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# 6.
Analytical method (1)

Human milk

Lipid extraction(Mojonnier procedure)
I
Silicic acid colum chromatography
(Silicic acid 12g Mallinckrodt’s 100 mesh)

Simple lipid
Chloroform:Methanol 49:1(vsv)

Compound 1ipid
Chloroform:Methanol 4:1(v/v)
1:4(vsv)



Analytical method (2}

—— Thin layer chromatography (TLC)
(0.5mm layer of silica Gel G type 60 resolved in water)

Developed with
Simple 1lipid
Ethyl ether:Hexan:Acetic acid 40:60:1(v/v/vV)
Compound -1ipid
Chloroform:Methanol :Water 14:6:1(vsv,v)

Sprayed with Hz50s
Heated 90min at 120°C

Densitometric analysis

Methylation with BF3CHzOH

Gas liquid chromatography (GLC)

% 8.
Analytical method (3)

Fatty acid distribution of tryglycerids(TG)

TG
!
Hydrolysis
0.1M Tris buffer solution
2.2% CaCl:
0.05% Gall powder
|
Lipase from Hog pancreas
' . . ”
‘ Ethyl alcohol
6N HC1
TLC
|
GLC
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Lipid composition of human milk
Colostrum LT M.M

F S(1) S(2) F S(1) S(2) F S(1) S(2)
MG tr tr tr tr tr tr tr 3.5 tr
DG 14.8 12.3 5.0 {10.7 12.8 14.6 3.3 16.9 8.3
FFA 4.3 tr tr tr 2.9 3.8 tr 15.2 tr
TG 80.9 87.7 95.0 {89.3 84.3 81.7 [96.7 64.5 91.7
SM 11.8 4,2 6.3 9.5 fr 7.3 [19.2 19.0 30.0
CPG 46.2 31.5 1.3 la7.4 19.2 34.0 |19.2 22.9 123.8
EPG 42.0 64.3 92.5|43.1 80.9 58.7 |61.5 58.2 46,3

T.M. Transitional milk
M.M. Mature milk

F. Fresh

S(1) Stored at -10 C
S(2) Stored at -80 C
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Fatty acid composition of TG
Colostrum T.M. M.M,
F S(1) Ss(2) F S(1) S(2) F S(1) S(2)
10:0 tr - 0.6 tr 1.7 1.8 tr 2.6 2.2 1.9
12:0 5.4 5.2 5.1 9.3 7.8 9.8 114.0 13.8 14.6
14:0 10.4 10.0 10.2}10.9 11.1 11.6 |16.0 19.0 17.2
16:0 27.2 21.9 26.5|22.8 22.8 23.7 |[16.4 16.6 17.2
16:1 4.6 5.4 .4 6.3 6.4 6.0 2.7 2.8 2.8
18:0 4.8 5.8 .8 4,0 4.9 4.8 2.1 2.7 2.5
18:1 31.7 "30.2 31.21)28.8 29.2 30.0 |24.7 25.2 23.7
18:2 16.0 17.9 15.5 13.9 14.0 14.1 ]119.7 16.0 17.8
18:3 tr 2.0 tr 2.4 2.0 tr 1.9 1.9 2.3
4. TG@ﬂ&@%@%%ﬁﬁ(ill)]620ﬂ§<.]8JO,]811ﬁ@$T&%o
#£11.
Fatty acid composition of hydrolytic MG
Colostrum T.M. M.M.
F S(1) S(2) F S(1) S(2) F S(1) S(2)

10:0 tr tr tr tr tr tr 0.9 tr tr
12:0 S.1 1.3 3.5 8.9 9.6 tr 14,3 10.4 14,0
14:0 13.8 11.3 13.6 {16.1 10.6 12.7 |27.9 30.6 28.6
16:0 36.2 43.7 49.1142.2 57.1 54.4 |37.8 43.5 38.8
16:1 .6 2.9 4.5{ 6.2 .2 5.1 2.7 7 2.4
18:0 8.6 8.7 5.1 5.2 .3 .1 1.5 .9 2.7
18:1 23.9 19.9 16.01 14.6 .3 15.3 6.9 .3 8.3
18:2 .2 9.3 8.3 6.8 .0 .4 7.5 .7 5.2
18:3 .8 tr tr tr tr tr 0.5 tr 0.5
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i3 2 HSLC  Analysis
Column JASCOSIL SS — 05 4¢ x250mm
Model JASCO FLC — A700
Detector JASCO FP - 4
Wave Length EX: 298nm
‘ Em 325am
Eluent n-Hexan/Isopropylether
90 / 10 '
Inj.Volume 20,41
Pressure 25kgmm
Temp. RT ‘c
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CHROMATOGRAN

Date
Nodel JASCO  FLC ~ AT0D
Netector JASCO FP—4
Column JASCO  S505-250
wave Ex 106as Pa S25nm

SOLVENT

Eluent a-Heasn /195 90/10 o -To0C
Flow Rate 1,0mi/Min
Sensitiv x

Range  200mV
Chare.5p Smhin

Fressure 5kg ca . SAWLE HMAY MELK
tesp. RT ¢ - A .
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