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Analysis of Aflatoxin By, B, Gi and Gz in Kakkonto Using Nexera-i and RF-20Axs
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Analysis with Trifluoroacetic Acid Derivatization
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BEAEABRZPIMBHMESZIRERRFRITHN. HPLC Analytical Conditions
& 2 ATAIELSE. A RRAAAHREHERIEITERSR 1388 : Nexera-i
s ‘i : Shim-pack FC-ODS
HERHIT. FRAREEME “AFLAKING” GEIHSIERTHIE) 3k (150 mm L x 4.6 mm 1.D,, 3 um)
37 . . =l —
B2, 5 T AR R R MR B B R S IAE] 0.25 ng/kg R DA RRICR=6/3/1 /vl
o 7w EESER. (SR AL RI[EF2F  : A.Conc/B.Conc = 100/0 (0.00-15.00 min)—
(B2 1ug/ky) , AMTEBMESEMERR, FIRREERE 10/90 (16.00-23.0 min)— 100/0 (24.00-34.00 min)
EZHENFRAEREER 1/10, ;ﬁﬁ : 2:OCmL/min
R : 40 °
HEEAEFR 200
N s v . . _ RS : RF-20AXS, Ex at 365 nm, Em.at 450 nm
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. . 45007 1. Aflatoxin Gz (G1)

<— (Aflatoxin standard solution) 20001 2 Aflatoxin B (8:)

P [ - 3. Aflatoxin G;

4 mL acetonitrile/water/methanol = 6/4/1 (v/v/v) 35004 4. Aflatoxin B.
Shake for 30 min 30003 4
2500 4
l 3
. 2000 2

Centrifuge 15009 1

l 10009
(2 mL) : up to 50 mL with 5004
4 % polysorbate 20 in phosphate buffered saline O_JLM/\__/\_,_;

00 10 20 30 40 50 60 70 80 90 100 11.0 120 min

(50 mL)
B3 B#RA TFA fTE W HPLC £
(k7: AMBFRERR, TH: KFMW
Clean-up with immunoaffinity column “AFLAKING” Chromatogram of Kakkonto After TFA Derivatization
l (Upper: With Standard Solution, Lower: Without Standard Solution)

Elution by acetonitrile (3 mL)

A J

Evaporation by N2 gas
< 0.1 mLTFA

A J
Standing in dark at room temperature
for 15 min.

&« 04mL
| water/acetonitrile = 9/1 (v/v)

HPLC

E2 FAESE

Pretreatment Procedure
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Analysis by Direct Detection
BRAEMBEER BN G WTOLBERR, ERMRFEASR
B RTSHARMES RF-20AXs, M THATHTE WEN AT E#EHEITH
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e & LAE Shim-pack XR-ODS 11 LA4EE 5 4B 8] . [B] 4 A3 4T TFA
TEULEMEESMEMESERETENER (SHHEME

FRERE: 20u9/L) ; B 5 ARRETHSNER (EHEHE
BEKE: 01pg/l) ; R2ADEHF. 01 /L WEHES S

By RIS EFAEIIRERE (n=6) 7 2.6%. LA, REFH
RF-20Axs, FEiRiT TFA #HITITE N BEBISREE. MA,
5 TFA T 4LABEL, FT4RFE ALY 1/3 RIS ARRTIE]. B 6 ARFME
HIESRIREE 01~20 ug/L SEERIFRELZ . BERTH, 4 #K
SRR X REIITE R=0.9999 Wl b, RAALMRLTF.

mV
150
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130
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110
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1. Aflatoxin Gz

2. Aflatoxin G

1 3. Aflatoxin B.
4. Aflatoxin B,

T T
00 05 10 15 20 25 30 35 40 45 50 55 min

4 RMBSHIVERRNEIZE —EEEN UHPLC £
(& 20 ug/L, 10uL)
Chromatogram of Aflatoxin Standard Solution
by Direct Detection - UHPLC Analysis (each 20 pg/L, 10 pL)

mV
080 ] Wiz
0.75 7 :
3 1. Aflatoxin G
%2 UHPLC &M 070 ] 3 ot & ' }
UHPLC Analytical Conditions 065 3 3' Aflatoxin Ba
e : Nexera-i g‘gg 1 4. Aflatoxin B
ikt : Shim-pack XR-ODSII 050 1
(100 mm L x 3.0 mm 1.D., 2.2 um) 0.45 ]
RSN : ATk 0.40
: B;FAEE 035 3
Gz
RIEF2F  : AConc/B.Conc/C.Conc = 65/30/5 (0.00 - 5.50 min)= gig ]
15/5/80 (5.51-7.0 min)=» 20/80/0 (7.01-9.00 min)= 015 7
65/35/5 (9.01-12.00 min) 010 1
;‘ﬁjz : 1.00 mL/min 0.05 1
iR 1 50°C 0.00
brig =20 AU [V [ E S— ——
01006 05 10 15 20 25 30 35 40 45 50 55 min
5 HWBFHRMERRNGIZE - BB UHPLC £
(& 0.1pg/Ly 10uL)
Chromatogram of Aflatoxin Standard Solution
by Direct Detection - UHPLC Analysis (each 0.1 ug/L, 10 pL)
Area (x1000) Area (x1000) Area (x1000) Area (x1000)
650 1000 140
600 Aflatoxin Gz 507 Aflatoxin Gi 900 Afatoxin B: 1304 Aflatoxin B
5501 R20.9999 451  R:0.9999 R%0.9999 1209 R0.9999
500 800 110
m g
400
600 7
350 301 80
300 251 500 Zg
250 201 400 7 0
200 154 300 20
150 1 30
100 101 200 o
50 51 100 1 10
0 0 0
0 5 10 15 20 0 5 10 15 20 0 5 10 15 20 0 5 10 15 20
Conc. Conc. Conc. Conc.

B 6 EESRIOERROIRERZ —EZRN (F 0.1~20pg/Ly 10 L)
Aflatoxin Standard Solution Calibration Curves - Direct Detection (each 0.1 to 20 pg/L, 10 pL)
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5 TFA TR KIS BRER, RESEABRADTMAME 8 ABMFMININGER; &2 ASWEM. BT, B
SFERBRHITON. B 7 ATMLELE. L BERER fEfEM T eEit, FRMESE G M B 2 ENRTFERRIE,
RIETEFAE AFLAKING (JEIABIMERTHIE) LAERRFAER. FHIRTH BEERMESRESESE. MA, BEENTELLF, B4
AR LSREE 2 #8E. RNRMBERITERRE, EEHF SIS EBREE 12 578,

MmN EMEHESROAIAES 025 ug/kg (B8 1ug/kg) , fE
REEE R E R E AR EIREER 1/10.

uv
3250
3000 Wig
2750 1. Aflatoxin G;
2500 2. Aflatoxin G
2250 3. Aflatoxin B, 3

2000 4. Aflatoxin B, 1

<— (Aflatoxin standard solution) 1750

< 4 mL acetonitrile/water/methanol = 6/4/1 (v/v/v) 1300 \

1250

1000
Shake for 30 min 750 2 4
l 500 A )
250

Centrifuge O_AN“—_M_,__A_._W“.

(2mL) : up to 50 mL with 00 05 10 15 20 25 30 35 40 45 50 55 min
4 % polysorbate 20 in phosphate buffered saline

l [E 8 7 UHPLC RHTHEMRIAHITEEENAILER
(50mL) (k7 RMERERR, TH: RKHEM

Chromatogram of Kakkonto by Direct Detection—UHPLC Analysis
1 (Upper: With Standard Solution, Lower: Without Standard Solution)

Clean-up with immunoaffinity column “AFLAKING”

!

Elution by acetonitrile (3 mL)
A
Evaporation by N; gas

0.5mL
water/acetonitrile = 9/1 (v/v)

3
UHPLC

E7 TSR

Pretreatment Procedure

* BHHMESEAGWEIMNENBUREKBRPRMTHE AT, &
R AR 18 A RORE SRR A 25E R VIR IR B A8 B I R A S .
(1) (ETEERUNBESENASNLIE) (2011438310, BXR
L% 033158 5%5)
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0816 552 5)
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@ 53 o . = * RARREHATHEEENR. 5. HE;
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http://www.shimadzu.com.cn mELE, BAFITERMN.
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400-650-0439 FE—REITH: 200641 8
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