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Sira — Xac dinh cac chat khir protein — Phuwong phap quang pho

Milk — Determination of protein-reducing substances — Spectrophotornetric method

1 Pham vi ap dung

Tiéu chudn nay quy dinh phuong phap quang phd dé xac dinh cac chét khir protein trong sia.

2 Thubc the

Chi st dung cac thudc thl loai tinh khiét phan tich va nwéc dugce st dung 18 nwdc cat hodc nude co

chat lwgng twong dwong, trr khi cd quy dinh khéc.
2.1 Dung dich dém phthalat, pH 5,6
Hoa tan 2,0 g natri hydroxit trong nwée va pha loang Gén 250 ml.

Hoa tan 10,2 g kali hydro phthalat trong nuéc va pha loéng dén 250 ml. Tron 159 ml dung dich natri
hydroxit v&i 200 ml dung dich phthalat va pha loang dén vach mirc 800 ml. Chinh dén pH 5,6 bang
cach bd sung dung dich natri hydroxit hodc dung dich phtalat.

2.2 Dung dich kali ferixyanua [K;Fe(CN)g], 1 %

Hoa tan 10 g kali ferixyanua trong nwéc va pha loang dén 1 lit. Néu dung dich xuét hién mau xanh |3 cay

hodc cé két tia mau xanh nuwoc bién thi loai bo. Chudn bj dwéng chudn méi stk dung mé thude thlr méi.
2.3 Dung dich sat (lll) clorua (FeCly), 0,1 %

Hoa tan 0,1 g hodc 0,1 ml sat (lll) clorua ngdm 6 phan t& nwéc da héa long bang 100 ml nwoc.

Chuén bj dung dich mai hang ngay.
2.4 Dung djch ure bao hoa

Hoa tan 600 g ure trong nudc, 1am am nhe va pha loang trong binh dinh mic dén vach 1000 mi.

Dung dich ¢6 néng d§ 10 M.
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2.5 Dung djch axit tricloroaxetic, 10 % (khdi luong/thé tich).

Pha loang 10 g axit tricloroaxetic vao binh dinh mirc 100 ml va pha loang bing nuéc dén vach. Trén ky.
2.6 Dung dich axit axetic (CH;COOH). 5 % (khéi lvong/thé tich)

Hoa tan 5 g axit axetic bang vao binh dinh mirc 100 mi va thém nwée dén vach. Trén ky.

2.7 Dung djch kali feroxyanua ngam 3 phan tir nwéc.

3 Thiét bj, dung cu

S dung cac thiét b, dung cu phong thir nghiém va cy thd nhw sau:
3.1 Ong li tam, dung tich 50 ml, hinh nén.

3.2 May quang phé.

Dung trong dai kha kién, cé bd cuvet Corex 10 mm thich hep.

3.3 Binh djnh mirc, dung tich 100 ml.

3.4 Dua khudy bing thay tinh.

3.5 Gidy semilog (ban logarit).

3.6 Pipet.

3.7 May li tdm, c6 thé li tdm véi tbc dd 1000 r/min dén 1500 r/min.
3.8 Néi cach thuy.

3.9 Gidy loc Whatman sé 40, dwong kinh 11 cm hodc loai twong duong.
3.10 Binh hing.

3.11 Ong nghiém.

4 Lay mau

Mau glti dén phong thir nghiém phai dung 1a mau dai dién va khong bj hw hdng hodc bién ddi trong
subt qua trinh van chuyén hoac bao quan.

Bdo quan mau thir tot nhat & khoang nhiét dé 1a 3 °C. Khdng nén déng lanh hodc cap déng mau thir.



TCVN 9526:2012

5 Cach tién hanh
5.1 Chuan bj dung dich thir mau tring

Pha loang 3 ml dung dich ure b3o hoa (2.4) bang nuéc dén 15 ml. Thém 5 ml dung dich dém
phthalat (2.1), 5 ml dung dich kali ferixyanua (2.2) va 5 ml dung dich axit tricloroaxetic 10 % (2.5).
Tron ky béng daa khuay (3.4).

5.2 Chuén bj dwong chuén

Ngay trwéc khi str dung, can chinh xac 0,1147 g kali feroxyanua ngam ba phan t nwéc (2.7) va pha
loang bang nwéc dén 1 lit. Pha loang tlr 50 ml dén 100 ml trong binh dinh murc (3.3) (1 ml dung dich da
pha loang chira 0,05 mg kali feroxyanua). Dung pipet (3.6) l4y 1&n luot cac thé tich sau: 0; 0,5; 1,0; 1,5;
2.0: 2,5: 3,0: 3,5 va 4 ml dung dich pha loang cho vao mét day gém chin éng thir nghiém khé, sach.
Thém nwéc vao tirng 8ng sao cho tdng thé tich cé dwoc 1a 5,0 ml. M3i dng bd sung 5 m! dung dich thir
mau trang (5.1).

& nhirng khodng th&i gian thich hep, thém 1 ml dung dich sét (111} clorua (2.3) vao tirng éng, tron va cir
sau chinh xac 10 min lai doc két qua trén may quang phd (3.2) ma gia tri d6 hép thu & budc séng 610
nm da duwoc xét véi 100 % T, voi dung dich kiém soat [0,0 ml dung dich kali feroxyanua (2.7)]. D¢ng
dudng chudn clia % T theo s miligam kali feroxyanua (2.7) trén gidy semilog (3.5).

5.3 Xac djnh

CHU Y: Phép phan tich phai duoc tién hanh trong ciing ngay. Khang cho phép dé mau qua lau sau khi
lam ngudi va sau khi lpc. Trong qua trinh xac dinh trong phong tht nghiém, khéng dwoc cd cac khi co

tinh khir [hydro sulfua, clorua, axit nitric, v.v..].

Tron kj mau thi bing cach rét qua lai vao cac vét chira @& ddng héa mau. Dung pipet (3.6) lay 15 ml
phan miu thlr cho vao 6ng li tam 50 ml (3.1) c6 chi¥a 15 ml nwérc. Thém 3 ml dung dich axit axetic 5 %
(2.6), khudy k§ va cho li tam 5 min trong may li tam (3.7) & téc dd li tam 1 000 r/min dén 1 500 r/min. Gan
16p phia trén chét két tda. Rira phan két tia hai 1&n bang 15 ml nuéc, ding dia khudy (3.4) dé tron ky
chét két tha. Li tam 5 min va gan.

CHU THICH Khi c6 mét lugng nhd vang sGa phia trén thi co thé bj bd qua néu phan mau thir chira nhiéu cream, khi vang
sira phia trén gay kho khan cho viéc gan phan két tla, thi logi bd phép thir va trén ky lai phan mAu thé.

Cho 3 ml dung dich ure bao hoa (2.4) vao phan két tia va vao éng li tam sach lam mau trang, sau do
pha lodng béng nudc dén 15 ml. Khudy manh va thém 5 ml dung dich dém phthalat (2.1), 5 ml dung
dich kali ferixyanua 1 % (2.2) rdi khudy. D&t hdn hop vao ndi cach thly (3.8) & nhigt @4 70 °C trong

dung 20 min va lam ngudi trong nwéc da.
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Sau khi hén hop da ngudi. thém 5 ml dung dich axit tricloroaxetic 10 % (2.5), khudy va loc qua gidy loc
(3.9). Dung vai mililit dich loc dAu tién dé rira thanh va day cla binh hirng (3.10) va loai bo. Loc phan

dung dich con lai va cho chay hét, sau d6 loc lai néu vin con vén duc.

Cho 5 ml nuéc vao éng nghiém (3.11) khd, sach va thém 5 ml dich loc da trong. Thém 1 ml dung dich
st (I1l) clorua 0.1 % (2.3) dé tao mau. Khuéy va dé yén 10 min. Doc két qua trén may quang pho (3.2)
da duoc cai dat dé doc 100 % T & budc song 610 nm so véi mau tréng. Véi mét day mau thir, dinh ky
thém dung dich sét (IIl) clorua 0,1 % (2.3) va doc sau ding 10 min.

6 Tinh kétqua

Ham Iwong céac chét khiv ¢6 trong mau ther, tinh theo sé miligam kali feroxyanua trén 100 ml stra, dwoc
tinh theo cdng thirc:

Trong dé:
w 1 khéi lwong kali feroxyanua xac dinh duoc tir dudng chuén (xem 5.3), tinh bing miligam (mg);
V, la thé tich phan mAu thir dugc st dyng, tinh bang mililit (ml) (V; = 15 ml);
V, la thé tich dich loc cudi ciing thu dwerc, tinh bing mililit (ml) (V, = 30 ml);

V, 1athé tich dich loc st? dung d& do quang phd, tinh bang mililit (ml) (V3 =5 ml).

7 Baéo cao thir nghiém

Bao cao thir nghiém phai ghi ré:

a) moi thdng tin cAn thiét d& nhan biét ddy dd vé& mau thi;
b) phwong phap &y miu da st dung, néu biét;

¢) phuong phap thir da s dyng va vién din tiéu chudn nay;

d) moi thao tac khdng quy dinh trong tiéu chun nay, hodc tly chon va cac chi tiét bit thwong khac co
anh hwdng téi két qua;

e) két qua thir nghiém thu duoc.
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