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Light Filth in Pork Sau sage (Un cooked)
 and Ground Beef or Ham burger

Enzyme Digestion Method
First Action 1973
Final Action 1988

A. Determination

Grind sau sage, us ing meat grinder with end plate hav ing 3
16 in.

(4.8 mm) holes. Weigh 225 g test por tion into 1.5–2 L beaker. Add
980 mL warm water and 20 mL emul si fier, 945.75C(j)(1) (see
16.1.01), and stir 5 min. Add 20 mL HCl and stir 1 min. Pro ceed with 
over night di ges tion, (a), or rapid di ges tion, (b).

With ground beef, use only over night di ges tion with 5.0 g
1:10 000 or 10 g NF pep sin. In flo ta tion, (c), omit ad di tion of 50 mL
HCl and sub se quent boil ing. Af ter ad di tion of light min eral oil, let
stand 20 min in stead of 10 min.

(a) Over night di ges tion.—Add 0.5 g 1:10 000 pep sin (BD
Biosciences Codified Cat. No. 215110, or equiv a lent) or 2.0 g NF
pep sin and stir 1 min. Di gest in 50°C water bath or in cu ba tor 18 h.
Add 5 mL Tri ton X-114, 945.75C(bb)(2) (see 16.1.01), and stir
1 min. Keep all suspensions at di ges tion tem per a ture in bath un til
ready to sieve. Sieve portionwise on No. 230 sieve with hot water
spray. Trans fer to ruled fil ter pa per if small amount res i due re mains
on sieve or pro ceed with flo ta tion, (c).

(b) Rapid di ges tion.—Add 2.0 g 1:10 000 pep sin or 10 g NF
pep sin and stir 1 min. Di gest in 62°C water bath 2 h. Add 5 mL
Tri ton X-114, 945.75C(bb)(2) (see 16.1.01), and stir 1 min. Keep all 
suspensions at di ges tion tem per a ture un til ready to sieve. Sieve
portionwise on No. 230 sieve. Pro ceed with flo ta tion, (c).

(c) Flo ta tion.—Wet res i due on sieve with 40% isopropanol and
im me di ately trans fer quan ti ta tively to 2 L trap flask, us ing
40% isopropanol. Bring vol ume to 1 L with 40% isopropanol and
add 50 mL HCl. Add mag netic stir ring bar, 945.75B(n) (see
16.1.01), and, with gen tle stir ring, boil 10 min on mag netic
stir rer-hot plate. Cool to room tem per a ture in cold water bath and
add 40 mL flo ta tion liq uid, 945.75C(k) (see 16.1.01). Stir
mag net i cally 3 min, 970.66B(c) (see 16.1.02). Let oil phase sep a rate 
1 min, and slowly fill flask with 40% isopropanol by let ting liq uid

flow down stoppered rod while top of stop per is main tained just
above flask con tents. Af ter fill ing flask, gently stir set tled plant
ma te rial with stoppered rod 5–10 s. Let stand un dis turbed 5 min and
im me di ately trap off. Add 25 mL light min eral oil, 945.75C(p) (see
16.1.01), stir gently by hand 30 s, and let stand 10 min. Re peat
trap ping. Wash flask neck thor oughly with isopropanol and trans fer
washings to beaker con tain ing trap pings. Fil ter onto ruled pa per and
ex am ine mi cro scop i cally.

Ref er ences: JAOAC 56, 631(1973); 59, 51(1976).

B. Alternative Method for Sausages

(a) Bulk or link sau sages that are eas ily teased apart.—Weigh
225 g test por tion into 1.5–2 L beaker. Add 1 L 10% Tergitol
so lu tion, 945.75C(bb)(1) (see 16.1.01), and 75 ́  12 mm stir ring bar;
stir mag net i cally, 5 min, or un til thor oughly dis persed. Sieve
portionwise on No. 230 sieve, 945.75B(r) (see 16.1.01). Form fil ter
pa per around 1 L beaker, 945.75B(j) (see 16.1.01), moist en ing with
H2O to make pa per pli able. In sert pa per into Büchner, 91 mm id
plate, wash with isopropanol, and as pi rate to near dry ness.

Wet res i due on sieve with isopropanol and quan ti ta tively trans fer
to fil ter pa per cup with isopropanol. Add enough isopropanol to
cover res i due and, af ter 1 min, ap ply vac uum un til drip ping ceases.
Trans fer pa per cup to 1 L beaker and add 300 mL CHCl3. Boil on
steam bath 5 min. Let so lu tion cool few min, lift pa per, drain, and
trans fer to 300 mL fresh CHCl3. Re peat 5 min boil and drain. Re turn
pa per cup to Büchner and ap ply vac uum un til drip ping ceases. Cover
res i due with isopropanol for 1 min, re ap ply vac uum, and con tinue to
as pi rate 5 min. Quan ti ta tively trans fer res i due to 2 L trap flask, us ing
40% isopropanol, and pro ceed as in A(c), sec ond sen tence, "Bring

volume to 1 L¼".

(b) Link sau sages com pressed into cas ings so that prod uct is not
eas ily teased apart.—Re move cas ing and weigh 225 g test por tion
into 2 L beaker. Add 1 L 10% Tergitol so lu tion, 945.75C(bb)(1) (see
16.1.01), and stir with me chan i cal stir rer, 945.75B(e) (see 16.1.01),
at max i mum speed at which no splash ing oc curs, 15 min or un til
thor oughly dis persed. Pro ceed as in (a), be gin ning “Sieve

portionwise on No. 230 sieve¼”.

Ref er ence: JAOAC 55, 66(1972).
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