
con tain ing 2.4 mL pH 4.7 buffer. Shake me chan i cally 25–30 min
and cen tri fuge 10 min at 2000 rpm. Pipet 2 mL clear ethyl ac e tate
ex tract into 100 mL vol u met ric flask, di lute to vol ume with ethyl
ac e tate, and mix. (2) Stan dard so lu tion II.—Pipet ad di tional 2 mL
clear ethyl ac e tate ex tract into an other 100 mL vol u met ric flask
con tain ing 10 mL methanolic H3BO3 so lu tion, di lute to vol ume with
ethyl ac e tate, and mix.

D. Extraction

(a) Feeds.—Ac cu rately weigh ca 4 g ground test por tion into
50 mL glass-stoppered cen tri fuge tube con tain ing 2.4 mL pH 4.7
buffer. Turn and shake tube by hand to wet uni formly. Im merse tube

4–5 min in 70°C water bath. Cool to room tem per a ture and add
25 mL ethyl ac e tate by pipet. Stop per tube and shake briefly but
vig or ously by hand to dis perse test portion. If nec es sary, break up
lumps with nar row-tip spat ula or glass rod. Stop per tube and shake
me chan i cally 25–30 min. Centrifuge 10 min at 2000 rpm. Pipet
15 mL clear ethyl ac e tate ex tract into 50 mL cen tri fuge tube. Add
2 mL 1.5M HCl and shake 10 min. Cen tri fuge 10 min at 2000 rpm.
Pipet 10 mL clear ethyl ac e tate ex tract into an other 50 mL
glass-stoppered cen tri fuge tube and add 0.5 mL 40% NaOH
so lu tion. Shake briefly by hand, add 2 g an hy drous Na2SO4, and
shake again. Cen tri fuge 10 min at 2000 rpm. If ethyl ac e tate so lu tion
is not clear or fine par ti cles are pres ent at sur face, swirl tube gently
by hand and recentrifuge. Pipet 2 mL ethyl ac e tate layer into 100 mL
vol u met ric flask with out dis turb ing aque ous al ka line so lu tion,
di lute to vol ume with ethyl ac e tate, and mix. Des ig nate as Test
so lu tion I. Pipet an other 2 mL aliquot ethyl ac e tate layer into sec ond
100 mL vol u met ric flask con tain ing 10 mL methanolic H3BO3

so lu tion, di lute to vol ume with ethyl ac e tate, and mix. Des ig nate as
Test so lu tion II.

Pipet 25 mL ethyl ac e tate into 50 mL glass-stoppered cen tri fuge
tube con tain ing 2.4 mL pH 4.7 buffer and pro ceed as above,

be gin ning “Stop per tube and shake briefly¼”. Des ig nate fi nal
so lu tions as Re agent blank so lu tion I and Re agent blank so lu tion II.

(b) Pre mixes.—Ac cu rately weigh 2.00 g 15% pre mix and
trans fer into 500 mL vol u met ric flask. Add ex actly 250 mL ethyl
ac e tate and shake 25 min on me chan i cal shaker. Cen tri fuge aliquot,
and di lute with ethyl ac e tate as in (a) to ob tain Test so lu tion I and

Test so lu tion II (com plex) con tain ing ca 0.24 mg lasalocid/mL ethyl
ac e tate. Pro ceed with flu o res cence mea sure ments as in E. (Note:
Omit treat ment with pH 4.7 buffer for both pre mix and stan dard.)

E. De ter mi na tion

Set ex ci ta tion and emis sion wave lengths of ap pa ra tus at

max i mum. Ad just in stru ment with stan dard so lu tion I, C(d)(1), in

cell to microammeter read ing of 0.400. Check this ref er ence point

be fore and af ter each read ing, us ing same cell for all ref er ence

read ings. Be cause of de com po si tion in UV, dis card and re place

stan dard so lu tion I af ter ev ery sec ond read ing. Mea sure

flu o res cence at 419 nm in or der: Test so lu tion I (U1), Stan dard

so lu tion I (S1), Re agent blank so lu tion I (R1), Test so lu tion II (U2),

Stan dard so lu tion II (S2), and Re agent blank so lu tion II (R2). If

read ing of stan dard so lu tion I drifts, ad just gain to ini tial set ting. If

drift is be yond 0.393–0.407, re check read ings of all so lu tions.

Al though flu o res cence re sponse of stan dard is lin ear from 0.12 to

0.48 mg/mL, con cen tra tion of lasalocid in test so lu tion should be
±25% of that of stan dard so lu tion.

F. Cal cu la tions

(a) Mg/kg lasalocid Na in feed =

[( ) ( )]

[( ) ( )] .

U R U R D S
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- - - ´ ´

- - - ´ ´

where U, S1, S2, and R are de fined in E; D = di lu tion fac tor (25

´100/2 = 1250); S = con cen tra tion of lasalocid in Stan dard so lu tion I

(= 0.24 mg/mL); W = g test por tion; and 96 = per cent re cov ery.

When S = 0.24 mg/mL, W = 4.00 g, and R1 and R2 = 0,
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Mg/kg lasalocid Na in feed, % = 
( ) .U U

S S
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1 2
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-

(b) Lasalocid Na in pre mix, % =

[( ) ( )]
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where U, S1, S2, and R are de fined in E; D = di lu tion fac tor (250 ́  50

´ 50 ´ 100/5 ´ 5 ´ 2 = 1 250 000); S = con cen tra tion of lasalocid in

Stan dard so lu tion I (=  0.24 mg/mL); W = g test por tion. When S =

0.24 mg/mL, W = 2.00 g, and R1 and R2 = 0,

Mg/kg lasalocid Na in 15% pre mix = 
( )U U

S S
1 2

1 2

150000- ´

-

Ref er ence: JAOAC 58, 507(1975).

CAS-25999-31-9 (lasalocid)
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