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Sira bdt va thirc dn dang bt theo cong thirc danh cho tré so sinh -
Xac djnh ham lwgng taurine bing phwong phéap séc ki long

Powdered milk and powdered infant formula -
Determination of taurine content by the liquid chromatographic method

1 Pham vi ép dyng

Tiéu chudn nady quy dinh phwong phép xac dinh ham lweng taurine (ndi sinh va bd sung) trong stra bdt
va thirc an dang bot theo cong thirc danh cho tré so sinh cé chira tir 5 mg/100 g dén 100 mg/100 g

chét kho.

Tiéu chudn nay khéng 4p dung cho cac nguyén lidu thly phan protein.

2 Nguyén tic

San phdm duec hoan nguyén trong nudc, protein va chit béo duwrec logi ra bing cach lam két tia. MOt
irgng dich loc xir Iy voi dansyl clorua dé tao thanh din xuét taurine, din xuét ndy duoc tach ra va
dugc xac dinh bing séc ki Iéng cé detector tlr ngoai (UV) hodic detector huynh quang.

3 Thubc ther

3.1 Nwére, duoc tinh sach co dién trd > 18 MQ.
3.2 Axetonitril, loai dung cho s&c ki léng.

3.3 Axit axetic bding, loai tinh khiét phan tich.
3.4 Dung djch dém natri axetat, 10 mM, pH 42,

Cho 0,820 g natri axetat vao binh dinh mdérc 1000 ml (4.4.2) va hda tan trong 800 ml nwéce. Chinh pH
dén 4,2 béing axit axetic bang va pha lo&ing bing nwéc dén vach. '
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Dung dich dém natri axetat co thd bdn trong 3 thdng khi dugc bdo qudn & nhidt 40 mbi trrdmg.
3.5 Pha ddng, hdn hop cua dung dich 3&m natri axetat-axetonitril (84 + 16 phan thé tich)

Trén 840 ml dung dich 48m natri axetat v&i 160 ml axetonitril va lgc qua bd lpc mang (4.3). Chudn bj
pha déng ndy ngay trong ngay sir dyng.

3.6 Pha lam sach cét, axetonitril, dwegc loc trong ngdy sir dyung.
3.7 Dung djch d$¢m natrl cacbonat, 80 mM, pH 9,5.

Can 0,424 g Na,CO, (dang khan) cho vao binh dinh mic 50 mi (4.4.2) va hoa tan trong nuéc véi moét
irgng nhd. Chinh pH dén 9,5 bdng HCI 1 M (8,3 mi HCI a4 pha lodng bdng nuéc dén 100 mi) va tham

nudc dén vach.
Dung dich d8m natri cacbonat c6 thé bén trong 3 thang khi dwrgrc bdo quan & nhidt & méi truéng.
3.8 Thudc thir Carrez |

Can 15,0 g kali hexaxyanoferrét (1) (Ki[Fe(CN)s]-3H,0) cho vao binh dinh mirc 100 ml (4.4.2) va hoa
tan trong nwéc. Thém nuéde dén vach.

Thudc thir Carrez | c6 thé bdn trong 3 thang khi dwgc bdo quan & nhidt & méi truong.
3.9 Thubc thir Carrez Il

Can 30,0 g kém axetat ngam hai mol nwéc [Zn(O,CCH,), 2H;0) cho vao binh dinh mtrc 100 mi (4.4.2)
va héa tan trong nuwéc. Thém nuwée dén vach.

Thuéc ther Carrez |1 ¢6 thé bln trong 3 thang khi duwgre bdo quan & nhiét 48 méi trerdrng.
3.10 Thuéc thir dansyl clorua, 1,5 mg/mi

Hoa tan 15 mg 5-dimetylaminonaphthalene-1-sulphonyl clorua (dansyl clorua) trong 10 ml axetonitril.
Chuén bj dung dich trong ngdy st* dung. Dansy! clorua 1a chAt 4n mén va nhay v&i 38 4m va 4nh séng.

3.11 Dung dich metylamin hydro clorua, 20 mg/m|

Héa tan 2,0 g metylamin hydro clorua trong 100 mi nwéc. Cach khac, pha lodng 2,0 ml dung dich
metylamin hydro clorua 25 % dén 25 m!.

Dung dich metylamin hydro clorua bé&n trong 3 thang khi dwgc bao quan & 4 °C.
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3.12 Dung dich chudn taurine.
3.12.1 Dung dich chudn géc taurine, 0,1 mg/ml
Can khodng 10 mg taurine va hoa tan trong 100 ml nuéc.
Dung dich géc ndy c6 thd bdn trong 1 tudn khi dugc bdo quan & 4 °C.
3.12.2 Dung dich chudn hi¢u chudn taurine

Pha lo&ng dung dich chudn gdc taurine trong nuéc 8é cé dugc cac dung dich chira taurine: 5 ug/mi,
10 pg/ml, 15 pg/ml va 20 pg/mi. Chudn bj trong ngay str dung. S dung nuréc 1am dung dich hidu

chuln zero.

4 Thiét bj, dyng cy

St dung céc thiét bj, dung cu clia phéng thir nghiém thdng thuéng va cac thiét bi, dung cu cy thé sau:

4.1 Thiét bj sdc ki 1dng (LC)

Thiét bj ddng déng hodc cé gradient, véi detector tr ngoai (UV) cai dat & budc séng 254 nm va/hodic
detector huynh quang (buwérc séng kich thich 330 nm; buwdrc séng phat xa 530 nm). Hé théng cé thé
ditu khién bing tay hoiic ty ddng v&i bd tich phan didn t&r hodic xtr Iy dir lidu ty Adng trén may tinh.
Téc 44 dong tir 1 ml/min dén 2 mi/min; théri gian rira gidi cia dansyl-taurine 14 10 min dén 15 min (ham
lugng axetonitril clia pha ddng cé thé dugc thay adi chit it @& chinh théi gian Iwu, tuy thudc vao ddic

tinh cla cét LC duegc sir dung).

4.2 CHtLC

Khuyén cdo sir dyng cdt pha ddo C18 dugc nhdi bing silica loai hat hinh cAu c& 5 um, chira ham
lrgng carbon Ién hon 10 %. Cét cé thd dugc bit & dAu cubi hoiic khdng va cé thé durgc 1am bing thép
khéng gi, dugc nén trdn hodc dang hdp. Két hop vdi cdt bao vé cé chira vat lidu nhdi trong tir.

4.3 B loc mang thdm nwére, c& 18 0,45 um va gidy loc logi trung binh (Whatman sé 2 hodc logi

trong duong).

4.4 Duyng cy thuay tinh

4.4.1 Pipet hodic by phan phéi ty ddng.

4.4.2 Binh djnh mdrc, dung tich 50 ml, 100 ml va 1 000 ml.
4.4.3 Ong dong chia d6.

4.4.4 Lo thay tinh phén ng, 5 ml.
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4.5 May do pH, loai k§ thuat sé, do chinh xéc abn 0,01 don vj pH.

4.6 May trdn Vortex.

5 Léy mdu

M3u gri #én phang thir nghiém phdi dung 1a miu dai dién. Miu khong bj hu héng hodic thay ddi trong
suét qua trinh van chuyén ho3c bdo qudn.

Viéc ldy m&u khéng quy dinh trong tidu chudn nay, nén Iy m3u theo TCVN 6400 (ISO 707) ™.

6 Céch tién hanh
6.1 Chudn bj dung djch ther
6.1.1 Chiét va phén tach

C4n chinh x&c 3,0 g phdn mAu thir dang bt cho vao binh dinh mirc 100 ml (4.4.2) hodc dng dong chia
a5 (4.4.3). CGng chuin bj ddng thdi mét mAu trng thuée thir. Thém khodng 80 mi nurérc (3.1) va hda
tan mAu & nhiét 44 50 °C dén 60 °C cé khudy trong 10 min. Lam ngudi dén nhiét dd méi treéng. Thém
1,0 ml thudc ther Carrez | (3.8), xoay manh binh va thém 1,0 ml thudc thir Carrez Il (3.9). Trdn va aé
yén 20 min, thinh thoang I&c ddo binh. Pha loing bdng nuéc dén vach. Trdn k§ va loc qua gidy loc
trung binh (4.3), loai bé khodng 3 mi dén 5 mi dich loc du tién va thu [dy 5 mi dén 10 mi vao lo thiy
tinh (4.4.4). Dich chiét c6 thd dwgc bdo quédn & 4 °C @én 24 h & noi téi trude khi tao din xuét.

pbi véi sira dang 18ng hodic sra pha ché sin @& ubng, can khodng 25 g va pha lofing bdng nuéc dén
khodng 80 ml. Sau dé thyre hién tiép nhu trén bét dAu doan "Thém 1,0 mi thudc ther Carrez | ...".

6.1.2 Tgo ddn xuét

Dung pipet (4.4.1) 14y cac phan 1,0 mi clia dung dich chudn hiéu chudn taurine (3.12.2), dich chiét cia
dung dich thtr va m3u tréng trong 6.1.1 cho vao c4c lo thuy tinh phdn (g 5 ml (4.4.4) riéng ré a3
dugc dan nhin. Thém 1,0 ml dung dich d&m Na,CO, (3.7), sau a6 thém 1,0 ml dansyl clorua (3.10).
Day ndp (o va trén bing cach ddo chidu. D& yén cac o ndy 2 h & noi téi & 20 °C + 3 °C, sau 1 h thi l&c
trén thém (mau vang vin tiép tyc bi nhat di do thudc thir).

Thém 0,1 ml metylamin hydro clorua (3.11) 38 két thic phadn (rng. Trdn trén may Vortex (4.6) va @é
yén noi téi cho @én khi két tia (cach khac, lpc qua bd loc mang 0,45 um (4.3)). Chuyén U mét Iveng
ctia phan dich trong ndi phia trén sang 1o thiy tinh. DAn xuét ndy c6 thé dugc bdo quan noi tdi & 4 °C
@én 48 h trude khi tach pha.



