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FLL Xo-28 F1 Xo-10sF/KRLODHILOQ; *f T OELISARFIEL, 733 LL xo+2s Al
Xo+10sFE/RLODHILOQ. H 45—l (Sl PUR . Hik S AN,
FE 7= S FE R MR om e Ak, BRI S RS A A H . AbrdEidid



VL1063 25 R I S ME k2 (BR3R5) PR =R, DALEUE I8 I bR il 28
TR AT BRI, BA K Bl S F At il 28 o eIk Z,  BIALOD (LOQ)
3.4.4 BEE

FRIEGBI/T 6379.1-2004/ 1SO 5725-1:1994 il & /7725 45 T o 5 CIERAJE 50
BRD LAY BNEE ) KR EE R ARTERE FAF T BAHAL AR S
ISR, Fon IR EE I, AR e R, B
(IR 25 FEAS— 5 BEARIE = O HER I . RRIR STk, P b 22 A28 7 R BRI 58
MIRE . BRAK (CV) #E CONtriE SHBEMILE, DEsfFR, TR
KRB R IIFEA,  FLI e (8 RS 2 BRI . IRIEIEE S Tk R, FEHE 5
DRt ARG PRI (RS 25 B2, 73 0l A S P9 28 S SR ORI [B) A8 e RAGR R . HIEAR 5
FRER [ — W R — RSP AT I E B A, AR R R R ) — R R TEA
(IR 53 A r il v ) P B o AT APl 2 P88 2 28 71 0o [R] — A = 0 1 g
B2 A S g 45 R 4a bR, VP ISR G T i h ) E N A . AR R
R[] — Sz, Fh Al — 3 G AR B 4 CFE [ —BRBFLAR D, 3% AR R A
W7, TR R I TR Py St [ — At G S 0 e 6 R TR 1) — SR B o kIR RG 5
FEARTEANF LI 5, B A F AR U AR F 1, S R 7 i, x e —
WM G HEATSSL I e 25 R — B B EAEASE: B—iXH&,
AFEERZ I F—alG &, Bk, ARsmE E: F—ilAE, R,
[Fl—skdn s, AEEEEZW; F—lfaE, F—fRk, F—8#EE ARHAAR
[ FsF [1) 22 1) 55 ) R A il 45 2

IRYEGBIT 27404-2008 St ‘s o S AE ML £ f BRI ) , XFT- g o g2
FAYJ5T, G % SR E N AE 7 VI E AR PR A% 77 9250 5 A1 R AR 3t 77 V2000 7 A1 PR ik
7= AT EHEMRLE, K% S8 MAEEIE ISR . MRL, &—&1&
BT ZIKFRES s X T ORGIEMRLE, K% RS20 NAE 7 AN ERRR . % IR =
FEbR E— A3 T KPR . EARIE B D N6, SO0 E AR R R
S WAL

R LR WA R R

1



eIy 2 & IR ENEFRE (CV) %
0.1 o/kg 43
1 g/kg 30
10 o/kg 21
100 Lo/kg 15
1 mg/kg 11
10 mg/kg 7.5
100 mg/kg 5.3
1000 mg/kg 3.8
1% 2.7
10% 2.0
100% 1

3
GBIT 26124-2011 (s KA AASMEWHAFIE ) FIE n RAL A A2 ik ) 6
5T T I ZEFIAH P 28 AT B A 72 A PR PR EE SR o A T B 247 0t M B A L) R A 11
5 RO RSN IR (D P2 REREHPFRE) (20170 o, (1) &
S FEEIREBEREA Gary RIRED MRRH (&) , EE WK ZE D101k
(n=10) , ArHITHEIEE P EAREE, RS R, R RENAKT
10%. (20 fiklZE: H=AAREAESEF (G, XARKE A7) 75 85 2 0 E
109k, THEARFFEARL0G E 45 R A 7 R E, AR REN A KT 15%.

g b, ARBRET R E X ELISATR G IAS 25 FE B R AN : A8 A IR — A 3 7)
G, IERUR. H m3ANREEACE B RE AR E S E 100K, H TR A A ST E A B
AR R ARSI ) — 3R &, SRR, Ry @3 NI BE A B AR 5
FIMEL0R, %I T H A KT AT B AR = R

CV=S/xX100%.......oenivniiiiniiniiiiieeeenn, (2

e
CV — AR RH;
s — hriEfZES

x — 100K A ME 1T 2 fE




3.45 IEFE

002 2 SR ) TE A P T 3R IR T 55 2 R EE S i 45 R ISP S S TR Y
PO, [EMIEERWEFERGRE, 8% HRZERR . L5200 2 0
TR ORI AT VR A

PP IEAf B2 (IR i L AT e ELFE R IRAELERE Ml 2 R B W I B2 15 G (R et gk
AT IESC R 5 o i TR AR 1) i 22 DAy 2 1) PR s 14 42 5 DC i L AR A 3 4 A HE )
Jii (CRMs) #HATIHR, WREGEHICRMSTEILSRE, WAl RIS HEYR (RM)
SKIEAT VAl REARXT T HAR i) LSS & & T R (e i ke 2 530
PRepRai &) o 0T RE e B UAEZ B SR AR B s, el C
B2 PR S R INARHE o 5 TOVEIRAS S EVRE L, AT ) & R = S BT A
S IINARAE IR AL I8 I bR TS 2 ZE TR

RIEGBIT 27404-2008 (s = i = lve & 3R ), F5AE bh hak
T 2H 53 1 e R B S5 AR URE AT, o B D A S U ot o A 0 2
G 0 B NEE VR B AR PR o I8 4 R IR AR A DA Bk (L) X T &
d AR DS, RSO B E 5 i AR PR s T i 7 ¥ E R AN 5 7 2 A1
BREBEAT =ACP IR (2) W T EHlER K ERE (MRL) 1, FSER RN €
PR MRL. i&—&3E AT =K FIRE; (3D X FRHIEMRLI, [ BAE T
EARIR S WRE AR 1 — A& AT =R RIS H I LR L.
Ak, FE CB R DA I T RPN R R BTG ) e S R S IR
— MR ELAERRAE T VER KT (BEE IR EAED 1905, 1. 265K PEEE HA ATk
MX 3 AR T34 5 B TERRRRRL I RO5. 1 287K sea FoAth v e Ul
X B (AF34) 7 o Bkl s, ECRE KPR E DAL, B &
SANIRIEIKE

® 2. TG

WIEIKFE EEVESN|
mg/kg %
>100 95-105
1-100 90-110
0.1-1 80-110
<0.1 60-120

G by ABRHESCAR P4 5 5 ek — BRI ERRERIIR . B s =



AR BEAT VRS . )N R R

(L 55k —8ut

KGR G S SR [ PR sl SN W] 19225 07 150 A — i A AR AT 2D 6 IR
M, #GBIT 4889 HIFK IR AN T-H B HEAT VRO .

BRI AN (3) TR, H RN E S R0 E PR e E ZOA AT
(V1225 T3 I BT B (0 P L 50 (R b 22 8 15— 880 A2 B P VA il
GERAEG AL BERARKX (A RN TR, 2550 H 8 17 2 E 2
DA EMEER, AAFEREMEZESR, UM PR VRN e 450 B A B i — 5
M.

A
SR —PHLHEE b (w22 K IR EUE 5
S/ —PRZALEIHE P b e 2= /B B

p= il [mna (4)

e

x1 —S5 1IN 5E 45 2R P 21H 5

X2 — 5524 I 5E E5 R T M 5

s — P AL LI 52 45 R 1 B I S B b v O 22 5

N1 —2F LA 52 (174700 5 IR EL

N2 — 25 241 5E (147 W0 R VR E

Forbr,  PUALSERS EEIE 45 R I & IF SR br e i Zs1% ~ 3 (5)

s— J# .............................................. (5)

ny+tn,—2

SR
1 — 2 LZH 0 5 245 2R B s 14 i 72
2 — #2200 5E 45 SR B bR HE I 22
(2)  RHAUEHER 5
A UEAREY) R REAT 6 RERATI, 75 6 RERMAT-EIE . FriEimZ A
B REL AKX (6) HHHEIEFE.



BRI (%) =AIMEANEAE X100, ... (6)

(3) [

3 PG B0 A R R A, RGBSR BAR AT, A
KPEDMEOIR, TS R AP E SIS EN R ZE. 3MKEKPRERS
a2,

3.4.6 Rt

RV PR TERE S PR TEAR S TR R B L T, b T3 VERE RS HERf . T — il
TE ST HTPIIRE T o ELISAGRF &R RIS I 2 2 - HU BB 1R S REEAT (o El - B e A
HRELE S 28 5 R SR AL A AR M 25 M BT R R AL 1 40 1, B A7 i At
PURUA . FELEER . SERMNAMSE, TR I i B s B R AR A SR

SOMARE I ZS 5, BRI, S R ELISAGRT & AR AT /b H RS I FE 4 o

RS — M A8 UR MR R IR . XTI ELISARIRTI, A8 YRR 3R — Mg —
SE R FE I S5 AR E ZAR N & e 45 R (R D 52 = Lo A
ME 7%, LLan1000 pmol/Litgi iy, 1ERE7 & EilE 455825 pmol/L,
HAE Y 3R 5 PL1000FE 3/ L100%,  B10.5% . o4 5 A 5 J e S 1k A0 O ik
RESEPE, PR R EEFRELISAIR G P Pk Fon e —rfi gl i, ik 14
W SOOI R AR R SR, T FAR R B S B A AN R AE OB, dn A
JEp21 ELISAIRF & 5 RIRp21 148 X N Z W /NT-3%,

X T FEGHEELISARIATIN, 38 % K F 5o G4t s il e, #/83.4.1, HAFIKEE
P 55 AL AL R HE 1 43 59 (S S 4R B 28 5543 B0 B ICso CEEIMEIRE) |
HIRAR (3 HHHZXRMNE,

_ EHAECS,
FEEBHECS,

A
ECso— ~FHEIMMIREE, MRYEFRAE Hh L1 54521

VAN VAR

WA [F) SRR I ELISATAGT &, $257E AT ORI EIR AT SO0k, Al Al & AR
F 73 /NG TR R 23T W05 o 73 93] 3 B B B ELISAGGRI G AN - L EK B FTELISA
WU, FLIELISAUGI & U AT BAE (ISR PF4) , XEbruEiZeditt. R



U M B RS TR AR AT B 5, DLW 2R o S 0E 1 T g
SERAGE I 7R S PR I o
1. MrTHEYINARE RIBERELISAR&E
FIAT R 127 b UL W P EEAT AR SR AT, P i385 SRAL R HE R E AT
(1) ArifEh 2tk
IR ER VTS, K6 MrdE ke, - FTIESK, 32133,
3. RIBE R br i i 28

ng/mL 1 2 3 A P A 22
0 1.373 1.258 1.283 1.305 0.061
0.5 1.089 1.012 0.883 0.995 0.104
15 0.793 0.687 0.799 0.760 0.063
4.5 0.554 0.557 0.590 0.567 0.020
135 0.421 0.406 0.368 0.398 0.027
40.5 0.277 0.266 0.251 0.264 0.013

fi Horiginfk 147 logisticPU ZH i i &, 15200 FArdEfi e (182) .

1.2 1

E
P
A 4
1.0 a2 008964 7003843
' X0 2226257021394
<& P 061418 20.05805
J PR 0.10741

. R-Square(COD) 099954
0.8 1 3 +

Adj. R-Square 0.99885
0.6

RGlE

0.4 ™~ i

0.2+

1 10
KANFGAE K (ng/mL)
B2, RARE R bR il 2%

(2) fa i BRANE FE R

137 BV SEGFEAR, FHFALC-MSIMSH¥ i NRAAEMEE R (RIEHR. IiER.
FIERBAIKRFE R BAPEREA, TRAHME 45 R I HAF5.

B2 B PR ASHZ IELISAU I B RIRAERR 7, “PATIE 100K, 7305l ME
MbRAE 2, V- SMEIN3 A B Fm v s 22 B g der (R, P X8I0 1065 F s v A 22 B Dy 5




IR, BAASE IR .
R4, R ER GG & AR H IR AN E IR

e L) 30 fix
HiAs 2] | 525k +
M EREE | KAN 13k FH44E etz | RrtHBR | e &R
Mg wRE | Woefli | (ng/mbL) | E (uokg) | (olkg) (g/kg) | (orkg) | (orkg)
1 0.957 0.516 15.466
2 0.953 0.550 16.489
3 0.959 0.517 15.507
4 0.952 0.548 16.431
5 0.957 0.521 15.644
16.022 0.441 17.35 20.43
6 0.956 0.523 15.704
7 0.951 0.534 16.025
8 0.960 0.529 15.885
9 0.950 0.551 16.543
10 0.953 0.551 16.529

(3) KL

176 B R 2 ZR bR A o AR IR FE 3 5128 25, 50 150 g/kge

A. HEW R
FE A — €

PATIGE 10 0, AR EIE S beiE O 2= DL KA S R

X5 P
5. RIRE RSN %
IR EE 1 2 3 4 5 1 PRt 2
(olkg) (glkg) (Holkg) | 855 & E(%)
20.97 | 27.26 | 25.78 | 20.59 | 25.02
24.70 3.064 12.40
25 24.75 | 28.15 | 2955 | 22.89 | 22.03
43.47 | 56.30 | 51.42 | 50.24 | 47.59
49.85 5.293 10.62
50 4770 | 42.38 | 58.64 | 46.92 | 53.85
141.21 | 149.83 | 149.94 | 169.09 | 145.29
152.25 9.519 6.25
150 145.68 | 153.67 | 143.84 | 166.72 | 157.28

B. dHbrmts

FE=RMA, BNK 3 A TAT, Rl brvE 2 DAL AR R L

W 6 fin.
6. RASE RS LR R w5
Ak L ) 3 SE5MH b 2
(g/kg) (o/kg L) (lolkg) | A5+ 2 E(%)
25 27.50 30.40 24.09 24.89 3.36 13.48




21.97 25.62 26.44

26.78 20.63 20.53

43.47 56.30 51.42

54.35 53.88 47.85 50.53 5.83 11.54
50 44.88 43.50 59.13

141.21 149.83 149.94

156.64 149.81 155.19 155.70 11.51 7.39
150 174.48 174.57 149.59

(4) IEHFE

AL [ i S B AT YRR LK, R0 B AR HE i TR INIR 2 73 1) 10 50,
150 po/kg, “FATIIE 10 ¥, Bl S SE R R . BAREE IR 7.
7. R FR GG A I L

IR 1 2 3 4 5 “FHME
(Lg/kg) (polkg) | [EHCER (%)
20.97 27.26 25.78 20.59 25.02
24.70 98.80
25 24.75 28.15 29.55 22.89 22.03
43.47 56.30 51.42 50.24 47.59
49.85 99.70
50 47.70 42.38 58.64 46.92 53.85
141.21 149.83 149.94 169.09 145.29
152.25 101.50
150 145.68 153.67 143.84 166.72 157.28

(5) Rtk

WA R R URBEE R, &R B, BIigsxMRAER, ZHEAK

(3) WHEAZNINR, 4iR%K 8 P,
*® 8. RME R &R

&Y ICso (ng/mL) CR, %
RIRER 2.23 100
W% B >1000 <0.5
WER >1000 <0.5
PR >1000 <05

2. ROFUEMNERYD I8 EHELISARFI&
BTG 56 4% 72 i i B BB TR IG B0, BT RS0 42 hm U e 0T

(1) Ak h 2k 2k 1k

FZHEELISAIRF & RIS, BCH] RSV EE AR S, BRI EETAT I E 3V,

HARINRIP7 -

9. FUBRER A ulGR & A b th 2 1k

2




PRI 1 2 3 T (ng/mL) | AR
(ng/mL)

0 0.139 0.136 0.131 0.135 0.004
6.25 0.286 0.364 0.391 0.347 0.055
125 0.496 0.488 0.467 0.484 0.015
25 0.908 0.943 0.859 0.903 0.042
50 1.562 1.579 1.537 1.559 0.021
100 2.161 2.252 2.285 2.233 0.064
200 2.638 2.676 2.608 2.641 0.034

fi Horigin® fF 3t 4T logistic U Z H i iUl 5, #5280 M hruErh 2k (EI3) .

3.0

Model
quation y=

2.5 4 Plot B8
A1 0.1354 20,00301
a2 3,00424 7005583
X0 5054047 7187363
1.41149 7003782

2.0 Reduced Chi-Sqr 058764
. uare(COD) 099984
099969

”10 l I "II”160
A KIE (ng/mL)

3. Lk iR S o br v th £
(2) fa PR A0 e B IR

ABEAR AN O REEA, AAPIAKREOIREL NL1.0~3.0mg/L, 224
AAHIL065 (4R EE80.02~0.35 mg/mL) . NIRFEBLLKREE ), T LR
L7 Wk K2 FLB R IR, 28 Y28 ] A48 0 o0 b R (0 LR 2 (1 & AT
30~50 mg/100g, 3&%% (18R R A1 AL Bk O & & I W2 iy e A ) 8-101% . 734k,
ERERF/INAEA S E SRS,

H P 3F il AT, 2R S R R BU%E (ECa0) 422.05 ng/mL. — 4R WKy
MK AR 2072 1:6 S B 2 2= 5, e ST 4n, S0 vh LR 8 B i Aan I Y R 20 O
6.17~ 69.43 mg/100g. AL SLPRFLNG T BEMRE 2 D25 AT R

7E A E L5 TO20194F 554745 584 (A [RIZR Y b 3 75 300G 25 2L 5 5 R 520 )
IR, ERAHE AR A& ERICN12me/L 5 E38mg/L, B E R E L+

i




AL EH S ELIN1.2~3.8 mg/100g, # B KAEATHEASEARN T AL, B52
FUR FEAS BAS H PR AN i PR, EAARIN 5 45 5 1310,

10, FUBFEA LR A A H PR AT E B R

PRI i

W5 ) =73} FiiF% 400 135 FEME | iR | B HER E R
Al W e AE (ng/mL) (ug/mL) (ug/mL) | % (ug/mL) | Cug/mL)

1 0.288 6.580 2.63

2 0.284 6.438 2.58

3 0.284 6.443 2.58

4 0.282 6.387 2.55

5 0.293 6.738 2.70

6 0.288 6.570 2.63

7 0.291 6.678 2.67

8 0.291 6.675 2.67

9 0.288 6.562 2.62

10 0.294 6.761 2.70 2.633 0.052 2.790 3.154

T4 FR A= R WA AN 7K ) LU AP K240 2 106 S s a2 4%, DU PN wh AL 2R 1 PSS ) PR AR
R 7351 91.95 mg/100g£12.21 mg/100g.

(3) %

HE

= AN e AT I, A ALk & B & =40 860, 90, 100mg/100g.
A. HENKEEE
G — IR, BAEEREATINRRL0K, THEFME . bRvE (e 22 DL AR 5 R 8

211,
F11. AR AW SR HE AN R
T HER
e T % A5
N B w
FEA R " 1 2 3 4 5 (mg/1 EX 4
(mg/100g) (mg/10
00g) (%)
0g)
VAR AR 3 6235 | 62.60 | 51.67 | 56.84 | 52.62
AL T 60 58.24 6.68 | 11.47
Bt 6843 | 58.86 | 67.02 | 49.90 | 52.08
e i T 7995 | 9525 | 102.90 | 88.78 | 90.04
FREE 90 90.96 | 946 | 10.40
3B 8227 | 8478 | 102.24 | 10344 | 79.93
LR 3 100.10 | 110.26 | 87.62 | 86.40 | 103.40
R 100 101.42 | 8.80 8.67
B 98.83 | 110.96 | 104.06 | 111.00 | 101.60

B. HtlajwE =

YR, REUIE 3 AT

W 12,

WROPIME . R DS R RS, A




o AR
LF A5 "i’) /\‘{
B 85 SR 1 ) 3 FH{E BRI 2 2%
(mg/100g) ( mg/100g ) ( mg/100g > %)
0
63.70 | 54.23 | 50.25
WAL ZA 3 Bt 60 65.83 | 48.91 | 63.11 55.92 7.09 12.68
48.66 | 59.30 | 49.32
84.89 | 73.59 | 97.62
e R L 3 B 90 94.75 | 73.79 | 73.14 82.93 0.83 11.85
79.95 | 9253 | 76.14
87.98 | 101.86 | 113.31
EELEE 3 B 100 95.02 | 103.53 | 105.25 102.28 8.28 8.09
110.27 | 108.49 | 94.78
F12. FLEE AW L N RS =
(4) 1EHE
EH = AN e ATt A F k& A& =408 60, 90. 100 mg/100g,
I EAFIAE DU RSR,  BAR LR 13,
£13. FLEE ARSI E R
LF & E15
bR TR 000 2l 3 | 4| s THE ) A
(mg/100g) (mg/100g) | Z(%)
_ 62.35 | 62.60 | 51.67 | 56.84 | 52.62
AR ZAL 3 60 58.24 97.06
RILE I 3 B 68.43 | 58.86 | 67.02 | 49.90 | 52.08
79.95 | 95.25 | 102.90 | 88.78 | 90.04
ks 3 90 90.96 101.06
HIBHER 3 By 82.27 | 84.78 | 102.24 | 103.44 | 79.93
100.10 | 110.26 | 87.62 | 86.40 | 103.40
LHE 3 100 101.42 101.42
HIF e 3 & 98.83 | 110.96 | 104.06 | 111.00 | 101.60

(5) HptE

P AIBCHIIREZ Y 1000 ng/mL 1 a-FL & E S B-ALERE A, o-FiEEA . BEA
HIR N, AP HEIZ (& 3D, ARFEAR M T 5L BUARR IR, 1AL O

K (R1D .
F14, ABE AR XM
FEME CR
a-FLHEH <0.5%
B-FLEREE <0.5%
o-FLIFEHA <0.5%
Tt 55 <0.5%

£ BiERE



KRAFE 5 FIPAL, AR AR ELISA W7 &ML E A 1 ELISA {57 &
(1T AR AE SCAS AT 7 AREE, SO0 45 FAIE S % b 3 FH T B IR G 2 R B A I o 1
240 DB
N SHERMIUTIER. EIAER AR R R R

RERES AT PRI GRS AR AR TR
N FEERSEEH RSB

AHRHELE S 5 AR T R A B
T+ AEEREW AR

AR g T G 2 ) R W PR AR, HL 2 T PO SRR AR, R AR
RER A R NAAZFERN G W 7= 22 4 PRI 5 2 oR S5 i i) 14 b 77 b
ol i il 2k S0 )\ ISR 2 —, DR 2 O LA S e o A A S
FESER
GB/T 1.1-2020 (hRifEA LAES I S : Atk (¥ 4544 1 4 5 R )
GB/T33411-2016 g Ik Ge 2 73 B 1k 751 G 3 0 )

GB/T40369-2021 (4 [ b7 1\ 4% 2% Ao Iy et I )

GBI/T 40265-2021 i 4 73 o i 7t A o 0 368 T )

GBT20001.4-2015  {HvH RN N 4 5 - 156 5 V25 HE )

GB/T 27417-2017 (EA&VEE A0 M 77 LM AR SG 1R TE e )

AR 2R BRI e TR (&) & RS H P HIbR ik

GB/T 27404-2008 S5 = o7 f 44 il L VG £ i B AL Aar

WS/T 124-1999 (Il RAL A Zh2 i ik ) 5 o A e 1 )

10, B2 R [2013]3 5 (i EDE S e oA ARV I AR B 4 S )
11. SN/T 2775-2011 7 it Ao £ it D7) & AN 750

12, YY/T1183-2010 {Ik e 2 W B2 er I 371 )

© (0 0] ~ (o] ol SN w N =
J M Y J Y J Y Y Y



Pkl 25 g RO IR (BERA i) YA

5) WERIRG IR A

6) HBhPEARHL (NI

7) BEERRACRIEE STk

2. RIS
A Iml ZEKER 23 KR . J AP IR R RCE
10~15 4340, 5 JLIRI R R . RIET 2-8C.

2) 25D AW HTEEAEME, N3 mL 2%
ME 25D AEEMME G, SBEREEET
JECEE 10-15 438, (8154 JLIXER S 0 . K 3ml &
Y0 25D A4 F 8]0 BB AT B M AN .
i B, A 25D A S i I T AR R R i e
SHRA, BERT R 25D A FEAEH (S0 mD A gk, bx
WM Tl “25D AEMFEHHW, (RA7FT 2-8C.

3) WRATVEH: FRATVEBIIMAZ 950ml (1) 22
FKEERK D, RMRE, FiliRer.

AR E AL .

BT R A & il A A R A
4.

3. BAESBR

IR I R 4 I AR FUE R

1) MU bRic 1 R s R AR, ARdEdh . S
A FTREAR B e — A

2) FidEfh TR SRVRE AR & 25 pl 23 Sl N EAH
MNARC LR E

3) FIMA2SDAEMHEE R ImIZ AT ikE . H
e YR RO AR A 10F0

4) N CFBEIORRE S T i BRE A #-200u
R R RAR AR T AL A -

Wi BRI, T18-25°C Fil &2/,

5) FIFGRE L PR 3 1K

a. FBhYEN: BE BRSO AL 2 300ulbE
. EHE3IK.

b. FEhPEM: MEGE E LY. FILnA
250pph ki . YR 2K,

FEREN T 4501, K4t b 4T 48 8
PPRIE I w8

6) K2 RS WA I 45 A5 12000 5 B AT 1k
LA I EEUBE, T18-25°C Fild A 3040 8.

7) ESBES) .

8) HEALANAJEA2000l.

WG R, F18-25°C R F 30204

W YIS SR Yo SUR ORI 7 5 2 11
i, EIERHISEMTMBIEY, 1520 FHEI D A «

9) FFFLINAZE (-3 100pl.

10) N £ 1k 35 )5 10930 43 4 9 7E 450nm (5 %
650nm) P ASAL I L o
[&%1H]

(R VAT VAR DN e A ReA

25 FRILYEAEFE D OAREE AT WAk A [ I dp AR
JEA . BN TG L8 B3 45 I 4% Pk 500 o 2
IO, A SRS T AR IS GIE . ik, T
Je K TR PRI R R A L334 v 4 B PR 5% i 3% 15 4 A
# D KPR . A B R 55 I I 3% A N 0
“30g/mL’. [FEHE, A5 ER, 25-OH D 7Ktk
THi, BEAAFT30g/mLl .

AL R FE MW 25 FRIE4E4 % D H, Wike.
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ab181421 Human TNF alpha SimpleStep ELISA® Kit

For the quaniit

ive measurement of TNF alpha in human serum, plasma, and cell culture supematant.
For research use only - not infended for dicgnostic use.

For overview, typical data and additional information please visit: www.abcam.com/ab181421

Storage and Stability: Store kit at +4°C immediately upon recsipt. Refer to list of materials supplied
for storage conditions of individual components. Observe the storage condifions for individual
prepared components in the Materials Supplied section.

1X Wash Buffer PT: Prepare 1% Wash Buffer PT by diluting 10X Wash Buffer PT with deionized water
To make 50 mL 1X Wash Buffer PT combine 5 mL 10X Wash Buffer PT with 45 mlL deionized water.
Mix thoroughly and gently,

Antibody Cockiail: Prepare Antibody Cocktail by diluting the capture and detector antibodies in
Antibedy Diluent 4BR. To make 3 mL of the Antibody Cocktail combine 300 pL 10X Capture
Antibedy and 300 pL 10X Detector Antibedy with 2.4 mL Anfibady Diluent 48R. Mix theroughly and
gently.

Standard Preparation
Prepare serially diluted standards immediately prior to use. Always prepare a fresh set of posifive

Materials Supplied cantrols for every use. The following section describes the preparation of a standard curve for
duplicate measurements (recommended).
Item Quantity Storage Condition
Human TNF alpha Capture Antibody 10X 00 L aoC 1. IMPORTANT: If he protein standard vial has @ volume idenfified on the label, reconstilute
the TNF alpha standard by adding that volume of Sample Diluent NS indicated on the label.
Human TNF alpha Detector Anfibody 10X 400 L +4°C Altematively, if the vial has a mass identified, reconstitute the TNF olpha standard by adding
— - 1000 uL Sample Diluent NS. Hold at reom temperature for 10 minutes and mix gently. This is
Human TNF alpha Lyophilized Recombbinant Protein 2 Vials +4°C the 10000 pg/ml Stock Standard Solution.
Antibody Diluent 48R aml +4°C 2. Label sight tubes, Standards 1- 8
10X Wash Buffer BT 20 mL aoC 3. Add 360 pL Somple Diluent NS into tube number 1 and 150 pL of Sample Diluent NS into
numbers 2-8.
TMB Development Solution 12mL +4°C 4. Use the Stock Standard fo prepare the following dilufion series, Standard #8 contains no
Stop Solution 12mL 4°C protein and is the Blank control:
Sample Diluent NS 50mL 4T Starting Final
Standard # sn“““";" \;:’I':"e"e 'L" I;’If'""':e "I_' Conc. Conc.
SimpleStep Pre-Cooted 96-Well Microplate 96 Wells +4°C ample (Wt} uent (ul) (po/ml) | (pa/ml)
Plate Seal 1 4°C 1 Stock 40 a0 10,000 1,000
2 Standard#] 150 150 1.000 500
Materials Required, Not Supplied
9 PP 3 Standard#2 150 150 500 250
These materials are not included in the kit, but will be required to successfully ufilize this assay: 4 Standard#3 150 150 250 125
Microplate reader capable of measuring absorbance at 450 or 400 nm.
Method for determining protein concentration (BCA assay recommended). 5 Standord 4 150 150 125 62.5
Deionized water.
PBS (1.4 mii KH2POA4, 8 mi NazHPO4, 140 mii NaCl, 2.7 mi KCI, pH 7.4). é Standord#5 150 150 625 31.25
Multi- and single-channel pipettes. 7 Standard#6 150 150 a1.25 15.63
Tubes for standard dilufion.
Plate shaker for all incubation steps. 8 Blank Centrol 0 300 o] o

Oplicnal: Phenylmethylsulfonyl Flueride [PMSF) (o olher protease inhibitors).
Reagent Preparation

Equilibrate all reagents to room femperature (18-25°C) pricr to use. The kit contains enough
reagents for 96 wells. The sample volumes below are sufficient for 48 wells (& x 8-well sirips); adjust
volumes as needed for the number of skrips in your experiment. Prepare only as much reagent
as is needed on the day of the experiment. Copture ond Detector Antibodies have only
been fested for stability in the provided 10X formulations.

Sample Preparation

TYPICAL SAMPLE DYNAMIC RANGE
Sample Type Range
Serum* <1:40
Plasma - Citrate” <1:40
Plasma — EDTA* <1:40
Plasma - Herapin® <1:40
PBMC cell culture supematant** 1:80-1:10

*Based on spiked sample
**Range can vary depending on stimulation factors

Plasma Collect plasma using citrate, EDTA or heparin. Centrifuge samples at 2,000 x g for 10
minutes. Dilute somples at least 1:40 into Sample Diluent NS and assay. Store undiluted plasma
samples at -20°C or below for up to 3 months. Avoid repeated freeze thaw cycles.

Serum Samples should be collected infe a serum separator tube. After clot formation, centrifuge
samples at 2,000 x g for 10 minutes and collect serum. Dilute samples af least 1:40 inte Sample
Diluent NS and assay. Store un-diluted serum at -20°C or below.

Avold repeated freeze-thaw cycles.

Cell Culture Supernatants Centrifuge cell cullure media at 2,000 x g for 10 minutes to remave
debris. Collect supematants and assay. Or dilute samples at least 1:10 into Sample Diluent NS
and assay. $tore un-diluted samples at -20°C or below. Avoid repeated freeze thaw cycles.

Plate Preparation

» The 96 well plate strips included with this kit are supplied ready to use. It 1s not necessary to
finse the plate prior to adding reagents.

Unused plate stips should be immediately refumed to the foil pouch containing the
desiccant pack. resealed and stered at 4°C.

For each assay performed, a minimum of two wells must be used as the zero control. For
statistical reasons, we recommend each sample sheuld be assayed with @ minimum of two
replicates (duplicates).

= Differences in well absorbance or “edge effects” have nof been cbserved with this assay.

Assay Procedure
Equilibrate all materials and prepared reagents to room temperature prior to use,
We recommend that you assay all standards, controls and samples in duplicate.

1. Prepare all reagents, working standards, and samples as directed in the previous

sections.

To convert sample values cbtained with the kit to approximate NIBSC 12/154 units, use the
following equation: NIBSC (12/154) approximate value (IU/mL) = 0.094 x SimpleStep Human TNF
alpha value (pg/ml).

2. Remove excess microplate sips from the plate frame, retum them to the foil pouch

conlaining the desiccant pack, reseal and return fo 4°C storage.

Add 50 pl of all sample or standard to appropriate wells.

Add 50 L of the Antibody Cocktail to each well,

5. Sealthe plate and incubate for 1 hour at room temperature on a plate shaker set to 400
em.

6. Wash each well with 3 x 350 pL 1X Wash Buffer PT. Wash by aspirating or decanting from
wells then dispensing 350 L 1X Wash Buffer PTinto each well. Complete removal of liquid
at each step is essential for good performance. After the last wash invert the plate and
blot it against clean paper towels fo remove excess liquid.

7. Add 100 pL of TMB Development Solution te each well and incubate for 10 minutes in
the dark on a plate shaker set to 400 rem. Given variability in laboratory envirenmental
conditions, opfimal incubation time may vary between 5 and 20 minutes, Nofe: The
addifion of Sfop Solution will change the color from blue fo yellow and enhance he
signal infensity aboul 3X. To aveid signal saturation, proceed fo the next slep before the
high concentration of the standard reaches a blue color of 0.0.600 equal fo 1.0.

8. Add 100 L of Stop Salution to each well. Shake plate on a plate shaker for 1 minute fo
mix. Record the OD at 450 nm. This is an endpoint reading.

9. Altemnative to 7 - 8 Instead of the endpoeint reading at 450 nm, record the development
of TMB Subsirate kinefically. Immediately affer addition of TMB Development Solution
begin recording the blue color development with elapsed fime in the microplate reader
prepared with the following settings:

Bl od

Mode Kinetic
wavelength 400 nm
Time: up to 20 min
Interval 20sec - 1 min
Shake Shake between readings

Note that an endpoint reading can also be recorded at the completion of the kinetic read
by adding 100 pL Stop Solution to each well and recording the OD at 450 nm.

Download our ELISA guide for fechnical hints, results, calculation, and froubleshoofing fips:
.abcom.com/protocals/the-complete-glisa-guide

For technical support contact information, visit: winw obcom.com/contactus

Copyright @ 2021 Abcom, All Rights Reserved, All information / detail is corect al fime of going ta print,
Varsion 4 | 2021-11-08



ab181421 Human TNF alpha SimpleStep ELISA® Kit

ASSAY SPECIFICITY
This kit is designed fer the guantification of Human TNF alpha.

MNative signal we detected in cell culture supematant

Spiked protein experiments were used to validate serum, plasma citrate, plasma EDTA, plosma
heparin and cerebrospinal fluid

CROSS REACTIVITY -

resulfing value by the appropriate samgle dilution factor, if used, to obtain the
concentration of target protein in the sample.

- samples generaling absorbance values greater than that of the highest stendard
should be further diluted and reanalyzed. Similarly, samples which measure ot an
absorbance values less than that of the lowest standard should be retested in a less
dilute farm.

TYPICAL DATA
Typical standerd curve - data provided for demonstration purposes only. A new standerd curve
must be generated for each assay performed

Recombinant profeins were prapared at 1000 pa/mL and assayed for cross reactivity. No cross Standard Curve Measurement
reactivity was found for the following targets: - Human IL-2 - Human IL-4 - Human IL-1 alpha - 450
Human IFN gamma - Human TNF beta - Human TNF R1, cm(';;;':'“:;h" i o.p m 2 Mean 0.0
INTERFERENCE — a 0.061 0.0s8 0.065
Recombinant Human TNF R1 was prepared at 1000 pg/mL and tested for ir . No
interference with was observed. 15.63 012 0.123 0.125
31.25 0.189 0.206 0197
SPECIES REACTIVITY -
2. 312 1312 312
This kit recognizes human TNF alpha protein. 25 03 03 02
Other species reactivity was determined by measuring 1000 pg/ml recombinant proteins of 125 0.555 0.521 0.538
various species, interpolafing the protein concentrations from the human standard curve, and 750 1065 1030 1048
expressing the interpolated concentrations as a percentage of the protein concentration N . N
assayed at the same dilution. Reactive species: Primate 500 1.925 1.941 1.933
. . 1000 3362 3161 3.262
Reactivity < 3% was determined for the following species: Mouse/Rat

CALIBRATION

This immunoassay is calibrated against a highly purified human TNF alpha. The NIBSC/WHO
unclossified purified human TNF clpha preparation 12/154 was evaoluated in this kit. The dose
response curve of the unclassified standard TNF alpha parallels the Simplestep standard curve. To
convert sample values obtained with the SimpleStep Human TNF alpha kit to approximate NIBSC
12/154 Internafional unifs, use the equafion below.

NIBSC (12/154) opproximate volue (IUfmL) = 0.094 x SimpleStep Human TNF alpha value (pa/ml).

CALCULATION -

- Calculote the average absorbance value for the blank confrol [zero) standards.
Subfract the average blank confrol standard absorbance value from all other
absorbance values,

- Create a standard curve by plotting the average blank control subtracted

absorbance value for each standard cencentration [y-cxis| against the farget protein
concentrafion [x-axis) of the standard. Use grophing soffware to draw the best smooth
curve through these points to construct the standard curve.
A Note: Most microplate reader software or graphing software will plot these values and
fit o curve fo the dafa. A four parameter curve fit (4PL) is offen the besi choice; however,
other algorithms (e.g. linear, semi-log, log/log, 4 parameter logistic) can also be tested
to determine if it provides o better curve fit to the standard values.

- Defermine the concentrafion of the targef protein in the sample by interpolating the
blank control subtracted absorbance values against the standard curve. Mulfiply the

Recovery

Three concentrations of TNF alpha recombinant protein were spiked in duplicate to the indicated
biological matrix to evaluate signal recovery in the working range of the assay.

Sample Type ::z':fify % | Range (%)
2.5% Serum 88 83-93
2.5% Plasma-Citrate 91 B&-97
2.5% Plasma-EDTA 100 95104
2.5% Plasma-Heparin 98 89-110
5% PHA-M treated PBMC Cell Culture no 105-113
supematant*
50% Cerebrospinal Fluid 83 80 -85

*Media is RPMI 1440 containing 10% fetal calf serum.

Linearity of Dilution

Linearity of dilufion is determined based on interpolated values from the standard curve. Linearity
of dilution defines a sample concentration interval in which interpolated target concentrations

are directly proportional o sample dilution.

Native TNF alpha was measured in the following biological samples in a 2-fold dilution series.
Sample diufions are made in Sample Diluent NS,

0%
Dilution PHA-M
Factor | 'Merpolated valve Treated PEMC.
Cell Culture
L 726.56
Undiluted po/m
% Expected value 100
) pa/mL 355.55
% Expected value 98
paimL 183.66
4
% Expected value 101
. parmL 9478
% Expected value 104

Figure 1. Example of human TNF alpha standard curve in Sample Diluent NS. The TNF alpha
standard curve was prepared as described in Section 10. Row data values are shown in the table.
Background-subtracted data values ([mean +/- SD] are graphed.

TYPICAL SAMPLE VALUES

Sensitivity:

The calculated minimal detectable dose (MDD) is 4.32 pg/mL. The MDD was determined by
caleulating the mean of zero siandard replicates (n=24) and adding 2 stondard deviations then
extrapolating the comesponding concentrafion.

Recombinant TNF alpha was spiked info the following biological samples and diluted in a 2-fold
dilution series in Sample Diluent NS.

25% | 26% | 25% | SO
Dilution 2.5% Human | Human | Human Human
Inferpolated val
Factor value ::::: Plasma | Plasma | Plasma ‘E:'?:;I"
(Citrate) | (EDTA) |(Heparin) Ff'ul o
pa/mL 44720 | 451.09 | 48371 | 49901 | 392.65
Undiluted
% Expecled value 100 100 100 100 100
pa/mL 22335 | 23434 | 2445¢ | 23717 | 19255
2 % Expected value 100 104 101 95 98
pa/mL 950 | 127.27 | 12094 | 12073 | 110.67
4 % Expected value 107 [1E] 102 97 13
pg/mL 4023 59.54 6205 &0.11 5651
¢ 7 Expected value 108 106 103 9% s
paimL 2878 NL NL NL NL
¢ % Expected value 103 NL NL NL NL

Twenty individual healthy human female/male donors were measured in duplicate for the
presence of TNF alpha. All values wers below the defsctoble range of the assay
NL - Non-Linear

Precision
Mean coefficient of variations of interpolated values of TNF alpha from @ single concentration of
PHA-M treated PBMC cell culture supernatant within the working range of the assay.

I I
| N= | ] | 3 |
\ CV (%) | 2.5 | 3.1 |

Infra-assay [ Inter-assay |

Download our ELISA guide for technical hints, resulls, calculatfion, and froubleshooting fips:
www.abcam.com/protocols/the-complete-slisa-guide
For technical support contact information, visit: vwww.abcam.com/contactus

Copyight @ 2021 Abcom, All Rights Reserved. All information / detal is comect af ime of going o print.
Version 4a | 20211108
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ab287806 — Kanamycin ELISA Kit

For the quantitative measurement of Kanamycin in Tissue, Milk and milk powder.
For research use only - not intended for diagnostic use:

For overview, typical data and additional information please visit:
hitp://www.abcam.com/ab287806
Storage and Stability

The entire kit may be stored at 4°C for up to 12 months from the date of shipment. Opened kit
may be siable for 1 menth af 4°C.

Supplied
Item Quantity Storage Condition
Micro ELISA Plafe 8 x 12 Sfrips 4°C
Standord {S0-55) 1mLxé 4C
HRP-Conjugate 7mL 4£C
Antibody 7 mL 4°C
TMB Subsirale 12mL +£C
Stop Solution 10mL 4C
Sample Dilvent 20 mlL 4°C
10X Wash Buffer 30 mL 4°C
Plate sealers 4 unifs 4£C
rials Required, Not Supplied

These materials are not included in the kit, but will be required to successfully utilize this assay:

—  Chemicals: NazHPO. 12Hz0, NaH:PO.-2H:0, and Trichloreacetic acid (TCA)

- Microplate reader capable of measuring absorbance at 450 nm
25°C incubator

~  Precision pipettes with disposable tips

- Disfiled or deionized water

- Clean eppendorf tubes and groduated cylinders for preparing standards or sample
dilufions

—  Absorbent paper

Reagent Preparation

- Bring all reagents to room temperature (20-25°C) 30 minutes before use
- Before using the kit. spin tubes and bring down all components to the botiom of tubes.

Extraction Solution 1: Weigh 5.37 g of Na2HPO4-12H20 and 0.78 g of NaHPO+2H:0 to 100 ml of
deionized water, mix thoroughly.

atraction Solution 2: Dilute 5 mi of Sample Diluent into 5 ml deionized or distiled water, mix well.

Extraction Solution 3: Dilute 3 g of TCA inte 100 mi deionized or distiled water, shake well

or autowasher, and let if stand for 30 seconds, complete removal of liguid ot each step
is essential fo good performance.

4. Add 100 pl of TMB Substrate to each well, mix well. Incubate for 15 minutes at 25°C.
Protect from light.

5. Add 50 pl of Stop Solution to each well, gently tap the plate to ensure thorough mixing.

6. Read result at 450 nm within 10 minutes

Calculations

The mean values of the absorbance values obtained for the standards and the samples are
divided by the absarbance value of the first standard (zero standard] and mulfiplied by 100%.
The zero standard is thus made equal fo 100% and the absorbance values are quoted in
percentages.

Absorbance Value (%) = B/B0 X 100%

B: The average absorbance value of the sample or standard
Bo: The average absorbance value of the 0 ppb standard

To draw a standard curve: Take the absorbency value of standards as y-muis, logarithmic of the
concentration of the Kanamycin standards selution (ppb) as x-axis. The Kanamycin
concentration of each sample (ppb). which con be read from the calibration curve, is
multiplied by the comespending dilulion factor of each sample, alowing for the actual
concentrafion of sample to be obtained.

Download our ELISA guide for technical hints, results, calculation, and troubleshoofing fips:
www.abcam. /i lisa-guide

For support contact visit: abcom.com/contactys

Copyright @ 2021 Abcam. All Rights Reserved. All information / detail is comect at time of going
o print. Version 1 | 2021-Sepiember-14

Wash Butter [1X): If crystals have formed in the concentrate, warm up to room temperature and
mix gently until the crystals have completely dissolved. Dilute 10 mL of 10X Wash Buffer info 90 mL
deionized or disfiled water to prepare 100 ml of 1X Wash Buffer. Keep it at 4°C for one month.
Standard Preparation
[ standards o | s [ s2 | 53 [ sa [ 55
Concentration } 0 ‘ 0.5 | 15 ‘ 4.5 | 135 | 40.5
(ppb)

Sample Preparation
~  The prepared sample maybe stored for up to one day at 2-8°C

il ond Fresh Milk:
1. Bring the milk sample to room temperature
2. Transter 100 pL of sample infe @ new cenfrifugal fube and add 900 L of Exraction
Solution 1, shake well.
3. Take 50 L of sample for further analysis.
ANote: Dilution factor: 10

Wilk Powder;

1. Weigh 1 g of milk power sample, add 5ml of Extraction Solution 2. shake properly for 5
min.

2. Add 4 ml of Extraction Solution 3, shake properly for 5 min. Centrifuge at 4000 rpm for 10
min.

3. Transter 100 ul of supernatant into o new centrifugal tube, add 200 pl of Sample Diluent,
shake well.

4. Take 50 pLof sample for further analysis.
A Note: Dilution factor: 30

Tissue (chicken, pork]:
1. Weigh 1 g of the homegenized fissue sample, add 10 ml of Extraction Solution 1., shake
properly for 5 min, Cenfrifuge at 4000 rpm for 10 min.
2. Take 50 ul of supernatant sample for further analysis
& Note: Dilution factor: 10

Assay Procedure
- Bring oll reagents and samples to room temperature 30 minutes prior to the assay.
- Itisrecommended that all standards and samples be run at least in duplicate.
- Astandard curve should be run for each assay.

1. Prepare all reagents, samples, ond standards.

2. Add 50l of Stondard or Sample per well. Then add 50 pl of HRP-conjugate to each well
and 50 ul of Antibody to each well. Cover the microtiter plate with a new adhesive stip
and mix well, then incubate for 30 min af 25°C

3. Aspirate each well and wash, repeating the process 4 times, Wash by filing each well
with 250 ul of Wash Buffer using a squirt botile, multi-channel pipette, manifeld dispenser,
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1. Overview

The Bovine Lactoferrin ELISA kit (alb274406) is a highly sensitive two-site
enzyme linked immunoassay (ELISA) for measuring Lactoferrin (LF) in
bovine biological samples.

ab274406 Bovine Lactoferrin ELISA Kit 1



2. Protocol Summary

Anti-LF antibodies bound to solid phase

4

Standards and Samples added

4

LF * anti-LF complexes formed

4

Unbound Sample proteins removed

&

Anti-LF-HRP Conjugate added

&

Anti-LF-HRP * LF * anti-LF complexes formed

=

Unbound anti-LF-HRP removed

&

Chromogenic Substrate added

4

Determine bound enzyme activity

ab?274406 Bovine Lactoferrin ELISA Kit 2



3. Precautions

Please read these instructions carefully prior o beginning the assay.

All kit components have been formulated and quality control tested to
function successfully as a kit. Modifications to the kit components or
procedures may result in loss of performance.

4. Storage and Stability

— Store the kit at +4 to +8°C in the dark immediately upon receipt.

— Kit has a storage time of 1 year from receipt, providing components
have not been reconstituted.

— Refer to list of materials supplied for storage conditions of individual
components. Observe the storage conditions for individual
prepared components in the Reagent Preparation section.

ab274406 Bovine Lactoferrin ELISA Kit 3



5. Limitations

This assay will perform as described only when the assay procedure

is carefully followed and with adherence fo good laboratory

practice.

Factors that might affect the performance of the assay include

proper instrument function, cleanliness of glassware, quality of
distilled or deionized water, accuracy of reagent and sample
pipetting, washing technique, incubation tfime and/or temperature.

sources.

6. Materials Supplied

Do not mix or substitute reagents with those from other lots or

ltem Quantity é;zgﬁgn
Antibody coated plate 96 wells 4°C
Bovine Lactoferrin Calibrator (Lyophilized) 1 vial 4°C
5X Diluent Buffer concentrate 50 mL 4°C
20X Wash Buffer Concentrate 50 mL 4°C
lOQX HRP Conjugated Bovine Lactoferrin 1 vial 4‘?C
antfibody (Store in dark)
Chromogen Substrate Solution 12 mL (Stor:?r?dcrkj
Stop Solution 12 mL 4°C
ab274406 Bovine Lactoferrin ELISA Kit 4




7. Materials Required, Not Supplied

These materials are not included in the kit, but will be required to
successfully perform this assay:

Microplate reader capable of measuring absorbance at 450 nm.
Microplate washer/ aspirator

Precision pipettes to deliver 2 pL to 200 pL volumes.

Adjustable 1-25 mL pipettes for reagent preparation.

Timer

Distilled or deionized water.

Log-log graph paper or computer and software for ELISA data
analysis.

Tubes to prepare standard or sample dilutions.

Assorted glassware for the preparation of reagents and buffer
solutions.

ab274406 Bovine Lactoferrin ELISA Kit 5



8. Technical Hints

— Samples which generate values that are greater than the most
concentrated standard should be further diluted in the appropriate
sample dilution buffer.

- Avoid foaming or bubbles when mixing or reconstituting
components.

— Avoid cross contamination of samples or reagents by changing tips
between sample, standard and reagent additions.

— Ensure plates are properly sealed or covered during incubation
steps.

- Completely aspirate all solutions and buffers during wash steps.
When preparing your standards, it is crifical fo briefly spin down the
vial first. The powder may adhere to the cape and not be included
in the standard solufion resulting in an incorrect concentration. Be
sure to dissolve the powder thoroughly when reconstituting. After
adding Assay Diluent to the vial, we recommend inverfing the tube
a few times, then flick the tube a few times, and then spin it down;
repeat this procedure 3-4 times. This is an effective fechnique for
thorough mixing of the standard without using excessive
mechanical force.

— Do not vortex the standard during reconstitution, as this will
destabilize the protein.

— Once your standard has been reconstituted, it should be used right
away or else frozen for later use.

- Keep the standard dilutions on ice during preparation, but the ELISA
procedure should be done af room temperature.

— Be sure to discard the working standard dilutions after use — they do
not store well.

— This kit is sold based on number of tests. A ‘test’ simply refers to a
single assay well. The number of wells that contain sample, control
or standard will vary by product. Review the protocol completely to
confirm this kit meets your requirements. Please contact our
Scientific Support staff with any questions.

ab274406 Bovine Lactoferrin ELISA Kit 6



9. Reagent Preparation

.1

9.2

?.3

9.4

9.5

9.6

Equilibrate all reagents to room temperature (18-25°C) prior to use.
The kit contains enough reagents for 96 wells.,

1X Diluent Solution

The diluent solution is supplied as 5X Diluent Concentrate and
must be diluted 1/5 with distilled or deionized water (1 part buffer
concentrate, 4 parts dH,O). The 1X Diluent Solution is stable for at
least one week from the date of preparation and should be
stored at +4-8°C.

1X Wash Buffer

The wash solution is supplied as 20X Concenfrate and must be
diluted 1/20 with distilled or deionized water (1 part buffer
concentrate, 19 parts dH,O). Crystal formation in the
concentrate is not uncommon when storage temperatures are
low. Warming of the concentrate to 30 - 35°C before dilution can
dissolve crystals. The 1X Wash Buffer is stable for at least one week
from the date of preparation and can be stored at +4-8°C.

1X HRP-Conjugated Bovine lactoferin antibody

Calculate the required amount of 1X Enzyme-Antibody
Conjugate solution for each microtitre plate test strip by adding
10 yL Enzyme-Antibody Conjugate to 990 L of 1X Diluent for
each test strip to be used for testing (1/100 dilution). Dilute
immediately before use and protect from light. Mix uniformly, but
gently. Avoid foaming.

Antibody coated plate

Ready to use as supplied. Unseal foil pouch and remove plate
from pouch. Remove all strips and wells that will not be used in
the assay and place back in pouch and re-seal along with
desiccant.

Cdlibrator (Lyophilized)

Prepare according to Section 12.
Chromogen Substrate and Stop Solution:
Ready to use as supplied.

ab274406 Bovine Lactoferrin ELISA Kit 7



10.Sample Collection and Storage

— All blood components and biclogical materials should be handled
as potentially hazardous. Follow universal precautions when
handling and disposing.

- If blood samples are clotted, grossly hemolyzed, lipemic, or the
integrity of the sample is of concern, make a note and interpret
results with caution.

- The sample collection and storage conditions listed below are
infended as general guidelines. Sample stability has not been
evaluated.

— Known interfering substances - Azide and thimerosal at
concentrations higher than 0.1% inhibits the enzyme reaction.

10.1 Serum:

Blood should be collected by venipuncture. The serum should be
separated from the cells after clot formation by centrifugation.
Remove serum and assay immediately or aliquot and store
samples at —-80°C (preferably) or -20°C. Avoid repeated freeze-
thaw cycles.

10.2 Plasma:

Blood should be collected into a container with an
antficoagulant and then centrifuged. Assay immediately or
aliqguot and store samples at —-80°C (preferably) or -20°C. Avoid
repeated freeze-thaw cycles.

10.3 Urine
Collect mid-stream using sterile or clean urine collector.
Centrifuge to remove cell debris. Assay immediately or aliquot

and store samples at —-80°C (preferably) or -20°C. Avoid repeated
freeze-thaw cycles.

ab274406 Bovine Lactoferrin ELISA Kit 8



11.Sample Preparation

General Sample information:

The assay requires that each test sample be diluted before use. All
samples should be assayed in duplicate each fime the assay is
performed. The recommended dilutions are only suggestions. Dilutions
should be based on the expected concentration of the unknown
sample such that the diluted sample falls within the dynamic range of
the standard curve. If unsure of sample level, a serial dilution with one
or two representative samples before running the entire plate is highly
recommended.

11.1 Serum
Recommended starting dilution is 1/4. To prepare a 1/4 dilution of
a sample, transfer 150 uL of sample to 450 pL of 1X diluent. This
gives you a 1/4 dilution. Mix thoroughly.

11.2 Plasma
Recommended starting dilution is 1/4. To prepare a 1/4 dilution of
a sample, transfer 150 ul of sample to 450 ylL of 1X diluent.

11.3 Milk samples
Recommended starting dilution is 1/400. To prepare a 1/400
dilution of a sample, transfer 5 uL of sample to 495 ulL of 1X diluent
to achieve a 1/100 dilution. Next, dilute the 1/100 by transferring
150 yL into 450 L of 1X diluent to achieve a 1/400 dilution.

ab274406 Bovine Lactoferrin ELISA Kit 9



12.Standard Curve preparation

— Astandard curve should be generated each fime the test is
performed.

12.1 Add 1.0 ml of distilled or de-ionized water to the Calibrator and
mix gently until dissolved to obtain the concentration shown on
the label (the reconstituted Calibrator should be aliquoted and
frozen if future use is intended) The standards need to be
prepared immediately prior to use (see table below).

12.2 Mix well between each step and avoid foaming.

Note: The table below is an example of when the calibrator
concentration is 1.520 ug/ml. Actual concentration of the standards
should be calculated according to the concentration described on
the vial.

Standard | Volume added to 1X | Volume of 1X Std conc.
Diluent (ul) Diluent ng/ml
6 100 ul of 1.52 pg/ml 660 200
Calibrator
5 300 pl std #6 300 pl 100
4 300 pl std #5 300 pl 50
3 300 pl std #4 300 pl 25
2 300 pl std #3 300 pl 12.5
1 300 pl std #2 300 pl 6.25
0 600 pl 0
ab274406 Bovine Lactoferrin ELISA Kit 10



13. Assay Procedure

-  We recommend that you assay all standards, controls and samples
in duplicate.

13.1

13.2
13.3

13.4
13.5

13.6

13.7
13.8

The Standards and the test sample(s) should be loaded into the
ELISA wells as quickly as possible to avoid a shift in OD readings.
Using a multichannel pipette would reduce this occurrence.

Pipette 100 uL of the below standards in duplicate:

Standard Concentration (ng/mL)

0 0.0

1 6.25

12.5

25

50

100

o~ | AW N

200

Pipette 100 uL of sample (in duplicate) into pre designated wells.

Incubate the microfiter plate at room temperature for thirty (30 +
2) minutes. Keep plate covered and level during incubation.

Following incubation, aspirate the contents of the wells.

Completely fill each well with appropriately diluted Wash Solution
and aspirate. Repeat three times, for a total of four washes. If
washing manually: completely fill wells with wash buffer, invert the
plate then pour/shake out the contfents in a waste container.
Follow this by sharply striking the wells on absorbent paper to
remove residual buffer. Repeat 3 times for a total of four washes.

Pipette 100 ylL of appropriately diluted Enzyme-Antibody
Conjugate to each well. Incubate at room temperature for thirty
(30 £ 2) minutes. Keep plate covered in the dark and level during
incubation.

Wash and blot the wells as described in 13.4 - 13.5.

Pipette 100 pL of Chromogen Substrate Solution info each well.

ab274406 Bovine Lactoferrin ELISA Kit 11



13.9 Incubate in the dark at room temperature for precisely ten
(10) minutes.

13.10 After ten minutes, add 100 yL of Stop Solution to each well.

13.11 Determine the absorbance (450 nm) of the contents of each well
within 30 minutes. Calibrate the plate reader to manufacturer's
specifications.

14. Calculations

14.1 Subtract the average background value (Average absorbance
reading of Standard zero) from the test values for each sample.

14.2 Average the duplicate readings for each standard and use the
results fo construct a Standard Curve. Construct the standard
curve by reducing the data using computer software capable of
generating a four parameter logistic curve fit. A second order
polynomial (quadratic) or other curve fits may also be used;
however, they will be a less precise fit of the data.

14.3 Interpolate test sample values from standard curve. Correct for

sera dilution factor to arrive at the LF concentration in original
samples.

ab274406 Bovine Lactoferrin ELISA Kit 12
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Quantify Sample Report

Printed: Tuesday, September 13, 2022, 09:27:33

Current Workbook Path: D:\lequan‘\aminoglycoside'20221202200913-IN-genneo-KANA
Date: 10-Sep-2022, Instrument: TSQ Quantiva, Vial: RA4, Name: D:\data\2022\AMINOGLYCOSIDE\09\0910\NF-STD4,

Comments: , ID: 1

Kanamycin
NF-STD4 - m/z= 163.15-163.15 RT: 1.90 - 9.90
F:+ ¢ ESI SRM ms2 485.300 [102.179-102.181 ...

RT:5.9
Kanamycin

Relative Intensity

Time (min)

Gentamicin
NF-STD4 - m/z= 322.20-322.20 RT: 1.99-9.99

F:+ ¢ ESI SRM ms2 478.325 [112.208-112.210 ...

RT: 6.0
%.100 Gentamicin
[ =
2
£
o 50
kS
g 0o 81
2

Time (min)

Page 4 of 9

Neomycin

NF-STD4 - m/z= 163.15-163.15 RT: 0.89 - 10.01
F:+ ¢ ESI SRM ms2 615.325 [161.175-161.177 ...

RT:5.9
%.1007 Neomycin
[=
1]
£ 3
o 907
2z 1 )
2 71 21 S
g o—SF—
2 4 6 8 10
Time (min)

Date: 10-Sep-2022, Instrument: TSQ Quantiva, Vial: RA4, Name: D:\data\2022\AMINOGLYCOSIDE\09\0910\NF-STD4,

Comments: , ID: 1

#2475 RT: 590 NL: 5.60E3
F: + ¢ ESI SRM ms2 485.300 [102.179-102.18 ...

2100 163.16
‘B
i=
]
=
o 50 324.23
2
®
g o 1
0 T T T
200 400
m/z

#2516 RT. 5.99 NL: 1.08E3
F: + ¢ ESI SRM ms2 478.325 [112.208-112.21 ...

157.20

2100 32225

@ {

5 ! 461.35

= {

o 50

= ]

g

[ 4

e ol T T
200 400

miz

#2471 RT: 5.89 NL: 6.12E2
F: + ¢ ESI SRM ms2 615.325 [161.175-161.17 ...

163.15
100
2
i=
2
c
< 50
=
T
[J]
x 9 T L
200 400
m/z

Date: 10-Sep-2022, Instrument: TSQ Quantiva, Vial: RA4, Name: D:\data\2022\AMINOGLYCOSIDE\09\0910\NF-STD4,

Comments:, ID: 1

Kanamycin Gentamicin Neomycin
Y =167.119+149.856*X R*2=0.9983 W:Equal Y =302.619+105.567*X R*2=0.9956 W: Equal
2100000 e Pl 9 15000_: i e 10000 ///1
@ 7 & 10000 e & -
© s @ i o @ /,/
E 50000 // g 5000 - g 5000 -
= 1 - A
o™ BTy »*
T T LI s s e | T ™ T ™ = L — T 1
0 50 100 0 50 100 0 50 100
ug/kg ug/kg ug/kg
File Name Component Name Calculated Units Area RT Calibration Equation Calibration
Conc Curve 2
NF-STD4 Kanamyein 54314 ug’kg 63696 5.90 Y= 0.9955
-27.5919+1173.23*
X
NF-STD4 Gentamicin 52.126 ug’kg 7978 5.99 Y= 0.9983
167.119+149.856*
X
NE-STD4 Neomyein 51.951 ug’kg 5787 5.89 Y= 0.9956
302.619+105.567*
X

fl‘here is no signature data to report.



Quantify Sample Report

Printed: Tuesday, September 13, 2022, 09:27:33

Current Workbook Path: D:\lequan‘\aminoglycoside'20221202200913-IN-genneo-KANA
Date: 10-Sep-2022, Instrument: TSQ Quantiva, Vial: RA6, Name: D:\data\2022\AMINOGLYCOSIDE\09\0910\BLANK,

Comments: , ID: 1
Kanamycin

BLANK - m/z= 163.15-163.15 RT: 1.75-9.75
F:+ ¢ ESI SRM ms2 485.300 [102.179-102.181 ...

=100 58

= ‘

c |

g ‘I

E 4.1 |

] 50 i N

K 3]

o ra ) .75

R A N L
2 4 6 8

Time (min)

Gentamicin

BLANK - m/z= 322.20-322.20 RT: 1.76-9.76
F:+ ¢ ESI SRM ms2 478.325 [112.208-112.210 ...

o
o

Relative Intensity

Time (min)

Page 6 of 9

Neomycin

BLANK - m/z= 163.15-163.15 RT: 0.77 - 10.01
F:+ ¢ ESI SRM ms2 615.325 [161.175-161.177 ...

2100, 48

] | o

c | il I‘

£ 7 e

o 50 W l

= ] [

8 4 24 | U

2 1 N/ \n

R
2 4 6 8 10

Time (min)

Date: 10-Sep-2022, Instrument: TSQ Quantiva, Vial: RA6, Name: D:\data\2022\AMINOGLYCOSIDE\09\0910\BLANK,

Comments: , ID: 1

#2412 RT: 575 NL: 4.04E2
F: + ¢ ESI SRM ms2 485.300 [102.179-102.18 ...

187.18

100
z
& 324.23
< 50
2
©
[5]
L] T T T

200 400
m/z

#2418 RT. 5.76 NL: 1.57E3
F: + ¢ ESI SRM ms2 478.325 [112.208-112.21 ...

2100 48135

=7

c

2

[=

5 50

B ]

£ H 322.25

3 |

e ol T T
200 400

miz

#2422 RT: 577 NL: 5.28E2
F: + c ESI SRM ms2 615.325 [161.175-161.17 ...

=100

B

i=

L

E

o 907 163.15

2

[}

x 9 T L
200 400

m/z

Date: 10-Sep-2022, Instrument: TSQ Quantiva, Vial: RA6, Name: D:\data\2022\AMINOGLYCOSIDE\09\0910\BLANK,

Comments: , ID: 1

Kanamycin Gentamicin Neomycin
Y =167.119+149.856*X R*2=0.9983 W:Equal Y =302.619+105.567*X R"2=0.9956 W: Equal
e 15000 | e -
2100000 /// 2 ] e 10000 -
& e & 10000 P & -
© /'.,— @© | /’y 4 /,/
g 50000 e g 5000 e - 5000 7
o q - o
o™ Rl -
T T T T T T T T = T T 1
0 50 100 0 50 100 0 50 100
ug/kg ug/kg ug/kg
File Name Component Name Calculated Units Area RT Calibration Equation Calibration
Conc Curve 2
BLANK Kanamycin NC ug’kg N/A N/A Y= 0.9955
-27.5919+1173.23*
X
BLANK Gentamicin NC ug’kg N/A N/A Y = 0.9983
167.119+149.856*
X
BLANK Neomycin NC ug’kg N/A N/A Y= 0.9956
302.619+105.567*
X

fl‘here is no signature data to report.



Quantify Sample Report

Printed: Tuesday, September 13, 2022, 09:27:33

Current Workbook Path: D:\lequan‘\aminoglycoside'20221202200913-IN-genneo-KANA
Date: 10-Sep-2022, Instrument: TSQ Quantiva, Vial: RA7, Name: D:\data\2022\AMINOGLYCOSIDE\09\0910\JN-BENDI,

Comments: , ID: 1

Kanamycin

JN-BENDI - m/z= 163.15-163.15 RT: 1.75-9.75

F:+ ¢ ESI SRM ms2 485.300 [102.179-102.181 ...

o
o

24 ) Y

[ o e e e B e e

2 4 6 8
Time (min)

Relative Intensity
14,
o

Gentamicin
JN-BENDI - m/z= 322.20-322.20 RT: 1.76-9.76

F:+ ¢ ESI SRM ms2 478.325 [112.208-112.210 ...

o
o

Mo
[

|
il
[

Relative Intensity
w
o

Time (min)
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Neomycin

JN-BENDI - m/z= 163.15-163.15 RT: 0.77 - 10.01
F:+ ¢ ESI SRM ms2 615.325 [161.175-161.177 ...

4.9

L
=)
7

|
| 59
I

Relative Intensity
o
T

RN

T TR

2 4 6 8 10
Time (min)

Date: 10-Sep-2022, Instrument: TSQ Quantiva, Vial: RA7, Name: D:\data\2022\AMINOGLYCOSIDE\09\0910\JN-BENDI,

Comments: , ID: 1

#2412 RT: 575 NL: 1.49E2
F: + ¢ ESI SRM ms2 485.300 [102.179-102.18 ...

324.23

100

=z

c

L

]

= 50| 163.16

£

©

)

L] T T T

200 400

m/z

#2418 RT. 5.76 NL: 5.80E2
F: + ¢ ESI SRM ms2 478.325 [112.208-112.21 ...

2100+ 461.35

£

c

g

[=

5 50

EE.

2 ] 322.25

& ol T |‘ T
200 400

miz

#2422 RT: 577 NL: 1.79E2
F: + c ESI SRM ms2 615.325 [161.175-161.17 ...

2100 163.15

‘@

i=

]

c

S 50

&

o

o]

x 9 T L
200 400

m/z

Date: 10-Sep-2022, Instrument: TSQ Quantiva, Vial: RA7, Name: D:\data\2022\AMINOGLYCOSIDE\09\0910\JN-BENDI,

Comments: , ID: 1

Kanamycin Gentamicin Neomycin
Y =167.119+149.856*X R*2=0.9983 W:Equal Y =302.619+105.567*X R"2=0.9956 W: Equal
e 15000 | e -
2100000 - 2 ] e 10000
@ 7 @ i ~ @ -~
4 e o 10000 e o 7
© /'.,— @© | /’y 4 /,/
£ 50000 - £ 5000 - £ 5000 e
o q - o
o™ RLLE -~
T T T T T T T T = T T 1
0 50 100 0 50 100 0 50 100
ug/kg ug/kg ug/kg
File Name Component Name Calculated Units Area RT Calibration Equation Calibration
Conc Curve 2
IN-BENDI Kanamycin NC ug’kg N/A N/A Y= 0.9955
-27.5919+1173.23*
X
IJN-BENDI Gentamicin NC ug’kg N/A N/A Y = 0.9983
167.119+149.856*
X
JN-BENDI Neomycin NC ug’kg N/A N/A Y= 0.9956
302.619+105.567*
X
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Date: 10-Sep-2022, Instrument: TSQ Quantiva, Vial: RA7, Name: D:\data\2022\AMINOGLYCOSIDE\09\0910\JN-BEND2,

Comments: , ID: 1

Kanamycin

JN-BEND2 - m/z= 163.15-163.15 RT: 1.75-9.75
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Neomycin
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Date: 10-Sep-2022, Instrument: TSQ Quantiva, Vial: RA7, Name: D:\data\2022\AMINOGLYCOSIDE\09\0910\JN-BEND2,

Comments: , ID: 1

#2412 RT: 575 NL: 1.31E2
F: + ¢ ESI SRM ms2 485.300 [102.179-102.18 ...
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Date: 10-Sep-2022, Instrument: TSQ Quantiva, Vial: RA7, Name: D:\data\2022\AMINOGLYCOSIDE\09\0910\UN-BEND2,

Comments: , ID: 1

Kanamycin Gentamicin Neomycin
Y =167.119+149.856*X R*2=0.9983 W:Equal Y =302.619+105.567*X R"2=0.9956 W: Equal
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ug/kg ug/kg ug/kg
File Name Component Name Calculated Units Area RT Calibration Equation Calibration
Conc Curve 2
IN-BEND2 Kanamycin NC ug’kg N/A N/A Y= 0.9955
-27.5919+1173.23*
X
JN-BEND2 Gentamicin NC ug’kg N/A N/A Y = 0.9983
167.119+149.856*
X
JN-BEND2 Neomycin NC ug’kg N/A N/A Y= 0.9956
302.619+105.567*
X
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Date: 10-Sep-2022, Instrument: TSQ Quantiva, Vial: RA8, Name:
D:\data\2022\AMINOGLYCOSIDE\09\0910\SPIKE-JN100UL, Comments: , ID: 1

Kanamycin
SPIKE-JN100UL - m/z= 163.15-163.15 RT:
F:+ ¢ ESI SRM ms2 485.300 [102.179-102.181 ...
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Date: 10-Sep-2022, Instrument: TSQ Quantiva, Vial: RA8, Name:
D:\data\2022\AMINOGLYCOSIDE\09\0910\SPIKE-JN100UL, Comments: , ID: 1
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Neomycin

SPIKE-JN100UL - m/z= 163.15-163.15 RT:
F:+ ¢ ESI SRM ms2 615.325 [161.175-161.177 ...

RT:5.9
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#2475 RT: 590 NL: 9.55E3 #2530 RT: 6.03 NL: 1.49E3 #2478 RT: 590 NL: 6.77E2
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Date: 10-Sep-2022, Instrument: TSQ Quantiva, Vial: RA8, Name:
D:\data\2022\AMINOGLYCOSIDE\09\0910\SPIKE-JN100UL, Comments: , ID: 1
Kanamycin Gentamicin Neomycin
Y =167.119+149.856*X R"2=0.9983 W:Equal Y =302.619+105.567*X R*2=0.9956 W: Equal
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ug/kg ug/kg ug/kg
File Name Component Name Calculated Units Area RT Calibration Equation Calibration
Conc Curve 2
SPIKE-IN100UL Kanamyein 98.491 ug’kg 115526 5.90 Y= 0.9955
-27.5919+1173.23*
X
SPIKE-JN100UL Gentamicin 109.390 ug/kg 16560 6.03 Y= 0.9983
167.119+149.856*
X
SPIKE-IN100UL Neomyein 99.361 ug’kg 10792 5.90 Y= 0.9956
302.619+105.567*
X
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