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Thirc &n cong thirc danh cho tré so’ sinh — Xac dinh axit folic —
Phwong phap vi sinh

Infant formula — Determination of folic acid — Microbiological method

1 Pham vi ap dung

Tiéu chudn nay quy dinh pheong phap vi sinh G xéc dinh axit folic (axit pteroylglutamic) trong thiec an
cong thirc danh cho tré so sinh.

Tiéu chuan nay chi 4p dung dé xac dinh axit folic dang tw do.

Céac két qua cila phép thir lién phong th» nghiém dwoc néu trong Phu luc A.

2 Nguyén tac

Ham lwgng axit folic trong thirc an cdng thire danh cho tré so sinh duwgc wéc lwgng tir dd d4p rng axit
cua Lactobacillus casei.

3 Thubc thir va méi trwedng thie

Chi str dung céc thudc thir loai tinh khiét phan tich va nwéc cit hoic nuwéc cé chét lwong twong
dwong, trir khi cd quy dinh khéac.

3.1 Etanol.

3.2 Dung dich natri hydroxit (NaOH), 0,1 M.

3.3 Dung dich natri hydroxit (NaOH), 0,2 M.

3.4 Dung dich natri hydroxit, 40 % (khéi l:gng/thé tich)
3.5 Dung dich amoniac (NH,OH), (2 + 3) (ty lé thé tich).

Pha loang hai phan thé tich dung dich amoniac (ndng d tir 28 % dén 30 %) véi ba phén thé tich nwérc.
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3.6 Dung dich axit clohydric dic, ndng dd tir 36,5 % dén 38 %.

3.7 Dung djch axit clohydric (HCI), (1 + 1) (ty 1& thé tich).

Pha lodng mét phan thé tich axit clohydric d&c (3.6) véi mot phan thé tich nwoc.
3.8 Dung djch toluen.

3.9 Dung dich muél |

Hoa tan 50 g dikali hydrophosphat (K;HPO,) va 50 g kali dihydrophosphat (KH.PO,) vao 500 ml nwéc.
Thém 10 ml toluen (3.8) va bdo quan & 10 °C. Chuén bi dung dich méi sau 3 thang.

3.10 Dung dich polyoxyetylen sorbitan monooleat (polysorbat 80)
Hoa tan 25 g polysorbat 80 vao etanol (3.1) dwng trong binh dinh mirc 250 mi (4.1). Thém etanol dén vach.
3.11 Sira giy da lam trong

Cho 10 g bét sira gdy sdy phun vao 80 ml nwéc. Tron déu. Str dung may do pH (4.10), chinh dén -
pH 4,2 bang dung dich axit clohydric (3.7). Ly tdm hén hop trong mdy ly tdm (4.5) & 3 000 r/min trong
15 min @& thu dwoc I6p huyén phil trong. Gan huyén phi vao céc c6 md 150 ml (4.2). Chinh aén pH
7,0 bing cAch thém dung dich natri hydroxit. Ly tdm & 3 000 r/min trong 15 min @& thu dwoc I6p huyén
phil trong. Gan huy&n phil vao éng dong 100 ml (4.3) va pha loang bing nuéc dén 100 ml.

3.12 Dung dich dém phosphat, 0,05 M

Hoa tan 5,85 g kali dihydrophosphat (KH,PO,) va 1,22 g dikali hydrophosphat (K:HPO,) vao nwéc dwng
trong binh dinh mirc 1 £ (4.1) va pha lodng bing nuéc dén vach. Chuén bi dung dich méi hang ngay.

3.13 Dung dich chi thi xanh bromthymol

Can 0,1 g xanh bromthymol cho vao céc c6 md nhd. Hoa tan trong vai mililit etanol (3.1) dung trong
binh dinh miec 250 ml (4.1), thém 1,6 ml dung dich natrihydroxit 0,1 M (3.2) va pha loang béng nuwéc
dén vach.

3.14 Dung dich muéi dang trewong

Can 0,9 g natri clorua cho vao binh dinh méc 100 ml (4.1). Pha lodng bang nuéc dén vach va lac cho
dén khi mudi tan. Chuyén céc phan thé tich 10 ml vao éng nuéi cdy, day éng bing nit béng hodc nip
béng thép khéng gi va tiét tring 20 min & 121 °C. Chuan bj dung dich méi hang tuan.
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3.15 Dung djch biotin

Can 50 mg biotin cho vao binh dinh mtrc 1 £ (4.1) va pha loang bang 10 ml dung dich natri hydroxit
0,2 M (3.3). Khi biotin d4 tan, pha loing bing nwéc dén vach va trdn ky. Bao quan & 10 °C. Chuén bj
dung dich mi sau 6 thang.

3.16 Dung djch vitamin

Hoa tan 50 mg niacin, 71,4 mg natri riboflavin-5-phosphat (twong dwong véi 50 mg riboflavin), 50 mg
thiamin hydraclorid, 50 mg canxi pantothenat, 10 mg axit p-aminobenzoic va 10 ml dung djch biotin
(3.15) vao 150 ml nwéc dng trong binh dinh mirc 200 ml (4.1) va pha loang bang nwéc dén vach.
Thém 6 ml toluen (3.8), tron ky va bdo quén & 10 °C. Chuén bj dung dich méi sau 2 thang.

3.17 Dung dich pyridoxamin

Hda tan 14,3 mg pyridoxamin dihydroclorua vao nwéc dung trong binh dinh mirc 100 ml (4.1) va pha
lodng bang nuéc dén vach. Thém 3 mi toluen (3.8), tron déu va bado quan & 10 °C.

3.18 Ché pham tir tuy ga

Can 100 mg tuy ga khd, thém 20 ml nwéc va khudy trong 15 min. Ly tdm & 3 000 r/min trong 10 min va
st dung huyén phii trong. Chuén bj dung dich méi hang ngay.

3.19 Dung djch dém phosphat 0,05 M-axit ascorbic

Hoa tan 50 mg axit ascorbic trong 100 ml dung dich dém phosphat 0,05 M (3.12). Chuén bj dung dich
ngay trwée khi st dung.

3.20 Dung djch chuén axit folic
LU Y — Khong l&c cac dung dich chudn dwoc bao quan trong toluen.
3.20.1 Dung dich chuan géc, 500 pg/ml

Can chinh x4c Iwgng chéat chudn ddi chirng axit folic twong dwong véi 55 mg dén 56 mg axit folic da
sdy kho dén khéi lwgng khdng ddi va dugc bao quan trong binh hit &m (4.12) c6 chira phosphopentoxit
(P;0:), dit noi téi. Diing pipet (4.13) chuyén dinh lwgng 50 ml nwée vao binh dinh miec 100 mi (4.1).
Thém 2 ml dung dich amoniac (3.5). Khi da hoa tan hoan toan, pha loang béng nudc dén vach va
diing pipet thém nwéc dé thu dugce dung dich chuan géc ¢6 ndng do axit folic 500 pg/ml. Tron ki va
bao quan dung dich trong chai mau d hodc téi mau & 10 °C. Chuan bj dung dich méi sau 4 thang.

Thé tich cudi cling ctia dung dich chuén géc, V,, tinh béng mililit (ml), dugc tinh theo cong thirc sau:
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_stf,x1000_W,th
7 100500 50

Trong dé:
W, 12 khéi lgng clia ch4t chudn axit folic, tinh bing miligam (mg);
P. 13 d§ tinh khiét clia chét chudn axit folic (y tr nhan).
100 12 dung tich binh dinh mirc, tinh bang mililit (ml);
500 la ndng dd dung dich géc, tinh bing microgam trén mililit (ug/ml);
1000 12 hé sé chuyén ddi tir miligam sang microgam.

3.20.2 Dung dich chuén trung gian, 50 pg/ml

Diing pipet (4.13) I4y chinh x4c 10 ml dung dich chuén géc (3.20.1) cho vao binh dinh mirc mau 4
hoc t&i mau 10 ml (4.1), thém nuwéc dén vach va tron ddu. Bdo quan & 10 °C. Chuén bj dung dich méi
sau 1 thang.

3.20.3 Dung dich chuin lam viéc, 0,1 ng/ml

Ding pipet (4.13) 14y 1 mi dung dich chun trung gian (3.20.2) cho vao binh dinh mirc mau @ hodc toi
mau 100 mi (4.1), thém nuéc dén vach va trgn déu. Dung pipet Iy 1 ml dung dich thir nhét nay cho
vao binh dinh mirc mau dd hodic t6i mau 100 ml (4.1) khéc, pha loang bing nwéc dén vach va trdn
déu. Ding pipet 14y 5 ml dung dich thir hai nay cho vao binh dinh mirc mau db hodc t6i mau 250 ml
(4.1), pha loang bing dung dich dém phosphat (3.12) dén vach va trgn déu. Ghi nhan 1 dung dich
chun 1am viéc (0,000 1 pg/ml hodc 0,1 ng/ml). Chudn bj dung dich m&i m&i 1an phén tich.

3.21 Dung dich géc diing cho méi trirdng co ban

Bao quan tAt ca c4c dung dich & noi téi, & khoang 10 °C. Bao quén tat ca céc dung dich trir céc dung
dich c6 chira ancol trong toluene. Cac lvgng méi tredng tuong (rng ¢6 thé dwgc chusn bi.

3.21.1 Dung djch casein thiy phéan bang axit

Trdn 400 g casein khong chiza vitamin véi 2 ¢ dung dich axit clohydric (3.7) va gia nhiét & nhigt 4o héi
Ieu trong 8 h. Loai axit clohydric bing céch chung cét duéi ap suét gidm cho dén khi I6p can & dang
bt nhao. Hda tan bdt nhdo trong nwéc va chuydn vao céc c6 md 4 ¢ (4.2), sir dung téng cong
1 500 ml nwéce. Chinh dén pH 3,5 + 0,1 bing khodng 200 ml dung dich natri hydroxit 40 % (khéi
lwgng/thd tich) (3.4). Chuyén dung dich vao éng dong 2 ¢ (4.3) va pha loang bing nwéc dén vach. R6t
dung dich vao binh nén 6 { (4.9). Thém 2 ¢ nwdc. Thém 80 g than hoat tinh, khudy 1 h va loc qua gidy
loc (4.8). L3p lai viéc xt Iy bing than hoat tinh. Thém 35 ml toluen (3.8), l&c ky va bdo quan & 10 °C.
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Né&u xuét hién két tia trong qua trinh bdo quan thi loc truée khi st dung.
3.21.2 Dung djch adenin-guanin-uracil

Cho 1,0 g adenin sulfat, 1,0 g guanin ngdm mét phan t axit clohydric va 1,0 g uracil vao 50 ml axit
clohydric (3.7) néng ' (90 °C) dung trong céc c6 md 150 ml (4.2). Gia nhigt & 90 °C cho dén khi chét
rén hoa tan. D& ngudi va diing nuwéc G chuyén dinh lwong dung dich vao binh dinh mic 1 £ (4.1). Pha
loang bing nuéc dén vach va trgn déu. Thém 10 ml toluen (3.8), tron ky, va bao quan & 10 °C. Chuén
bj dung dich méi sau 3 thang.

3.21.3 Dung dich xystin

Cén 1,25 g L-xystin, tao huyén phl trong 40 ml nwéc. Thém tirng giot axit clohydric déc (3.6) trong
khi vin khudy (c&n khoang 2 ml) cho dén khi L-cystin tan. Chuyén dung dich nay vao binh dinh mirc
50 ml (4.1) va pha loang bing nwéc dén vach.

3.21.4 Dung dich mudi ll

Hoa tan 10 g magie sulfat ngdm bay phan t&r nwéc (MgS0,.7H.0), 0,5 g natri clorua, 0,5 g sét (I
sulfat ngdm bdy phan tr nwdc (FeSO;.7H.0), 1,5 g mangan sulfat ngdm mét phan t nwéc
(MnS03.H,0) va 1 ml axit clohydric d&c (3.6) vao 250 ml nudre. Thém 2 ml toluen (3.8) va bdo quan &
nhiét @5 10 °C. Chuén bi dung dich mé&i sau 3 thang.

3.21.5 Dung djch xanthin

Huyén phis 1,0 g xanthin trong 200 ml nwéc dyng trong céc c6 mé 400 mi (4.2). Gia nhiét dén 70 °C.
Thém 30 ml dung dich amoniac (3.5) va khudy cho dén khi hda tan hoan toan. Ding nwéc chuyén dinh
lwgng dung dich vao binh dinh mirc 1 ¢ (4.1). Pha loang bang nwéc dén vach va tron déu. Bdo quan
trong toluen & nhiét @ 10 °C. Chuén bj dung dich mé&i sau 3 thang.

3.21.6 Dung dich géc méi trvdong co ban

Cho 700 ml nwée vao cbe ¢6 md 1 ¢ (4.2), thém 127 ml dung dich casein thily phan bing axit (3.21.1),
20 ml dung dich adenin-guanin-uracil (3.21.2), 16 ml dung dich xystin (3.21.3), 10 ml dung dich muéi Il
(3.21.4) va 10 mi dung dich xanthin (3.21.5). Trén d&u. St dung may do pH (4.10), chinh dén pH
khoang 6,4 dén 6,5 bang c4ch thém dung dich natri hydroxir (NaOH) 1,0 M (3.2) réi pha lodng dén 1 ¢
trong éng dong chia vach (4.3). Phan phdi 200 ml dung dich vao chai polyetylen 500 ml (4.11), day ndp
va d& lanh déng. Dung dich da st dung dwrgc bdo quan dong lanh bén trong 2 thang.

3.22 MGi trieong duy tri va méi trvong nudi cay
3.22.1 M@i trwdrng duy tri
Cho 10 g trypton, 10 g dextrose khan, 2 g dikali hydrophosphat (K;HPO,), 3 g canxi cacbonat (CaCOs);

9
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1 g NF ¢ d%c tir gan (vi dy: Pharmaceutical Division, Wilson & Co, Chicago, IL, USA)", 5 ml dung dich
mudi | (3.9), 5 ml dung dich mudi Il (3.21.4) va 15 g thach vo 990 ml nwéc. Bun séi hdn hop ya khudy
cho @én khi thach tan hoan toan. Tiép tuc khudy trong khi vAn phan phéi cc phan 10 ml hén hep vao
céc 8ng nudi cAy. Day céc dng bing nit polyurethan hodc nit bong va tiét tring 15 min & 121 °C. D&
ngudi dng @én nhiét do phong & tu thé thdng dlng. Méi tredng duy tri sé gitr dwoc vo thdi han trong
vt chira kin bao quan & nhiét 46 10 °C.

3.22.2 MOl trwdng nubi cly

Cho 9,6 g méi trdng phén tich riboflavin (Vi dy: Bacto-Riboflavin Assay Medium, Difco Laboratories)”
va0 360 ml nwéc sdi va khudy ddu cho dén khi tan. D& ngudi dén nhiét 46 phang, thém 40 ml sira gy da
lam trong (3.11) va trdn k§. Phan phdi cac phan 10 ml mdi tredng vao cac éng nudi cay thly tinh (4.7),
day nSp va tiét tring 15 min & 121 °C. D& ngudi va bao quan & nhiét 46 10 °C. Chuén b méi trrdng méi
sau 3 thang.

4 Thiét bj, dung cu

St dung c4c thiét bi, dung cu thang thiedng clia phong thiz nghiém va cuy thé nhu sau:

4.1 Binh dinh mirc, dung tich 50 ml, 100 ml, 250 ml, 500 mi va 1 £, mau d6 hogc t6i mau.
4.2 Céc c6 mé, dung tich 100 ml, 150 rrﬁ, 400 ml, 1Eva 4t

4.3 Ong dong chia vach, dung tich 100 ml, 1 £va 2, c6 ndp G4y thy tinh.

4.4 Tu 4m, c6 thdng gié cudng birc hodc ndi cach thiy tudin hoan, c6 thé duy tri trong khodng nhiét
dd tir 28 °C Gén 40 °C £5 °C.

45 May ly tam, c6 thé hoat dong & téc do 3 000 r/min trong = 3 min, c6 bd phan dé dit cac éng
nghiém.

4.6 May lic co hoc, c6 thé hoat ddng 72 h véi 100 dao dong dén 200 dao dong theo phwong ngang
trong 1 min, c6 thé chra 100 éng nghiém.

4.7 Ong nudi cdy, bing thay tinh cing, c6 nép van bing thép khong gi, kich thudc 18 mmx 150 mm.
4.8 Gidy loc, loai gép nép.

4.9 Binh nén, dung tich 6 L.

Y Pay 13 vi dy v& c4c san pham thich hgp ¢6 ban sdn. Thong tin ndy dwa ra tao thudn tién cho ngudi st dung tidu chudn va
khéng 4n dinh phai st dung c4c san phim nay.

10
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4.10 May do pH.
4.11 Chai polyetylen, dung tich 500 ml.
4.12 Binh hat 4m, chra chét 1am khd hiéu qua.

413 Pipet.

5 Lay mau
Viéc 14y miu khéng quy dinh trong tiéu chuan nay.

M3u giri d&n phong thtr nghiém phai ding 12 mAu dai dién va khéng bi hw hdng hodc thay déi trong
qua trinh van chuyén hoac bao quan.

6 Cach tién hanh
6.1 Chuén bj chiing gbc ctia sinh vt thir nghiém

CAy dam séau ba éng méi truwdng duy tri (3.22.1) tir chiing géc thudn khiét ctia Lactobacillus casei
(vi du: American Type Culture Collection [ATCC], 10801 University Blvd, Manassas, VA 20110, USA
No. 7469)?. U trong 24 h & nhiét db 37 °C, ghi nhan 12 chling cdy hang thang va bao quan & nhiét do
10 °C. Tir mét chling cy hang thang, cdy bdn éng méi truedng duy trl, G trong 24 h & nhiét 3 37 °C va
ghi nhan 1a chiing c4y hang tudn. Méi tuin ciy bén hodc ndm éng mdi truedng duy tri tir ching céy
hang tudn, U trong 24 h & nhiét dd 37 °C va ghi nhan la ching cdy hang ngay. St dung chiing ciy
hang ngay d& chudn bj dich cdy. Vao dau cac thang tiép theo, hang thang cdy ba chiing cdy méi tir
cac chiing cdy hang thang khéng s dung chiing cdy tir chiing gbc méi.

6.2 Chuén bj dich ciy

Nudi 6ng méi treerng nudi cdy (3.22.2) chira céc té bao ciia chiing cdy hang ngay (6.1) va G tir 16 h
dén 20 h & nhiét do 37 °C. Ly tam éng mai trwdng nudi cdy 10 min & 2 000 r/min trong diéu kign vé
tring dé thu dugc 16p ndi phia trén, loai bd 16p ndi phia trén va céc té bao lo Irng béng céach lac trong
may lac co hoc (4.6) hodc xoay trong 10 ml dung dich mubi déng trwong (3.14). Lap lai cac buéc ly
tam, loai bd |6p ndi phia trén va cac té bao lo Ilrng hai 1&n. Thém 1 ml huyén phii cudi cling vao 10 mi
dung dich mudi dang treong, l&c déu dé thu dwgc huyén phit ddng nhét va st dung lam dich céy.

? Pay la vi dy v& san phim thich hgp cé ban san. Théng tin nay dua ra tao thusn tién cho ngudi sir dung tigu chudn va
khéng 4n dinh phai sir dung san phdm nay.

27 |
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6.3 Chuén bj dung dich thir

D6i v6i san pham dang bdt, can chinh xac mAu thir chira khoang 5 pg axit folic cho vao céc c6 mé
100 ml (4.2). Hoan nguyén trong 25 ml dén 30 ml nwéc va chuyén dinh legng vao binh dinh mirc
100 ml (4.1). Pha lodng béng nuédc dén vach.

D6i véi san phdm dang 16ng, diing pipet (4.13) Iy mét thé tich chira khodng 5 g axit folic cho vao
binh dinh mirc 100 ml (4.1). Pha lodng bdng nwéc dén vach. (Dung dich m&u thir chira ndng d6 axit
folic khoang 0,05 pg [50 ng)/ml).

Duing pipet 4y 1 ml dung dich mAu thir da pha lodng va 1 ml ché pham tir tuy ga (3.18) cho vao éng
nudi cdy cé nip van (4.7) va tron déu. Thém 18 ml dung dich dém phosphat 0,05 M-axit ascobic (3.19)
va 1 ml toluen (3.8). Tron déu.

Di véi enzym va mAu tréng thuéc thir, ding pipet 14y 1 ml nwéc va 1 ml ché phdm tuyén tuy ga cho
vao bng nudi cdy cé nép vén va tron ddu. Thém 18 ml dung dich dém phosphat 0,05 M-axit ascorbic va
1 ml toluen. Trdn déu.

U cac éng mAu thir va cac ng mau trdng 16 h & nhiét do 37 °C. Tiét trung 10 min & nhigt 4§ 121 °C
va ly tam 10 min & 2 000 r/min d& thu dugc 16p ndi phia trén trong. Pha loang Iép ndi phia trén voi
dung dich dém phosphat 0,05 M-axit ascorbic (3.19) d& thu dwoc thé tich cudi ciing V; cia dung dich
chuan géc (3.20.1). Ghi nhan 1a dung dich thir.

6.4 Chudn bj cac 6ng nghiém phan tich
Lam sach ky cac ng nghiém va dung cu thly tinh can thiét khac béng céch thich hop

CHU THICH Sinh vat thir nghiém rét nhay vé&i mot legng nhé cac yéu t6 tang trudng va nhidu chét tiy rira. Do d6, tét nhét
1am sach c4c dung cu thiy tinh bang c4ch gia nhiét tir 1 h @n 2 h & nhiét 6 khoang 250 °C.

Chuén bi cac éng nghiém chira dung dich chuén lam viéc (3.20.3), nhu sau: Cho (cho I3p lai hogc cho
hai 14n) 1an lwot 0,0 mi (@i v&i mAu trdng khang duwoc ciy), 0,0 ml (déi véi mu tring dugc céy),
1,0 ml, 2,0 ml, 3,0 ml va 4,0 ml dung dich chudn lam viéc vao cac éng nghiém.

Chu3n bj cac éng nghiém chira dung dich thi (6.3) nhw sau: Cho (cho I3p lai hodc cho hai lan) lan
Iegt 1,0 ml, 2,0 ml, 3,0 ml, va 4,0 ml dung dich thér vao cé&c éng nghiém .

Thém dung dich dém phosphat (3.12) vao tirng éng nghiém chira dung dich chuén va dung dich thir
dén 5,0 ml. Thém 1,0 ml dung dich vitamin (3.16) va 0,8 ml dung dich pyridoxamin (3.17) vao chai
chira 200 ml dung dich géc méi trwéng co ban (3.21.6) va trén ky. Thém 5,0 ml méi tredng nay vao
tirng 6ng miu thir va dng dung dich chudn. Pay cac éng bang cach thich hop @& tranh nhiém ban vi
khun va tiét tring trong 10 min & 121 °C. LAm ngudi nhanh @& gidm thidu sy tao mau. Thuc hién c4c

12
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bién phap phong nglra d& khéng lam thay ddi cac diéu kién tiét tring va lam ngudi trong qué trinh phan
tich. Dat cac dng qué khit trong ndi hap hoc ndi hap bi qua tai c6 thé 1am thay @di téc d gia nhiét.

Céy V6 triing 1 giot dich cAy vao tirng 6ng, trir mdt bd cac dng dwgc cho I3p lai (hodc cho hai Ian)
chira 0,0 ml dung dich chudn (mau trdng khdng dwoc cdy). U tr 60 h dén 72 h, & nhiét d6 tr 28 °C
dén 40 °C + 0,5 °C. Céc éng nghiém bj nhidm sinh vat ngoai lai bt ky sé 1am mét hiéu lyc clia qua
trinh phan tich.

6.5 Xac dinh

Trwée khi x4c dinh d§ dap ng, kiém tra tirng bd éng nghiém béng mét thudng. Cac mau tring khong
dwoc cay phai trong; cdc méu thir va dung dich chuén phai khdng chira cac sinh vét khac véi sinh vat
thtr nghiém. Chuén dd c4c lwgng chira trong tirng éng bang dung dich natri hydroxit 0,1 M (3.2), st dung
dung dich chi thj xanh bromthymol (3.13), hoac st dung may do pH (4.10) chinh dén pH 6,8. Khi x4c dinh
dd pH, doc céac gia tri pH chinh xac dén 0,01 don vi pH, sau khi 0. pH ctia dung dich chuén & miec 5,0 ml
thwrdng th&p hon pH clia méu triing duoc cdy tir 1,0 dén 1,5 don vi pH. Khdng tinh dén c4c két qua phan
tich néu dd chuén ctia mau trdng dwoc cdy Ién hon 1,5 ml so véi d§ chudn clia mAu tréing khong duwoc
céy. Do chuén ciia dung dich chuén & mic 5,0 ml thuwdng & khodng tir 8 ml dén 12 ml.

Dwng dwdng chudn ndng d dung dich chun-ds dap (rng bing cach vé cac gié tri chuén @9, tinh bang
mililit dung dich natri hydroxit 0,1 M déi véi tirng mirc dung dich chudn da dung so véi lwgng chét
chuén déi chirng chiva trong céc éng twong trng.

X&c dinh lwgng axit folic dbi véi tirng mirc dung dich thi bing phwong phéap ndi suy tir dwéng chuén.
Loai bd cac két qua cla tit ca cdc dung dich mAu thtr c6 dd chuén nhd hon 0,5 ml hodc Ién hon 4,5 m.

7 Tinh va biéu thj két qua

Déi v6i trng mirc cha dung dich thir da ding, tinh ham lwgng axit folic trong méi mililit dung dich this.
Tinh gia trj trung binh clia céc gia tri thu dwoc tir cac éng sao cho céc gia tri thu dwoc tir cac 6ng
khéng I6n hon hodc bing15 % gi4 trj trung binh nay. Néu sé cac gia tri chdp nhin dwoc con lai nhd
hon hai phan ba sé c4c éng ban dau da dung trong bdn mac dung dich thr, thi di liéu 1a khong du dé&
tinh hiéu lwc clia mau. Néu sb cac gia tri chdp nhan dwoc con lai 1a Ion hon hodc bing hai phédn ba sb
6ng nghiém ban d4u, thi tinh ndng d6 axit folic trong phan mau thir tir gia trj trung binh néu trén.

Nong db axit folic trong phdn méu thir dang 1dng dé ding ngay, C, tinh bing microgam trén 100 mililit
(1g/100 ml), duwgc tinh theo Cong thirc sau:

c (XxD- EB)x100x R
1000 xQ
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Trong dé:

X 14 gia trj trung binh clia néng @6 axit folic trong dung dich thir, tinh bang nanogém trén
mililit (ng/ml);

D 14 hé sb pha loang dya vao 1 ml méu thir pha lodng dwec U véi ché phdm enzym, tinh
béng mililit (ml);

EB la néng d axit folic trong mAu trdng chi*a enzym, tinh bing nanogam trén mililit (ng/ml);
Q 14 khéi lwgng hoac thé tich phdn mau thir, tinh bing gam (g) hodc mililit (ml);

R 1a phdn mau thr hoan nguyén can dé pha loang dén 100 ml cla thirc &n céng thirc dang
I6ng, tinh bing khéi Irgng hodc thé tich.

100 14 hé sb chuyén dbi tir nanogam sang microgam;

1 000 14 hé s6 chuyén ddi tir gam sang microgam.

8 Bao céao thir nghiém

Bé4o cdo thir nghiém phai bao gdm céc théng tin sau:

a) moi thang tin cin thiét d& nhan biét day Gt méu th;
b) phwong phap I4y miu da s dung, néu biét;

c) phwong phap da st dung, vién dan tiéu chuén ndy;

d) moi thao tac khéng quy dinh trong tiéu chuén nay, hoic dwoc xem Ia tly chon, cling v&i moi tinh
huéng bt thwedng cé thé anh hwdng dén két qua thir nghiém;

e) két qua thir thu dwoc;

f) néu kiém tra do 13p lai thi néu két qua cudi cuing thu duoc.

14
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Phu luc A
(Tham khao)

Phép thir lién phong thir nghiém

Cac két qua clia phép thir lién phong thir nghiém chdp nhéan dwoc cta phirong phap dugc néu trong
Bang A.1.

Bang A.1 - Cac két qua lién phong thir nghiém vé phép xac dinh axit folic

trong sira cong thirc danh cho tré so sinh dang léng dé dung ngay

Chat D4 thu hdi Do léch Hé sé bién Do léch Hé sb bién
phan tich trung binh chuan I3p lai | thiénl3dplai, | chudntailap | thién tai lap,
po/l (s) (RSD)), (sr) (RSDg)
% %
Axit folic 173,1 16,2 9,35 44,0 25,44
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