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Weigh 100 mg of crushed sample
into centrifuge tube

+ 5 mL Ethanol containing pyrogallol
+0.5 mL 60% KOH in H,0

l Saponification at 70 °C for 30 min ‘

10 mL 1% NaCl in H,0
15 mL Hexane/Ethyl acetate =9/1 (v/v)

Shake for 5 min ‘
15mL
Centrifuge for 5 min (400xg) ‘ H_egx/a]ne\z///ithylacetate
2 times each
Collect organic layer

|
|
|
l Dry under N, stream
|
|
|

Add 1.0 g/L BHT in ethanol to 25 mL

Filtrate with membrane filter
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HPLC analysis
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System . Nexera™ X3
Column : YMC Carotenoid (150 mm x4.6 mm 1.D., 3 um)
Mobile phases A) 5 g/L Ammonium acetate in Methanol
/Acetonitrile=4/15 (v/v)
B) Ethanol
Gradient Program : B conc. 5% (0-1.00 min) - 50% (20.00 min)
-95% (20.01-25.00 min) -5% (25.01-30.00 min)
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Flow rate : 1.0mL/min

Column Temp. 2 40°C

Injection volume @ 10 uL

Detection . PDA 438 nm (Neoxanthin), 445 nm (a -carotene,

Lutein), 450 nm (8 -carotene, 3-cryptoxanthin,
Zeaxanthin), 470 nm (Astaxanthin)
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de=x7E2 IREAREE (ug/ml) HF5%E R
TAZFY T 0.094 - 2.357 0.9999
a-ARAT Y 0.094 — 2.353 0.9999
B-HBTF> 0.073 - 1.818 0.9999
B-2 T hFHFFY 0.069 — 1.728 0.9997
LTFES VT 0.093 - 2.329 0.9999
RFFYTFT 0.097 — 2417 0.9999
T~ 0.074 — 3.716 0.9999
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(https://www.mext.go,jp/a_menu/syokuhinseibun/1368931.htm)
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