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ABSTRACT: The purpose of this research was to study the feasibility of using the developed lateral flow test strip for
detecting ractopamine residue in pork and feed samples. Test results were recorded qualitatively by naked eye
observation and quantitatively by measuring color intensity of strip images using ImageJ software. The results showed
that the cut-off values of the tests were 3, 6, and 5 ng/mL and the limit of detection values were 0.42, 0.85, and 0.89
ng/mL for solution buffer, pork, and feed samples, respectively. The accuracy and precision of the test results were in
an acceptable range. Ractopamine residue in pork and feed samples were comparatively detected by both the
developed test strips and the commercially available test strips. In addition, the residue in a random group of
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samples was tested by the LC-MS/MS confirmation method. It was found that all test results were in an agreement.
Furthermore, test strips kept in a temperature range of 4 °C - 30 °C were found to be stable for 9 months. These
results indicated that the developed lateral flow test strips were sensitive, accurate and reliable enough to be used
for screening detection or monitoring of ractopamine residue in pork and feed samples.

Keywords: ractopamine; test strip; monoclonal antibody
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Figure 1 Typical configuration of a lateral flow test strip
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Figure 2 Operation of a lateral flow test strip
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Figure 3 Ractopamine detection by lateral flow test strip
(A) cut-off of lateral flow test strip in pork extract and feed extract sample (B) Standard curves of ractopamine quantitation by lateral
flow test strip between % optical density of ImageJ analysis and the logarithm of the concentrations of the spiked ractopamine in pork

extract and feed extract sample
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3. MIMANNUYNABILAZIILEIVDIYALAUNATDY

MIMAIAIgNABILAEANILLIUSWBYALALYIAGEY F9NTANIINANRRENIINEUAY (%recovery) uasAndiUszANS
AuLUsUTIU (%coefficient of variation; %CV) Tnensatasisdsnlufuieniiu (ntra-variation assay) ANUINTUAE 6 e
(Table 1) uaziAs iz ey (inter-variation assay) Aududuay 6 91 e 3 Ju (Table 2)

Table 1 Intra-variation assay of accuracy and precision in pork and feed sample (n=6)

Spiked ractopamine concentration (ng/ml)  Ractopamine in sample (ng/ml) %Recovery %CV

Pork Feed Pork Feed Pork Feed
1 0.90+0.04 0.99+0.05 89.77 99.14 4.39 4.94
2 1.75+£0.07 2.01+£0.05 87.47 100.37 3.90 2.68
3 2.72+0.11 2.95+0.01 90.73 98.34 3.87 0.42
4 3.67+0.11 3.97+0.07 91.73 99.29 3.03 1.76
5 4.35+0.17 4.94+0.04 87.02 98.90 3.97 0.74
6 5.45+0.19 - 90.88 - 3.47 -

Table 2 Inter-variation assay of accuracy and precision in pork and feed sample (N=3, n=6)

Day Spiked ractopamine concentration (ng/ml) Ractopamine in sample (ng/ml) %Recovery %CV

Pork Feed Pork Feed Pork  Feed
1 0.88+0.10 1.04+0.04 88.35 104.02 1107 3.61
2 1.73+0.21 2.06+0.09 86.46 103.18 1227 4.18
3 2.83+0.44 2.94+0.09 9440 97195 1564 291
! 4 3.75+0.30 3.98+0.34 9385 99.40 8.02 8.65
5 4.32+0.53 4.98+0.06 86.40 9966 1223 115

6 5.51+0.35 - 91.85 - 6.44 -
1 0.94+0.17 0.94+0.11 9422 9422 1783 11.68
2 1.69+0.21 2.00+0.09 84.68 100.09 12.11 4.25
3 2.71+£0.35 2.96+0.38 90.38 98.76 1288 12.81
? 4 3.71+£0.49 4.04+0.28 9276 10098 13.17 7.05
5 4.54+0.52 4.91+0.49 90.75 98.20 11.39  10.00

6 5.24+0.37 - 87.35 - 7.05 -
1 0.87+0.11 0.99+0.15 86.74  99.19 1285 15.18
2 1.83+0.32 1.96+0.19 91.27 9783 17.60 9.51
3 2.62+0.40 2.95+0.12 87.41 98.32 15.13 3.92
’ 4 3.54+0.38 3.90+0.28 88.59 97.49 10.82 7.25
5 4.20+0.39 4.94+0.26 83.92 98.84 9.41 5.17

6 5.61+£0.77 - 93.44 - 13.73 -




KHON KAEN AGRICULTURE JOURNAL 49 (3): 721-732 (2021)./d0i:10.14456/kaj}.2021.xx 729

Namswmamwudﬂﬁaa&huﬁaqm $1A1 %recovery agflutig 86.46-94.22% Uazfl981991M1138N05 8gluyIe 97.49-
104.029% @1 %CV vouiilogns drteglutag 3.03-15.64% uazfiog19e1msgnsoglutag 0.74-15.18% Fed %recovery uaz
%Cv ldi 1udfleglutiiivonsuldnuinusiuasgiuves AOAC (2016) fio ansiisiauifudusglurag 1-10 wilundude
find8ns A Yrecovery ogluting 60-115% uazen % CV dahiunietionnd 32% wansiynuaunaaeuiindniuosioglu

LNEUTIANILTRI UL NS ULR

v '
N P

PNNITUTBULTBUAT Y%recovery 3NAIDEIULDANTNNIUNITIANLIALAWITUALITUTY 2, 4, Lay 6 Wilunsues

q

a a

1080y Wennasudvyakaunaasuindnduliuisnaasuiiodudunanisinias LC-MS/MS lngdeiiotna3iasies
WesUfURAn snans (Weswalne) nuibinavegeulndifgaiuanududuressalandunivasly dwanyanaasuiliniig
gneestTeiio (Table 3) duluitegvemisgns lilinaiSouiieu Wewinesuuinisnans Useimnalnegldfivinismaaey

Tuemsdnd

Table 3 Comparison of lateral flow test strip and LC-MS/MS method for ractopamine detection in pork sample

Sample Spiked ractopamine Ractopamine in sample (ng/ml)
concentration (ng/ml) Test strip LC-MS/MS
2 1.75 2.19
Pork a4 3.67 4.04
6 5.45 6.19
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Table 4 Stability of lateral flow test strip at 4°C and room temperature

Period (month) ImageJ analysis
4°C Room temperature
0 22.3142.61° 22.3142.61°
3 19.89+2.19% 21.27+2.28%
6 19.39+1.16™ 20.60+2.09%
9 18.44+2.29° 19.94+2.45%

2b Means=+standard deviation in the same column with different superscript are significantly different (P<0.05) according to Duncan

multiple range test
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