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L&i néi dau

TCVN 10808:2015 dwoc xay dyng dya theo Commission Regulation (EC)
No. 152/2009;

TCVN 10808:2015 do Trung tam Khdo, kiém nghiém va kiém dinh giéng
vat nudi, thirc &n chan nudi bién soan, By Noéng nghiép va Phat trién
néng thén @ nghi, Téng cyc Tiéu chudn Do lwdng Chét luvgng thdm dinh,
B& Khoa hoc va Céng nghé cong bb.



TIEU CHUAN QuéC GIA TCVN 10808:2015

Thirc an chan nudi — Xac dijnh ham Iweng natri lasalocid -
Phwong phap sic ki 16ng hiéu ning cao

Animal feeding stuffs — Determination of lasalocid sodium content —
High performance liquid chromatographic method

1 Pham vi ap dung

Tiéu chudn nay quy dinh phuong phdp xac dinh ham lwgng mudi natri lasalocid clia axit polyete
monocarboxylic tao thanh do Streptomyces lasaliensis trong thirc &n chan nudi bang sic ki 16ng hiéu

nang cao.
Tiéu chudn nay cling c6 thé ap dung ddi v&i premix.

Phuwong phap ndy ¢6 gidi han phét hién la 5 mg/kg va gi¢i han dinh lvgng 14 10 mg/kg.

2 Tailigu vién din

Cac tai lidu vién dan sau rit cin thiét cho viéc 4p dung tiéu chuln nay. B6i véi cac tai liéu vién din ghi
n3m céng b thi 4p dung phién ban dugc néu. D6i véi céc tai liéu vien din khéng ghi nam céng bé thi
4p dyng phién ban méi nhat, bao gdm ca céc sira ddi, bd sung (néu co).

TCVN 6952 (ISO 9498) Thirc &n chdn nudi = Chudn bj méu thir

3 Nguyén tic

Natri lasalocid dwoc chiét ra khdi mdu vao metanol da axit héa va dwoc xac dinh biing séc ki [dng hiéu
nang cao (HPLC) pha ddo st dung detector huynh quang.

4 Thuébc thir

Chi st dung cac thube thr tinh khiét phan tich va nuwdc ct hodc nuéc da loai khodng hodic nwdc co
chét lwgng trong duong, trir khi cé quy dinh khac.
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4.1 Kali dihydro phosphat (KHzPO,).
4.2 Axit orthophosphoric, w = 85 % khéi lwgng.
4.3 Dung djch axit orthophosphoric, ¢ =20 %

Chuyén 23,5 ml axit orthophosphoric (4.2) vao binh dinh mdr¢ 100 ml. Thém nwdc dén vach mic va

trén déu.

4.4 6-Methyl-2-heptylamin (1,5-dimethylhexylamin), w = 99 % khéi lwgng.
4.5 Metanol, loai dung cho HPLC.

4.6 Axit clohydric, o= 1,19 g/ml.

4.7 Dung djch dém phosphat, ¢ = 0,01 mol/l

Hoa tan 1,36 g KH,POy (4.1) trong 500 ml nwéc (4.11), thém 3,5 ml axit orthophosphoric (4.2) va
10,0 ml 6-methyl-2-heptylamin (4.4). Chinh pH dén 4,0 bang dung dich axit orthophosphoric (4.3) va
pha lodng béng nwéc (4.11) dén 1000 ml.

4.8 Metanol da axit héa

Chuyén 5,0 ml axit clohydric (4.6) vao binh dinh m(rc 1000 ml, thém metanol (4.5) dén vach va trén.
Dung dich nay cin dugc chudn bj méi trwdc khi s dung.

4.9 Pha ddng dung cho HPLC, dung dich dém phosphat : metanol = 5: 95 (thé tich).
Tron 5 ml dung dich dém phosphat (4.7) v&i 95 ml metanol (4.5).

4.10 Chit chudn natri lasalocid c6 dd tinh khiét dam bao, CiHs:OgNa (mudi natri cua axit
monocachoxylic polyete dwgc tao thanh b&i Streptomyces lasaliensis), ki hi¢u E763.

4.10.1 Dung djch chuin gbc natri lasalocid, 500 pg/ml

Can 50 mg natri lasalocid (4.10), chinh xac dén 0,1 mg, vao binh dinh mi&c 100 ml, hda tan trong
metanol da axit héa (4.8), thém cling loai dung méi dén vach va trdn. Dung dich nay cin dugc chudn bi
méi trwée khi stk dung.

4.10.2 Dung djch chuén trung gian lasalocid, 50 pg/ml

Dung pipet 14y 10,0 ml dung dich chudn gbc (4.10.1) cho vao binh dinh mirc 100 ml, thém metanol 4&
axit hoa (4.8) G&n vach va trdn. Dung dich ndy cn dwgc chuén bj méi trwée khi stk dung.

4.10.3 Dung dich higu chudn
6



TCVN 10808:2015

Chuyén 1,0 ml, 2,0 ml, 4,0 ml, 5,0 ml va 10,0 ml dung dich chun trung gian (4.10.2) vao mét loat cac
binh dinh mirc 50 ml. Thém metanol d3 axit hda (4.8) dén vach va trdn. Céc dung dich nay chira ndng
dd natri lasalocid twong rng 1,0 pg/ml, 2,0 pg/ml, 4,0 pg/ml, 5,0 pg/ml va 10,0 pg/ml. Cac dung dich
nay cin dwoc chudn bj méi trudce khi st dung.

4.11 Nwéec, loai dung cho HPLC.

5 Thiét bi, dung cy

Str dung cac thiét bj, dung cy théng thwdng ciia phong thl nghiém va cac thiét bj, dung cu sau:
5.1 B& sidu am (hoic ndi cach thly c6 l4c), c6 kiém soat nhigt do.

5.2 B{ loc mang, c& 16 0,45 pm.

5.3 Thiét bj HPLC c6 hé théng bom, thich hop d& bom céc thé tich 20 .

5.3.1 Cotsic ki 1dng, kich thwéc 125 mm x 4 mm, cbt C18 pha ddo, c& hat 5 ym hodc loai twong duong.
5.3.2 May do phd huynh quang, c6 didu chinh buwéc séng kich thich va budc séng phat xa.
5.4 Can, c6 thé can dwoc 50 mg, chinh x4c dén 0,1 mg.

5.5 Can, c6 thé can dwoc 2 g, chinh xac dén 0,001 g.

5.6 Céan, co thé can dugc 10 g, chinh xac dén 0,01 g.

5.7 Pipet, c6 thé phan phéi c4c thé tich thich hop.

5.8 Binh djnh mirc, dung tich 50 ml, 100 ml va 1000 ml.

5.9 Binh nén, dung tich 250 ml.

6 Liy miu

M&u phai dai dién va khéng bj hu hdng hoc bj bién ddi chét Ivong trong suét qué trinh van chuyén va
bado quan.

Tiéu chuin nay khéng quy dinh viéc ldy mau. Nén ldy mau theo TCVN 4325:2007 (ISO 6497:2002) Thirc
&n chan nuéi — Ly méu.

7 Chuén bj miu thr

Chuan bj mau thir theo TCVN 6952 (ISO 6498).
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8 Céch tién hanh
8.1 Yéu cdu chung
8.1.1 MAu tring

P& thyc hién phép kidm tra dd thu hdi (8.1.2), cAn phan tich mAu tréng @& chéc chén ring khong c6 mt
natri lasalocid ciing nhw cac chét gay nhidu. Mu tring phai ciing loai véi mau thir nhung khdng phét
hién cé mét natri lasalocid ho3c chét gay nhiéu.

8.1.2 Kiém tra dd thu hdi

Kidm tra dé thu hdi bing cach phan tich m3u tréng duwoc bd sung mét lwgng natri lasalocid twong ty
lwgng dy kién @6 c6 mét trong mAu. D& bd sung & mirc 100 mg/kg, chuyén 10,0 mi dung dich chuén
gbc (4.10.1) vao binh nén 250 ml va 1am bay hoi dung dich dén khodng 0,5 ml. Thém 50 g mau tréng,
trén d&u va d& 10 min rdi trdn lai vai 1An tredc khi tién hanh chiét (8.2).

Néu khong c6 s&n méu tréng loai twong tw mau thir (xem 8.1.1) thi ¢6 thé kiém tra @9 thu hdi béng
phuong phap thém chuln. Trong treéng hep ndy, cac méu can phan tich duwoc bd sung mét lwgng
natri lasalocid twong ty véi liong c6 trong mau. MAu nay duec phén tich ciing véi céc miu khéng bd
sung chét chuin va tinh dd thu hdi tir két qua thu dworc.

8.2 Chiét
8.2.1 Thirc &n chin nudi

Can tr 5 g dén 10 g mAu thir, chinh xac dén 0,01 g, cho vao binh nén 250 ml c6 nép day. Ding pipet
thém 100,0 ml metanol d4 axit héa (4.8). Dy 16ng nép va xoay binh 48 hoa tan mau. D3t binh nén vao
bé siéu 4m (5.1) d& & khodng 40 °C trong 20 min, sau d6 4y ra va 1am ngudi dén nhiét a9 phong. D&
yén khodng 1 h cho d@én khi c4c chét lo Itrng I&ng xubng, sau d6 loc phan Iéng qua b loc mang c& 18
0,45 um (5.2) vao mét binh thich hep. Tién hanh xac dinh bdng HPLC (8.3).

8.2.2 Premix

Can khodng 2 g premix chwa nghién, chinh xac dén 0,001 g, cho vao binh dinh mic 250 ml. Thém
100,0 m! metanol da axit héa (4.8) va xoay binh @& hoa tan. D4t binh ndy va cdc lwgng chira vao bé
siéu 4m (5.1) & khodng 40 °C trong 20 min, sau d6 lay binh ra va a8 ngudi @én nhiét @6 phong. Pha
loang bing metanol a3 axit héa (4.8) dén vach va trén ddu. D& yén 1 h cho @én khi cac chét lo Ing
lng xudng, sau d6 loc phin 1dng qua bd loc mang c& 18 0,45 um (5.2). Pha lo&ng mét thé tich thich
hop clia dich lgc trong véi metanol da axit héa (4.8) d& c6 dung dich thr cudi cling c6 néng d§ natri
lasalocid khoang 4 pg/ml. Tién hanh xac dinh bing HPLC (8.3).
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8.3 Xéc djnh bang HPLC

8.3.1 Thong sb

Nén s dung céc didu kién sau ddy, c6 thé st dung cac didu kién khac néu cho két qua twong dwong:

~ Cot séc ki 1dng (5.3.1): kich thwdc 125 mm x 4 mm, ¢t C18 pha ddo, c& hat 5 pm hoic loai tvong
dwong;

Pha ddng (4.9): H8n hep dung dich dém phosphat (4.7) va metanol (4.5) = 5 : 95 (thé tich);

Téc @6 dong: 1,2 mi/min;

Thé tich bom: 20 pl;

I

Bwéc séng phat hién:
-~ Kichthich: 310 nm

— Phat xa: 419 nm

Kidm tra s &n dinh clia hé théng sic ki bing cach bom vai I4n dung dich hiéu chun (4.10.3) c6 ndng
a6 natri lasalocid 4,0 pg/ml, cho dén khi dat dwoc chidu cao (dién tich) pic va thi gian lwu én dinh.

8.3.2 Dyng dwdng chudn

Bom mdi dung dich hiéu chufn (4.10.3) vai I1n va xac dinh chidu cao (dién tich) pic trung binh déi véi
m&i ndng d6. Dwng dudng chudn bng cach slr dung chidu cao (dién tich) pic trung binh trén tryc tung
va ndng @6 twong (rng tinh biing pg/ml trén tryc hoanh.

8.3.3 Dung djch miu

Bom dich chiét m&u thu dwgc trong 8.2.1 hodc 8.2.2 vai I3n, st dyng cung mét thé tich nhw da ding
abi véi dung dich hiéu chudn va xac dinh chiéu cao (dién tich) trung binh clia pic natri lasalocid.

Tl chidu cao (dién tich) pic trung binh clia dung dich miu (8.3.3), x4c dinh ndng dd natri lasalocid
(Mg/ml) bang cach dbi chiéu véi dwdng chudn.

9 Tinh két qua
9.1 Thirc d@n chdn nudi

Tinh ham Iwgng natri lasalocid trong mau, w (mg/kg), theo cdng thirc sau:

e ch!
m
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Trong dé:
¢ la ndng @5 natri lasalocid trong dung dich mu (8.2.1), tinh bdng microgam trén mililit (ug/ml);
V, Ia thé tich dich chiét mAu theo 8.2.1 tinh béng mililit (ml) (trong trwéng hep nay 12 100);
m 14 khéi lvong phan miu thir, tinh bang gam (g).

9.2 Premix

Tinh ham lwgng natri lasalocid trong mau, w (mg/kg), theo cdng thire sau:

w_cx\r‘zxf
m

Trong dé:
¢ 12 ndng @ natri lasalocid trong dung dich mAu (8.2.1), tinh béng microgam trén mililit (pg/ml);
V, 14 thé tich dich chiét m3u theo 8.2.2 tinh bang mililit (ml) (trong tredng hop nay la 250);
f 1a hé sé pha loang theo 8.2.2;

m 13 khéi lwgng phan mau thi tinh bang gam (g).

10 Danh gia xac nhén két qua
10.1 Nhén biét

Céc phuong phap do phd huynh quang it bj nhiéu hon so v&i phrong phép str dung detector UV. Vige
nhan biét chét phan tich c6 thé dwec khing dinh bing ddng séc k.

10.1.1 Dbng séc ki

B& sung mdt thé tich thich hep dung dich hiéu chun (4.10.3) vao dich chiét mau (8.2.1 hodc 8.2.2).
Lwong natri lasalocid bd sung phai x4p xi legng natri lasalocid dy kién tim thay trong dich chiét m&u.

Chi cé chidu cao pic natri lasalocid ting sau khi tinh ca legng bd sung natri lasalocid va @ pha loang
ctia dich chiét. Sai khac vé chidu réng pic tai didm gitra chidu cao phai ndm trong pham vi £ 10 % chiéu
réng chan pic cla dich chiét méu chwa bd sung.

10
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11 D% l&p lai va do thu hoi
111 D3 lap lai

Chénh léch gitra két qua clia hai phép xac dinh song song, thyc hién trén ciing mét mau khéng dugc
vuet qua cac gia trj sau:

— 15 % gia tri cao hon, khi ham lugng natri lasalocid trong khodng tir 30 mg/kg dén 100 mg/kg;
- 15 mg/kg, khi ham Ilwgng natri lasalocid t&r 100 mg/kg dén 200 mg/kg;

- 7.5 %, gié tri cao hon, khi ham lwgng natri lasalocid trén 200 mg/kg.
11.2 'B§ thu héi

Déi voi cac mAu thirc 3n chan nudi (mAu trdng) dwoc thém chuln, dd thu hdi it nhét 13 80 %. Déi véi
cac mau premix (miu tréng) dwec thém chudn thi d6 thu hédi it nhat 1a 90 %.

12 Bao cao thir nghiém

Béo cdo thir nghiém phai ghi ro:

a) moi thdng tin cin thiét dé nhan biét day 4G vé mau thiy;
b) phwong phap &y mau da st dung, néu biét;

¢) phwong phép thtr da dung, vién dan tiéu chudn nay;

d) moi didu kién thao tac khdng quy dinh trong tiéu chuln nay, hodc dugc coi la tuy chen, clng véi
moi tinh huéng bét thuwdng c6 thé anh hwrdng dén két qua;

e) két qua thr nghiém thu dwoc hodc ndu dap (ng yéu ciu v& do 13p lai thi ghi két qua cudi clng
thu duwec.

11
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Phulyc A
(Tham khao)

Két qua ctia phép thir nghiém cdng tac

Mét nghién clru cdng tac da dwgce td chike thye hién trén hai miu premix (m&u 1 va méu 2) va 5 miu
thire &n chan nudi (ttr miu 3 dén miu 7) do mudi hai phang thir nghiém tham gia. Trén méi miu da
thire hién hai phép phén tich ladp lai.

" Két qua clia phép thir nghiém cdng tac durge néu trong Bang A.1.

Bang A.1 - Két qua ctia phép thir nghiém cdng tac

Mau 1 Mau 2 Miu 3 Mau 4 M3u 5 M3u 6 Mau 7
premix premix | dang vién thire &n theec &n | thirc &n A | thirc &n B
choga cho ga choga | dangmdnh | choga cho g;a cho gia
tay tay choga tay cam cdm
S6 lwgng phéng 12 12 12 12 12 12 12
thr nghiém ' A
Sé lwvgng két qua 23 23 23 - 23 23 23 23
riéng r&
Gia trj trung binh 5050 16200 76,5 784 - 929 - 48,3 32,6
(mg/kg] ,
D4 lach chuén 13p 107 408 1,71 2,23 2,27 1,93 1,75
Iai s; [mg/kg]
He s6 bién thién Iap 212 2,52 2,24 2,84 2,44 4,00 537
lal [%] '
B0 lgch chuln tai 286 883 3,85 7.32 5,29 3,47 3,49
1ap ss [mg/kg]
Hé s bién thién tai 5,66 545 5,03 9,34 5,69 7,18 10,70
lap [%] .
Ham lwgng danh 5000[*] | 16000[% | 80[% 105" 12014 50 [*] 35["
dinh [mg/kg]

* Ham legng duge cong bé bai nha san xult,
™ M3u do phéng thir nghiém chudn bl.
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