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Enrofloxacin ELISA Kit

Catalog No. LSY-10017

1. Principle

This test kit is based on the competitive enzyme immunoassay for the detection of Enrofloxacin in
samples. The coupling antigens are pre-coated on the micro-well stripes. The Enrofloxacin in the
sample and the coupling antigens pre-coated on the micro-well stripes compete for the anti-
Enrofloxacin antibodies. After the addition of the enzyme conjugate, the TMB substrate is added for
coloration. The optical density (OD) value of the sample has a negative correlation with the
Enrofloxacin in the sample. This value is compared to the standard curve and the Enrofloxacin
concentration is subsequently obtained.

2. Technical specifications
Sensitivity: 1 ppb

Incubation Temperature: 25C
Incubation Time: 30min—15min
Detection limit

TISSUR, ©Q.... e verereirerrrrrreesnirsssasasessesasesssssassessasstesesssnassssasnssssesasesasnassassansssastses 1 ppb

SEIUM, NONBY ...ttt et st saesee st see st s e ne 2 ppb
Cross-reaction rate:

ENrofloXacin... ..o eeasnesesesaenanenneees 100%0
Recovery rate:

TiSSUE, €0, SETUM.......cvonieeceeeiereireiensesessssesenssesssssnssessnssensnenssensnesnnsesess SOE15%

HONEY ...ttt r et eee e e brsnone csnssessssstosensrseressensssansrsanes 75+15%

3. Components
1) Micro-well strips: 12 strips with 8 removable wells each
2) 6x standard solution (1 mL each): Oppb, 1ppb, 3ppb, 9ppb, 27ppb and 81ppb

3) Enzyme conjugate (7ml) ..o e red cap
4) Antibody working solution (7 ML).........ccccccorerneeecenenneeeernenssreneeecnaes blue cap
5) Substrate A sOIUHON (7 ML)......c.ooeiicernrree e white cap
6) Substrate B solUtion (7 ML).......cccccnvimnininiinninicn e black cap
7)  Stop SOIULION (7 ML).eeeiiiiee et eseere e yellow cap
8) 20x concentrated washing buffer (40 mL).......c.ccovcerrvvnnvnnenicnennn. white cap
9) 2x concentrated redissolving solution (50 mL)...........cccceeeeneen. transparent cap

4. Materials required but not provided

1) Equipments: microplate reader, printer, homogenizer, nitrogen-drying device, vortex,
centrifuge, measuring pipets, balance (a sensibility reciprocal of 0.01 g)

2) Micropipettors: single-channel 20-200 pL, 100-1000 pL, and multi-channel 250 pL;

3) Reagents: HCI, Methylene chloride, Acetonitrile (CHsCN), N-hexane, Na:HPO4 12H:20,
NaH2PO04-2H,0, Heparin sodium

5. Sample pre-treatment
Instructions (The following points must be dealt with before the pre-treatment)
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1) This test kit can detect tissue sample: animal tissue, poultry, aquatic. Eg: Chicken, duck, bovine,
rabbit, fish, shrimp etc.

2)

3)

Only the disposable tips can be used for the experiments and the tips must be changed when
used for absorbing different reagents;

Before the experiment, each experimental utensil must be clean and should be re-cleaned if
necessary, in order to avoid the contamination that interferes with the experimental results.

Solution preparation before sample pre-treatment:

1)
2)

3)

4)

5)

0.1 M HCI: 860ul HCI (36%) + deionized water 100 mL.

Acetonitrile (CHaCN) -Methylene chloride mixing solution

Vacetonltrlle'Vmethylene chioride = 1:4

pH7.2 0.02M PB buffer: dissolve 5.16 g NazHPO4-12H20 + 0.87 g NaH2PO4-2H20 in the
deionized waterto 1 L.

Acetonitrile (CH3CN)- Methylene chloride- 0.1 M HCI mixing solution

100ml Acetonitrile (CHaCN) -Methylene chloride mixing solution (Vacetonitrite=Vmethylene chloride =

4 : 1), add 5ml 0.1 M HCI solution.

The 2x concentrated redissolving solution is diluted with deionized water at 1:1 (1 mL
concentrated redissolving solution + 1 mL deionized water), used for the sample redissolving.

5.1 Tissues (chickenlliver, porkiliver, fish, shrimp etc.), egg

1)
2)

3)

4)

5)

Weigh 2.0 + 0.05 g of the homogenized tissue sample or egg sample into 50 ml centrifuge tube
Add 8 ml of the Acetonitrile (CH3sCN) -Methylene chloride mixing solution, shake for 5 min,
centrifuge at above 4000 r/min at 15 °C for 10 min
Take 4 ml the clear organic phase into a dry tube, blow to dry with nitrogen or air completely by
rotary evaporation at 56 C
Dissolve the dry residues in 1 mL of the diluted redissolving solution, add 1 mL N-hexane, mix
for 30 seconds; centrifuge at above 4000 r/min at 15°C for 5 min.
Remove the upper layer, take 50yl lower layer solution for further analysis.

Fold of dilution of the sample: 1

5.2 Serum

1)

2)

3)

4)

5)

Use centrifuge tube with heparin sodium (20-30 unit/ml blood) to collect chicken blood sample
(Suggestion: blood collection syringes are recommended rinsing with heparin).Place the blood
sample in the room temperature for 1 hour. After obtain plasma, centrifuge at above 4000r/min
at 15 ‘C for 10 min, take out 1 ml plasma.

Add CHsCN (without water) 4 ml , mix up-and-down thoroughly for 5 min, centrifuge at above
4000r/min at 15 ‘C for 10 min.

Move the clear supernatant (upper layer) to another centrifuge tube, add 2ml 0.02M PB buffer,
mix evenly.

Add 5 ml Methylene chloride, mix evenly for 5 min, centrifuge at above 4000r/min at

15 °C for 10 min, remove the upper layer, take the lower organic phase to dry bottle(clear
without impurities), blow to dry with nitrogen or air completely by rotary evaporation at 50 C
Dissolve the dry residues in 1 mL of the diluted redissolving solution, add 1 mL N-hexane, mix
for 30 seconds; centrifuge at above 4000 r/min at 15°C for 5 min.
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6) Absorb out lightly the upper and middle layer white impurities, take lower phase 100pl, add

7)

100yl diluted redissolving solution, mix for 30s.
Take 50yl solution for further analysis.
Fold of dilution of the sample: 2

5.3 Honey

1.

Weigh 2.0 & 0.05g honey sample into 50ml centrifuge tube, add 8 ml Acetonitrile (CH3sCN)-
Methylene chloride- 0.1 M HCI mixing solution, shake fully for 3min, centrifuge at above 4000
r/min at 15 °C for 10 min.
Take 2ml the supernatant (upper layer), blow to dry with nitrogen or air at 56 C.
Add 1 mL the diluted redissolving solution, shake fully for 1min.
Take 50 WL for further analysis

Fold of dilution of the sample: 2

6. ELISA procedures
6.1 Instructions

1.
2.
3.

Bring all reagents and micro-well strips to the room temperature (20-25 °C) before use;

Return all reagents to 2-8 ‘C immediately after use;

The reproducibility of the ELISA analysis, to a large degree, depends on the consistency of
plate washing. The correct operation of plate washing is the key point in the procedures of
ELISA,;

For the incubation at constant temperatures, all the samples and reagents must avoid light
exposure, and each microplate should be sealed by the cover membrane.

6.2 Operation procedures

1.

Take out all the necessary reagents and place at the room temperature (20-25 C) for at least
30min. Note that each reagent must be shaken to mix evenly before use,

Take the required micro-well strips and plate frames. Re-sealed the unused microplate, stored
at2-8 C;

Solution preparation: dilute 40 mL of the 20x concentrated washing buffer with the deionized
water at 1:19 ( 1 part of 20x concentrated washing buffer + 19 parts of deionized water), or
prepare as quantity needed;

Numbering: number the micro-wells according to samples and standard solution; each sample
and standard solution should be performed in duplicate; record their positions;

Add 50 pL of the sample or standard solution to separate duplicate wells, add 50 plL of enzyme
conjugate, then add 50 pL of the antibody working solution into each well. Mix by shaking gently,
seal the microplate with the cover membrane, and incubate at 25°C for 30min;

Wash the microplate with the washing buffer at 250 pL/iwell for four to five times.;soak the well
with the washing buffer for 15-30 sec, flap to dry with absorbent paper (if there are the bubbles
after flapping, cut them with the clean tips);

Coloration: add 50 pL of the substrate A solution and 50 pL of the B solution into each well. Mix
by shaking gently, and incubate at 25 'C for 15 min in the dark for coloration;
Determination: add 50 pL of stop solution into each well. Mix by shaking gently. Set the
wavelength of the microplate reader at 450 nm to determine the OD value. (Recommend to
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read the OD value at the dual-wavelength 450/630 nm within 5 min) .

7. Result judgment

There are two methods to judge the results; the first one is the rough judgment, while the second is
the quantitative determination. Note that the OD value of the sample has a negative correlation with
the content of Enrofloxacin in the sample.

7.1 Qualitative determination

The concentration range (ng/mL) obtained from the comparison the average OD value of the
sample with that of the standard solution. Assuming that the OD value of the sample I is 0.238,
and that of the sample II is 0.946, the OD value of standard solutions is: 1.845 for 0 ppb, 1.542 for 1
ppb, 1.130 for 3 ppb, 0.635 for 9 ppb, 0.326 for 27 ppb ,0.156 for 81 ppb, accordingly the
concentration range of the sample I is 27 to 81 ppb, and that of the sampleIl is 3 to 9 ppb.
(multiplied by the corresponding dilution fold)

7.2 Quantitative determination

The mean values of the absorbance values is equivalent to the percentage of the average OD
value (B) of the sample and the standard solution divided by the OD value (Bo) of the first standard
solution (0 standard) and subsequently multiplied by 100%, that is,

Percentage of absorbance value = x100%

0

B—the average (double wells) OD value of the sample or the standard solution
Bo—the average OD value of the Ong/mL standard solution

Draw the standard curve with the absorption percentages of the standard solutions and the
semilogarithm values of the Enrofloxacin standard solutions (ng/mL) as Y- and X-axis, respectively.
Read the corresponding concentration of the sample from the standard curve by incorporating its
absorption percentage into the standard curve. The resulting value is subsequently multiplied by
the corresponding dilution fold, finally obtaining the Enrofloxacin concentration in the sample.

Using the professional analyzing software of this kit will be more convenient for the accurate and
rapid analysis of a large amount of samples. (Please contact us for this software)

8. Precautions

1. The room temperature below 25 °C or the temperature of the reagents and the samples being
not returned to the room temperature (20-25 °C) will lead to a lower standard OD value.

2. Dryness of the microplate in the washing process will be accompanied by the situations
including the non-linear standard curves and the undesirable reproducibility; So continue to
next step immediately after washing.

3. Mix evenly, otherwise there will be the undesirable reproducibility.

4. The stop solution is the 2 M sulfuric acid solution, avoid contacting with the skin.

5. Do not use the kit exceeding its expiry date. The use of diluted or adulterated reagents from the
kits will lead to the changes in the sensitivity and the detecting OD values. Do not exchange the
reagents from the kits of different lot numbers to use.

6. Put the unused microplate into an auto-sealing bag to re-seal it. The standard substance and
the colourless color former is light sensitive, and thus they cannot be directly exposed to the
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light.

7. Discard the colouration solution with any color that indicates the degeneration of this solution.
The detecting value of the 0 standard solution of less than 0.5 (A450 nm< 0.5 ) indicates its
degeneration.

8. The optimum reaction temperature is 25 “C, and too high or too low temperatures will result in
the changes in the detecting sensitivity and OD values.

9. Storage and expiry date

Storage: store at 2-8 C, not frozen.

Expiry date: 1 year; date of production is on box.
Note: If the Vacuum package of microplate has leakage, it is still valid to use, do not affect
the test result, be relax to use.

Shenzhen Lvshiyuan Biotechnology Co., Lid

D Building, National Biological Industrial Park of Marinelife, No.2 Binhai Road, Dapeng,
Shenzhen, 518120 China

Tel. 86-755-28438788 Fax 86-755-28938800

Email: _info@lsybt.com

www.Isybt.com
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Oxytetracyline ELISA Test Kit

Catalog No. LSY-10044

1. Principle

This test kit is based on the competitive enzyme immunoassay for the detection of Oxytetracyline in
the sample. The coupling antigens are pre-coated on the micro-well stripes. The Oxytetracyline in
the sample and the coupling antigens pre-coated on the micro-well stripes compete for the anti-
Oxytetracyline antibody. After the addition of the enzyme conjugate, the TMB substrate is added for
coloration. The optical density (OD) value of the sample has a negative correlation with the
Oxytetracyline in it. This value is compared to the standard curve and the Oxytetracyline
concentration is subsequently obtained.

2. Technical specifications
Sensitivity: 0.4 ppb

Incubation Temperature: 25°C
Incubation Time: 30min—15min
Detection limit:

TISSUE, HONGY........cccrcuerririeeeeeeeeeeeeeeeeeee oo about 20ppb
Milk (MELhOd 1)..........ooeeceeeeeeeereeeeeeeeeee oo about 20ppb
Milk (MELhO 1)........cceeeeerriveenneeeeeeeeeeeeeeeeee oo about 40ppb
FOOM... . cooreeneeniscreeeesramssnanssasossasssammnonsesessseesososs e see e s e ese about 600ppb

Note: ppb=ng/mLor ng/g
Cross-reaction rate:

OXYERITACYNNE.................coooveerreereeseieesesseseseeeeosessseseesssseseses oo oeooeoeeeeeeesoeeeee 100%
TErACYCHNE. ... eeeseseeess e ecosses e eeeeeee 200%
ChlortetracyCling................ccceveeeeeeeeeereeeereseeeeeeeeeeeeeeees oo 240%
DOXYCYCIINE.......ccooeeeereeeeesesssssoseseee e oeeoeeeeeeeeeeeooee 20%

Recovery rate: 90+15%

3. Components

1> Micro-well strips: 12 strips with 8 removable wells each

2) 10x concentrated standard solution: 0 PPb, 4ppb, 12ppb, 36ppb, 108ppb (0.5mi/bottle)
3) Enzyme conjugate (7 mL)

4> Antibody working solution (7 mL)

5) Substrate A (7 mL)

6) Substrate B (7 mL)

7)  Stop solution (7 mL)

8) 20x concentrated washing buffer (30 mL)

9) 20x concentrated redissolving solution (10 mL)

4. Materials required but not provided
1) Equipments: microplate reader (450nm, 630nm), rotary evaporator/nitrogen-drying device,
homogenizer, oscillator, centrifuge (4000g and above), balance (a sensibility reciprocal of 0.01
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g), measuring pipets, incubator (adjustable 25°C. 37°C. 60°C),timer
2) Micropipettors: single-channel 20~200 L and 100~1000 pL, and multi-channel 30~300 pL;
3) Reagents: deionized water, HCI, N,N-Dimethylformamide(DMF)

5. Sample pre-treatment

Instructions

The following points must be dealt with before the pre-treatment of any kind of sample:

1) Only the disposable tips can be used for the experiments and the tips must be changed when

used for absorbing different reagents;

2) Before the experiment, each experimental equipment must be clean and should be re-cleaned if

necessary, in order to avoid the contamination that interferes with the experimental results.

Solution preparation before sample pre-treatment:

1) Dilute 20x concentrated redissolving solution with deionized water at 1:19(1 part concentrated
redissolving solution + 19 parts deionized water ).

2) Washing buffer: 1 part 20x concentrated washing buffer + 19 parts deionized water

3) 1M HCI: take 1mi concentrated HCI, add 11ml deionized water to dissolve and mix it evenly.

5.1 Tissue

1. Take 1x 0.01 g of the homogenized sample into 10 mL centrifuge tube, add 1 mL
N,N-Dimethyiformamide(DMF), shake with oscillator for 5min, to make sample completely
dispersed, fully contact with the organic phase.

2. Centrifuge at above 4000g for 10 minutes.

3. Take 100ul up-layer clear liquid, add 800ul diluted redissolving solution, shake with oscillator for
10min;

4. Take 50 pL for analysis.
Fold of dilution of the sample: 20

5.2 Honey

1) Take 1% 0.01g honey sample into 10 mL centrifuge tube; Add 2ml deionized water, shake with

oscillator fully for 1 min to dissolve; take 100ul dissolved solution, add 400ul diluted redissolving

solution, oscillator for 10S to mix it evenly;

2) Take 50ul for analysis immediately.
Fold of dilution of the sample: 10

5.3 Milk (method 1)

1) Thaw the collected liquid milk sample, then put at room temperature for 30min;

2) Put tips in the down-layer of milk, take 1ml sample into 2ml centrifuge tube(note: do not take the

up-layer cream),

3) Add 50ul 1M HCI, shake strongly for 1min(or oscillator for 30s);

4) Centrifuge at above 4000 r/min at room temperature (20 - 25 C) for 10 minutes;

5) Take up-layer clear liquid 50ul into another clean centrifuge tube(note: do not take the up-layer

cream), add 450ul diluted redissolving solution, shake strongly for 1min(or oscillator for 30s);

6) Take 50ul for analysis immediately.
Fold of dilution of the sample: 10

Milk (method 2)
1) Take 50ul liquid sample into 1950ul diluted redissolving solution; oscillator fully for 1min evenly;
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2) Take 50ul for analysis immediately.
Fold of dilution of the sample: 40

5.4 Feed (Cattle feed, pig feed)

1. Take 1+ 0.01 g feed sample into 50 mL centrifuge tube, add 5 mL deionized water, shake with

oscillator for 2min until feed separate completely, centrifuge at above 4000 r/min for 10 minutes.

2. Take 40ul up-layer clear liquid into a new centrifuge tube, add 1560ul diluted redissolving solution,

shake with oscillator for 30s;

3. Take 50 pL for analysis.

Fold of dilution of the sample: 200

6. ELISA procedures

Instructions

1. Bring all reagents and micro-well strips to the room temperature (20-25 °C).

2. Return all reagents to 2-8 C immediately after use.

3 .The reproducibility of the ELISA analysis, to a large degree, depends on the consistency of plate

washing. The correct operation of plate washing is the key point in the procedures of ELISA.

4, For the incubation at constant temperatures, all the samples and reagents must avoid light

exposure, and each microplate should be sealed by the cover membrane.
Operation procedures

1. Take out all the necessary reagents from the kit and place at the room temperature (20 to 25 C)
for at least 30 minutes. Note that each liquid reagent must be shaken to mix evenly before use.

2. Dilute the 5 concentrated standard solution separately: take 5 pieces of 2ml centrifuge tube,
mark 0. 0.4, 1.2, 3.6, 10.8ppb accordingly, add 900pL the diluted redissolving solution into each
tube, then add the five 10X concentrated standard solution into above 5 tubes accordingly,
100ul/tube. The 5 diluted standard solutions will be: 0—0. 0.4—4. 1.2—12. 3.6—36. 10.8—
108.

3. Take the required micro-well strips and plate frames. Re-sealed the unused microplate, stored
at 2-8 °C, not frozen.

4. Numbering: number the micro-wells according to samples and standard solution; each sample
and standard solution should be performed in duplicate; record their positions.

5. Add 50pL of the sample or standard solution to separate duplicate wells, then add enzyme
conjugate, 50 pL each well, then add 50 L of the antibody solution into each well. Mix gently by
shaking the plate manually, seal the microplate with the cover membrane, and incubate at
25 °C at dark for 30 minutes.

6. Pour liquid out of microwell, add 250 pL/well of washing buffer for 15-30 seconds, repeat three
to four times, then flap to dry (if there are the bubbles after flapping, cut them with the clean
tips).

7. Coloration: add 100 uL mixture of the substrate A and substrate B into each well (Note: mix
Substrate A and Substrate B at 1:1, the mixture should be used in 10min, never use metal
container or metal to stir the solution, otherwise the substrate may be invalid.). Mix gently by
shaking the plate manually, and incubate at 25 'C for 15 minutes at dark for coloration.

8. Determination: add 50 pL of the stop solution into each well (The substrate color from blue to
yellow, it means the stop succeeds). Mix gently by shaking the plate manually. Set the
wavelength of the microplate reader at 450 nm to determine the OD value (Recommend to read
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the OD value at the dual-wavelength 450/630 nm within 5 minutes).

7. Result judgment

There are two methods to judge the results; the first one is the rough judgment, while the second is
the quantitative determination. Note that the OD value of the sample has a negative correlation with
the content of Oxytetracyline in the sample.

7.1 Qualitative determination

The concentration range (hg/mL) can be obtained from the comparison the average OD value of
the sample with that of the standard solution. Assuming that the OD value of the sample I is 0.3,
and that of the sample II is 1.0, while those of the standard solutions are as the followings: 2.243
for Oppb, 1.816 for 0.4ppb, 1.415 for 1.2ppb, 0.74 for 3.6ppb, 0.313 for 10.8ppb, accordingly the
concentration range of the sample 1 is 3.6 to 10.88ppb, and that of the sample 1I is 0.4 to 1.2 ppb.

7.2 Quantitative determination

The mean values of the absorbance values is equivalent to the percentage of the average OD
value (B) of the sample and the standard solution divided by the OD value (Bo) of the first standard
solution (0 standard) and subsequently multiplied by 100%, that is,

Percentage of absorbance value = x100%

0
B—the average (double wells) OD value of the sample or the standard solution
Bo—the average OD value of the 0 ng/mL standard solution

Draw the standard curve with the absorption percentages of the standard solutions and the
semilogarithm values of the Oxytetracyline standard solutions (ng/mL) as Y- and X-axis,
respectively. Read the corresponding concentration of the sample from the standard curve by
incorporating its absorption percentage into the standard curve. The resulting value is subsequently
multiplied by the corresponding dilution fold, thus finally obtaining Oxytetracyline concentration in
the sample.

. Precautions

1. The room temperature below 25 ‘C or the temperature of the reagents and the samples being
not returned to the room temperature (20-25 ‘C) will lead to a lower standard OD value.

2. Dryness of the microplate in the washing process will be accompanied by the situations
including the non-linear standard curves and the undesirable reproducibility.

3. Mix every reagent and reaction mixture evenly and wash the microplate thoroughly, otherwise
there will be the undesirable reproducibility.

4. The stop solution is the 2 M sulfuric acid solution, avoid contacting with the skin.

5. Put the unused microplate into an auto-sealing bag to re-seal it. The standard substance and
the colourless color former is light sensitive, and thus they cannot be directly exposed to the
light.

6. Do not use the kit exceeding its expiry date. The use of diluted or adulterated reagents from the

kits will lead to the changes in the sensitivity and the detecting OD values. Do not exchange the
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reagents from the kits of different lot numbers to use.

7. Discard the colouration solution with any color that indicates the degeneration of this solution.
The detecting value of the 0 standard solution of less than 0.5 indicates its degeneration.

8. The optimum reaction temperature is 25 ‘C, and too high or too low temperatures will result in
the changes in the detecting sensitivity and OD values.

9. Storage and expiry date

Storage: store at 2-8 °C, not frozen.

Expiry date: 12 months; date of production is on the box.
Note: If the Vacuum package of microplate has leakage, it is still valid to use, do not affect
the test result, be relax to use.

Shenzhen Lvshiyuan Biotechnology Co., Ltd

D Building, National Biological Industrial Park of Marinelife, No.2 Binhai Road, Dapeng,
Shenzhen, 518120 China

Tel. 86-755-28438788

Fax 86-755-28938800

Email: info@lsybt.com

www.lsybt.com
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Tylosin ELISA Test Kit

Catalog No, LS¥-1002p

2, Technica| speciﬁcations
Sensitivity: 1ppb

Pork, Chicken (method 1) about 20ppb
Pork, Chicken (method 2)about 1ppb
Honey TN about 1ppb

Raw milk, reduced milk about 15pphb
Note: PPb= ng/m| or ng/g
Cross-reaction rate

3. Components
1 Micro-weH Strips: 12 Strips with g removaple wells egch
2) 5x standzrq Solution (1mL each): Oppb, 1ppb, 3ppb, Sppb, 27ppb

3) Enzyme Conjugate (12 T o P 1 bottle
4 Antibogly Working Solution ( (1 e 1 bottle
5) Substrate A iy 1 bottle
6 Substrate g e 1 bottle
7) Stop Soluticn (7 mL)........ 1 bottle
8) 20x concentrateq Washing buffer (30 mL) 1 bottle
9) s5x Concentratey red:ssolving Solution (19 M)t 1 bottle
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5. Sample pre-treatment

Instructions

The following points must be dealt with pefore the pre—treatment of any kind of sample:

1) Only the disposable tips can pe used for the experiments and the tips must be changed when
used for absorbing different reagents;

2) Before the exper'\ment, each experrmenta\ equ'rpment must be clean and should be re-cleaned
if necessarny, in order to avoid the contamination that interferes with the exper'rmenta\ results.

Solution preparation before sample pre-treatment:

1) Redissolving solution: 1 part 5% concentrated redissolving solution + 4 parts deionized water.

2) 0.2M phosphate buffer: weigh 51 69 NazHPO4.12HzO and 8.7 NaHzPO4.2HzO, add 1L
deionized water to dissolve evenly..

3) Washing puffer: 1 part 20% concentrated washing puffer + 19 parts deionized water.

4) 04 M NaOH: dissolve 0.89 NaOH in 200mi deionized water.

5) 1M HCL: Weigh 1ml 412MHC, add 11mi deionized water to dissolve.

5.4 Samples preparation
a) Chicken, pork (rnethod 1)
1) Weigh 1% 0059 homogentzed tissue sample into 50ml plastic centrifuge tube;
2) Add 2ml deionized water, shake strongly for 2nin (or Us€ vortex for 1min);
3) Centrifuge at above 4000 g at room temperature for 10min;
4) Take 100ul supernatant, add 400ul Red‘rssotv'h g golution, mix evenly for 10s;
5) Take 50ul to test.
Fold of dilution of the sample: 15

Chicken, pork (method 2)
1) Weigh 1£ 0059 homogen‘rzed tissue sample into 50mi plastic centrifuge tube, add 1ml 0.2M
Phosphate puffer to dissolve completely, then add gml ethy! acetate, shake oOf vortex for amin, Mix it
evenly,
2) Centrifuge at above 3000 g at room temperatureé for 5SMIN;
3) Take 4Aml supernatant into a 10m! clean glass centrifuge tube, blow to dry in 50-60°C water bath
by n‘rtrogen-drying device;
4) Add 1) n-Hexane, yortex for 30s, then add 0.5ml Redissolving solution, yortex for Arnin, MiX
evenly, centrifuge at above 3000 9 at room ternperaturé for SMIM;
5) Discard up-layer organic phase, take 50ul down-layer liquid to test.

Fold of dilution of the sample: 1

p) Honey

1) Weigh 2+ 0.050 honey sample into 50ml plastic centrifuge tube, add omi 0.1M NaQH to dissolve
completely, then add gmi ethyl acetate, shake for Srnin, MiX evenly;

2) Centrifuge at above 3000 g at room temperature for 5Smin;

3) Take 3ml up-ayer organic phase into 10m! clean dry glass tube, blow 10 dry in 50-60°C water
path by n‘.trogen-drying device,

4) Add 0.5ml Redissolving solution, vortex for 1min, be static at room temperature for 5min, vortex
for 1min again, Mix evenly;
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5) Take 50ul down-layer liquid to test.
Fold of dilution of the sample: 0.5

¢) Raw milk, reduced milk

tube(Note: do not take up-layer cream);
3) Add 50ul 1M HCI, shake strongly for 1min (or vortex for 30s);

6) Take 50u| liquid to test.
Fold of dilution of the sample: 10

6. ELISA procedures

6.1 Instructions

1) Bring all réagents and micro-wel) strips to the room temperature (20-25 C) before use;

2) Return all reagents to 2-8 ¢ immediately after uyse;

3) The reproducibility of the ELISA analysis, to a lirge degree, depends on the consistency of plate
washing. The correct operation of plate washing is, the key point in ELISA the Procedures;

4) For the incubation at constant temperatures, all the samples and reagents must avoid light

1. Bring test kit to the room temperature (20-25 C) for at least 30 min, note that each reagent
must be shaken to mix evenly before use, put the required micro-wel| strips into plate frames.
Re-sealed the unused microplate, store at2-8 °C, not frozen,

2, Numben'ng: number the micro-wells according to samples and standard solution; each sample
and standard solution should be performed in duplicate, record their positions,

3. Add 50 ML of the sample or standarg solution into Separate duplicate wells; then add 50 uL of
the antibody working solution into each well, mix gently by shaking the plate Mmanually. Seal the
microplate with the cover membrane, and incubate at 25 ¢ for 30min in dark.

4. Pour liquid out of microwell, flap to dry on absorbent Paper, add 250 uL/well of washing buffer to

coloration.
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7. Determination: add 50 pL of the stop solution into each well. Mix gently by shaking the plate
manually. Stop successfully when substrate color from blue to yellow. Recommend o read the
OD value at the dual-wavelength 450/630 nm within 5 minutes.

7. Result judgment

There are two methods to judge the results: the first one is the rough judgment, while the second is
the quantitative determination. Note that the OD value of the sample has 2 negative correlation with
the Tylosin concentration.

7.1 Qualitative determination

The concentration range (ng/mL) of Tylosin can be obtained from comparing the average OD value
of the sample with that of the standard solution. Assuming that the OD value of the sample I is 0.3,
and that of the sample1l is 1.0, the OD value of standard solutions is: 2.243 for Oppb, 1.816 for
1ppb, 1.415 for 3ppb, 0.74 for 9ppb, 0.313 for 27ppb, accordingly the concentration range of the
sample I is 910 27ppb, and that of the samplel is 1to 3ppb.

7.2 Quantitative determination

The mean values of the absorbance values is obtained for the average OD value (B) of the sample
and the standard solution divided by the OD value (Bo) of the first standard solution (0 standard)
and subsequently multiplied by 100%, that s,

B
Bo
B—the average OD value of the sample oF the standard solution
Bo—the average OD value of the 0 ng/mL standard solution

Percentage of absorbance value = x100%

Draw the standard curve with the absorption percentages of the standard solution and the
semilogarithm values of the Tylosin standard solution (ng/mL) as Y- and X-axis, respectively. Read
the corresponding concentration of the sample from the standard curve by incorporating its
absorption percentage into the standard curve. The resulting value is subsequently multiplied by
the corresponding ditution fold, finally obtaining the Tylosin concentration in the sample.

8. Precautions

4. The room temperature pelow 25 °C or the temperature of the reagents and the samples being
not returned to the room temperature (20-25 C) will lead to a lower standard OD value.

2. Dryness of the microplate in the washing process will be accompanied by the situations
including the non-linear standard curves and the undesirable reproducibility; So continue to
next step immediately after washing.

3. Mix evenly, otherwise there will be the undesirable reproducibility.

4. The stop solution is the 2 M sulfuric acid solution, avoid contacting with the skin.

5. Do not use the kit exceeding its expiry date. The use of diluted or adulterated reagents from the
kits will lead to the changes in the sensitivity and the detecting OD values. Do not exchange the
reagents from the kits of different lots to use.

6. Putthe unused microplate into an auto-sealing bag to re-seal it. The standard solution and the
colourless color former is light sensitive, and thus they cannot be directly exposed to the light.
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7. Discard the colouration solution with any color that indicates the degeneration of this solution.
The detecting value of the standard solution 1(0 ppb) of less than 0.5 indicates its degeneration.

9. Storage and expiry date
Storage: store at 2-8 °C, not frozen.
Expiry date: 12 months; date of production is on box.

Shenzhen Lvshiyuan Biotechnology Co., Ltd

D Building, National Biological Industrial Park of Marinelife, No.2 Binhai Road, Dapeng,
Shenzhen, 518120 China

Tel. 86-755-28438788

Fax 86-755-28938800

Email: info@lsybt.com
www.Isybt.com







% Shenzhen Lvshiyuan Biotechnology Co.,Ltd
Green Spring Version: 2016-01

Sulfamethazine (SM2) ELISA Kit

Catalog No. LSY-10010

1. Principle
This test kit s based on the indirect Competitive enzyme immunoassay for the detection of
Sulfamethazine (SM2) residue. The Ccoupling antigens are pre-coated on the micro-wel stripes. The

2, Technical specifications
Sensitivity: 1 ppb

Incubator temperature: 25TC
Incubator time: 30min~15min
Detection limit

Tissue (high-detection-limit OO e 1 ppb

Tissue (iower-detection-limit method)S ppb

Honey, st 1 ppb

e 4 ppb

s 20 ppb
Cross-reaction rate

Sulfamethazine(SMZ) ................................................................ 100%
Recovery rate

Tissue, Kt 85+259

Honey, T 0ttt 80+23%

3. Components
Antibody working solution m
mm-
Stop solution m
ﬂ 20x concentrated washing buffer mm

n Oxconcentrated redissolving solution

4. Materials required but not provided

12 strips with 8 removable
wells each

[ne]
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1) Equipments: microplate reader, printer, homogenizer, nitrogen-drying device, votex, centrifuge,
measuring pipets, balance (a sensibility reciprocal of 0.01 g), Incubator
2) Micropipettors: single-channel 20-200 pL, 100-1 000 pL, and multi-channel 30-300 pL;
3) Reagents: Acetonitrile (CHiCN), ethyl acetate, N-hexane, KoHPO412H20, Citric acid
monohydrate (CeHaOTHzO). HCI, NaOH, CH2Clz,

5. Sample pre-treatment
Instructions (The following points must be dealt with pefore the pre-treatment)
1) Only the disposable tips can be used for the experiments and the tips must be changed when
used for absorbing different reagents,
2) Before the experiment, each experimental utensil must be clean and should be re-cleaned if
necessary, in order to avoid the contamination that interferes with the experimental results.
Solution preparation before sample pre-treatment:
1) 0.2M NaOH solution: Weigh 0.89 NaOH, dissolve with 100ml deionized water;
2) 0.5M HCI: Take 4.3ml HCl, dissolve with deionized water to 100ml, mix evenly;
3) NaHPOs- CeHsO7-H20 buffer: weigh 19.85gNazHPO4 * 12H.0 and 9.3 CeHeO7-H20, dissolve
with deionized water to 1L, mix evenly;
4) CH3CN-CH2Cl2 solution: V cHacn: V oz =14
5) The 20% concentrated redissolving solution is diluted with deionized water at 1:19(1 part
concentrated redissolbing solution + 19 parts deionized water).
5.1 Tissue
A. High-detection-limit method
Method one
1) Weigh 2.0+ 0.05 g of the homogenized tissue sample into 50 mi centrifuge tube, add 6 ml ethyl
acetate, shake for 2 min, centrifuge at above 4000 r/min at 15 °C for 10 min;
2) Take 3 ml the clear organic phase into a dry container, blow to dry with nitrogen or air completely
by rotary evaporation at 50-60 'C
6) Dissolve the dry residues in 1 mL of the diluted redissolving solution, add 1 mL N-hexane, mix
for 30 seconds; centrifuge at above 4000 r/min at 15C for 5 min. Remove the upper layer
N-hexane phase,
7) Take down-layer 504l solution for further analysis.
Fold of dilution of the sample: 1
Method two (for tissue and egd)
1) Weigh2 % 0.05 g of the homogenized sample, put into 50m! centrifugal tube;
2) Add 8mi CHaCN-CH2Cl2 solution, shake for 5min, centrifuge at above 4000 r/min at 15 °C for 10
min;
3) Transfer 4 ml organic phase into a dry container, blow to dry with nitrogen or air completely by
rotary evaporation at 56 °C
4) Add1 mL of the diluted redissolving solution to redissolve the dry residue, add 1 mbL N-hexane,
shake for 30s. Centrifuge at above 4000 r/min at 15C for 5 min;
5) Remove the upper layer N-hexane phase. Take 50 pL down layer solution for further analysis.
Fold of dilution of the sample: 1
B. Tissue Iower-detection-limit method
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1) Weigh 2.0 £ 0.05 g of the homogenized sample into a 50 mi centrifugal tube, add 8 mL diluted
redissolving solution, shake for 2 min, centrifuge at above 4000 r/min at 15 °C for 10 min;

2) Take 50 pL solution for further analysis.
Fold of dilution of the sample: 5

5.2 Serum

1) Place the serum sample in the room temperature for 30 min, centrifuge at above 4000r/min at
10 °C for 10 min, separation of the serum or filter serum

2) Take 1 mL serum and add 3mL the diluted redissolving solution, mix for 30s.

3) Take 50 pL solution for further analysis
Fold of dilution of the sample: 4

5.3 Honey

1. Weight 1 % 0.05 g honey sample into 50 mL centrifugal tube, add 1ml 0.5M HCI solution, put it
into 37°C environment for 30min;

2. Add 2.5ml 0.2M NaOH solution and 3ml Na2HPO4- CsHsO7-H20 buffer separately, then add 4ml
ethyl acetate, shake for 2min, centrifuge at above 4000 r/min at 15 °C for 10 min;

3. Take 2mL up-layer organic phase, blow to dry with nitrogen at 50-60 C, add 0.5 mL of the
diluted redissolving solution to redissolve, mix for 30s.

4, Take 50 pL for further analysis
Fold of dilution of the sample: 1

5.4 Urine
1. Add 3 mL the diluted redissolving solution and 1 mL of the centrifuged clear urine sample, mix
properly for 30s.

2. Take 50 yL for further analysis
Fold of dilution of the sample: 4

5.5 Milk

1. Take 1 mL milk, add the diluted redissolving solution, dilute at 1:19(V/V') (20 pL milk + 380 pL
the diluted redissolving solution), mix for 30s.

2. Take 50 L for further analysis
Fold of dilution of the sample: 20

6. ELISA procedures

6.1 Instructions

1. Bring all reagents and micro-well strips to the room temperature (20-25 C) before use;

2. Return all reagents to 2-8 "C immediately after use;

3. The reproducibility of the ELISA analysis, to a large degree, depends on the consistency of
plate washing. The correct operation of plate washing is the key point in the procedures of
ELISA;

4. For the incubation at constant temperatures, all the samples and reagents must avoid light
exposure, and each microplate should be sealed by the cover membrane.

6.2 Operation procedures

1. Take out all the necessary reagents and place at the room temperature (20-25 C) for at least
30min. Note that each reagent must be shaken to mix evenly before use;

2. Take the required micro-well strips and plate frames. Re-sealed the unused microplate, stored
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at2-8 C;

3. Washing buffer preparation: dilute 40 mL of the 20x concentrated washing buffer with the
deionized water at 1:19 (1 part 20x concentrated washing buffer + 19 parts deionized water ).
Or prepare washing buffer as quantity needed.

4. Numbering: number the micro-wells according to samples and standard solution; each sample
and standard solution should be performed in duplicate; record their positions;

5. Add 50 pL of the sample or standard solution to separate duplicate wells, add 50 pL of enzyme
conjugate, then add 50 pL of the antibody working solution into each well. Mix by shaking gently,
seal the microplate with the cover membrane, and incubate at 25°C for 30 min;

6. Wash the microplate with the washing buffer at 250 pLAvell for four to five times.;soak the well
with the washing buffer for 15-30 sec, flap to dry with absorbent paper (if there are the bubbles
after flapping, cut them with the clean tips);

7. Coloration: add 50 pL of the substrate A solution and 50 pL of the B solution into each well. Mix
by shaking gently, and incubate at 25 *C for 15 min in the dark for coloration;

8. Determination: add 50 pL of stop solution into each well. Mix by shaking gently. Set the
wavelength of the microplate reader at 450 nm to determine the OD value. (Recommend to
read the OD value at the dual-wavelength 450/630 nm within 5 min) .

7. Result judgment

There are two methods to judge the results; the first one is the rough judgment, while the second is
the quantitative determination. Note that the OD value of the sample has a negative correlation with
the content of Sulfamethazine in the sample.

7.1 Qualitative determination

The concentration range (ng/mL) obtained from the comparison the average OD value of the
sample with that of the standard solution. Assuming that the OD value of the sample I is 0.3, and
that of the sample Il is 1.0, the OD value of standard solutions is: 2.243 for Oppb, 1.816 for 1ppb,
1.415 for 3ppb, 0.74 for 9ppb, 0.313 for 27ppb, 0.155 for 81ppb, accordingly the concentration
range of the sample I is 27ppb to 81ppb, and that of the sample Il is 3ppb to 9ppb. (multiplied by
the corresponding dilution fold)

7.2 Quantitative determination

The mean values of the absorbance values is equivalent to the percentage of the average OD
value (B) of the sample and the standard solution divided by the OD value (Bo) of the first standard
solution (0 standard) and subsequently multiplied by 100%, that is,

Percentage of absorbance value = x100%

0

B—the average (double wells) OD value of the sample or the standard solution
Bo—the average OD value of the Ong/mL standard solution

Draw the standard curve with the absorption percentages of the standard solutions and the
semilogarithm values of the Sulfamethazine standard solutions (ng/mL) as Y- and X-axis,
respectively. Read the corresponding concentration of the sample from the standard curve by
incorporating its absorption percentage into the standard curve. The resulting value is subsequently
multiplied by the corresponding dilution fold, finally obtaining the Sulfamethazine concentration in
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the sample.
Using the professional analyzing software of this kit will be more convenient for the accurate and
rapid analysis of a large amount of samples. (Please contact us for this software)

8. Precautions

1.

The room temperature below 25 “C or the temperature of the reagents and the samples being
not returned to the room temperature (20-25 C) will lead to a lower standard OD value.
Dryness of the microplate in the washing process will be accompanied by the situations
including the non-linear standard curves and the undesirable reproducibility; So continue to
next step immediately after washing.

Mix evenly, otherwise there will be the undesirable reproducibility.

The stop solution is the 2 M sulfuric acid solution, avoid contacting with the skin.

Do not use the kit exceeding its expiry date. The use of diluted or adulterated reagents from the
kits will lead to the changes in the sensitivity and the detecting OD values. Do not exchange the
reagents from the kits of different lot numbers to use.

Put the unused microplate into an auto-sealing bag to re-seal it. The standard substance and
the colourless color former is light sensitive, and thus they cannot be directly exposed to the
light.

Discard the colouration solution with any color that indicates the degeneration of this solution.
The detecting value of the 0 standard solution of less than 0.5 (A450 nm< 0.5 ) indicates its
degeneration.

The optimum reaction temperature is 25 ‘C, and too high or too low temperatures will result in
the changes in the detecting sensitivity and OD values.

9. Storage and expiry date

Storage: store at 2-8 °C, not frozen.
Expiry date: 1 year; date of production is on box.
Note: If the Vacuum package of microplate has leakage, it is still valid to use, do not affect

the test result, be relax to use.

Shenzhen Lvshiyuan Biotechnology Co., Ltd

D Building, National Biological Industrial Park of Marinelife, No.2 Binhai Road, Dapeng,
Shenzhen, 518120 China

Tel. 86-755-28438788

Fax 86-755-28938800

Email: info@lsybt.com

www.|sybt.com
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Gentamicin ELISA Test Kit

Catalog No. LSY-10023

1. Principle

This test kit is based on the competitive enzyme immunoassay for the detection of Gentamicin in
the sample. The coupling antigen is pre-coated on the micro-well stripes. The Gentamicin in the
sample and pre-coated coupling antigen on the micro-well stripes compete for the anti-Gentamicin
antibody. After the addition of the enzyme conjugate, the TMB substrate is added for coloration. The
optical density (OD) value of the sample has a negative correlation with the Gentamicin in it. The
value is compared to the standard curve and the Gentamicin concentration is subsequently
obtained.

2. Technical specifications
Sensitivity: 0.05 ppb
Incubator temperature: 25C
Incubator time: 30min~15min
Detection limit

MSSUBL=..... 5017 5 oo o e e s T ST e e e wasaeuewesees 2.5 ppb

LIVEE, MIK . ieiteitieeeece et et et ete et e et e s ss et sesse e e esasss e eeesenme s e susssesasusabennens 3 ppb
Recovery rate

THSSUE. .eveveeeiriresteetaeereereseetesseassese et et esesseasssnsaseaesesee et sasbesaeabessesnebssbeseerssbans 90+20%

LIV vt ir ettt e e ta et st e bt et e bo Rt e bs st e b bbb e neben 80+20%

VIIK ...ttt ettt ee et s s e e et sas s st esas bbb s bR R st st 90+18%
Cross-reaction rate

GNEAMICIN.....ceieevctieeeieeeet ettt tssee e see et s estsesae s s sa e s s ns bbb a e snneansenan 100%

SIEPLOMYCIN........cotiveneccrccrertree e sse sttt n bbb basasa et <1%

DihydrostreptomyCin.........ccccoviiiisieiiiiris s sasies <1%

NEOMYCIN.......ooocvrceivacisessnsiesssessessesssessessisssssssasssesssenssensesssesssssssssssnssessnnssnsess < | /0

3. Components

1 Micro-well strips 12 strips with 8 removable
wells each
2 | 6x standard solution (1 mL each) Oppb 0.05ppb

0.15ppb  0.45ppb
1.35ppb  4.05ppb

3 | Enzyme conjugate 7ml red cap

4 | Antibody working solution 7ml blue cap

5 | Substrate A 7ml white cap

6 | Substrate B 7ml black cap

7 | Stop solution 7ml yellow cap

8 | 20x concentrated washing buffer 15ml white cap

9 | Sample redissolving solution 50ml transparent cap
10 | 10x% concentrated extracting solution | 50ml blue cap
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4, Materials required but not provided

1) Equipments: microplate reader, votex, centrifuge, homogenizer, measuring pipets, balance (a
sensibility reciprocal of 0.01 g).

2) Micropipettors: single-channel 20-200 pL and 100-1000 pL, and multi-channel 30~300 pL;

5. Sample pre-treatment

Instructions

The following points must be dealt with before the pre-treatment of any kind of sample:

1) Only the disposable tips can be used for the experiments and the tips must be changed when
used for absorbing different reagents;

2) Before the experiment, each experimental utensil must be checked to be clean and should be
re-cleaned if necessary, in order to avoid the contamination that interferes with the experimental
results.

Solution preparation before sample pre-treatment:

Dilute the 10x concentrated extracting solution with the deionized water at 1:9 (1 part concentrated

extracting solution + 9 parts deionized water)

5.1 Tissue (Chicken, pork, fish, shrimp) and Liver(Chicken liver, porcine liver)

1. Take 1+0.05g of the sample, which already crumble and remove fat, add 5mL diluted extracting
solution, shake for 3min; centrifuge at 4000+/min at room temperature (20-25 °C) for 10min.

2. Take 50pL supernatant (upper layer), add 450uL of the Sample redissolving solution, mix for
30s.

3. Take 50 pL for analysis.

Fold of dilution of the sample: 50

5.2 Milk

1. Take 0.5ml homogeneous milk sample, add 2ml diluted extracting solution, shake for 2min;

centrifuge at 4000r/min at room temperature (20-25 °C) for 5min.

2. Take 50pL supernatant (upper layer), add 450uL of the Sample redissolving solution, mix for

30s.

3. Take 50 pL for analysis.

Fold of dilution of the sample: 50

6. ELISA procedures

6.1 Instructions

1 Bring all reagents and micro-well strips to the room temperature (20-25 “C) before use.

2 Return all reagents to 2-8 C immediately after use.

3 The reproducibility of the ELISA analysis, to a large degree, depends on the consistency of
plate washing. The correct operation of plate washing is the key point in the procedures of
ELISA.

4  For the incubation at constant temperatures, all the samples and reagents must avoid light
exposure, and each microplate should be sealed by the cover membrane.

6.2 Operation procedures
1. Take out the kit from the refrigerated environment. Take out all the necessary reagents from the
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kit and place at the room temperature (20-25 °C) for at least 30 min. Note that each liquid
reagent must be shaken to mix evenly before use.

2. Take the required micro-well strips and plate frames. Re-sealed the unused microplate, stored
at 2-8 °C, not frozen.

3. Solution preparation: dilute 15mL of the 20X concentrated washing buffer with deionized water
at 1:19 (1 part 20X concentrated washing buffer + 19 parts deionized water), or dilute quantity
as required.

4. Numbering: number the micro-wells according to samples and standard solution; each sample
and standard solution should be performed in duplicate; record their positions.

5. Add 50pL of the sample or standard solution to separate duplicate wells, and add 50uL enzyme
conjugate and then 50pL of the antibody working solution into each well. Mix gently by shaking
the plate manually, seal the microplate with the cover membrane, and incubate at 25 'C for 30
min.

6. Pour ligiud out of the microwells, add 250 pLAwell of diluted washing buffer for 15-30 sec, repeat
4-5 times, then flap to dry with absorbent paper (if there are the bubbles after flapping, cut them
with the clean tips).

7. Coloration: add 50pL of the substrate A and then 50pL of the substrate B into each well. Mix
gently by shaking the plate manually, and incubate at 25 °C for 15 min at dark for coloration;

8. Determination: add 50pL of the stop solution into each well. Mix gently. by shaking the plate
manually. Set the wavelength of the microplate reader at 450nm to determine the OD value
(Recommend to read the OD value at the duzal-wavelength 450/630nm within 5 min).

7. Result judgment

There are two methods to judge the results; the first one is the rough judgment, while the second is
the quantitative determination. Note that the OD value of the sample has a negative correlation with
the content of Gentamicin.

7.1 Qualitative determination

The concentration range (ng/mL) can be obtained from the comparison the average OD value of
the sample with that of the standard solution. Assuming that the OD value of the sample I is 0.3,
and that of the sample II is 1.0, while those of the standard solutions are as the followings: 2.243
for Oppb, 1.816 for 0.05ppb, 1.415 for 0.15ppb, 0.74 for 0.45ppb, 0.313 for 1.35ppb and 0.155 for
4.05ppb, accordingly the concentration range of the sample 1is 1.35 to 4.05ppb, and that of the
sample II is 0.15 to 0.45ppb. (multiplied by the corresponding dilution fold).

7.2 Quantitative determination

The mean values of the absorbance values is equivalent to the percentage of the average OD
value (B) of the sample and the standard solution divided by the OD value (Bo) of the first standard
solution (0 standard) and subsequently multiplied by 100%, that is

Percentage of absorbance value = %x100%

0

B—the average (double wells) OD value of the sample or the standard solution
Bo—the average OD value of the Ong/mL standard solution.




% Shenzhen Lvshiyuan Biotechnology Co.,Ltd
Green Spring Version: 2016-01

Draw the standard curve with the absorption percentages of the standard solutions and the
semilogarithm values of the Gentamicin standard solutions (ng/mL) as Y- and X-axis, respectively.
Read the corresponding concentration of the sample from the standard curve by incorporating its
absorption percentage into the standard curve. The resulting value is subsequently multiplied by
the corresponding dilution fold, thus finally obtaining the Gentamicin concentration in the sample.

8. Precautions

1. The room temperature below 25 C or the temperature of the reagents and the samples being
not returned to the room temperature (20-25 ‘C) will lead to a lower standard OD value.

2. Dryness of the microplate in the washing process will be accompanied by the situations
including the non-linear standard curves and the undesirable reproducibility.

3. Mix every reagent and reaction mixture evenly and wash the microplate thoroughly, otherwise
there will be the undesirable reproducibility.

4. The stop solution is the 2 M sulfuric acid solution, avoid contacting with the skin.

5. Put the unused microplate into an auto-sealing bag to re-seal it. The standard substance and
the colourless color former is light sensitive, and thus they cannot be directly exposed to the
light.

6. Do not use the kit exceeding its expiry date. The use of diluted or adulterated reagents from the
kits will lead to the changes in the sensitivity and the detecting OD values. Do not exchange the
reagents from the kits of different lot numbers to use.

7. Discard the colouration solution with any color that indicates the degeneration of this solution.
The detecting value of the 0 standard solution of less than 0.5 indicates its degeneration.

8. The optimum reaction temperature is 25 “C, and too high or too low temperatures will result in
the changes in the detecting sensitivity and OD values.

9. Storage and expiry date

Storage: store at 2-8 ‘C, not frozen.

Expiry date: 12 months; date of production is on the box.
Note: If the Vacuum package of microplate has leakage, it is still valid to use, do not affect
the test result, be relax to use.

Shenzhen Lvshiyuan Biotechnology Co., Ltd

D Building, National Biological Industrial Park of Marinelife, No.2 Binhai Road, Dapeng,
Shenzhen, 518120 China

Tel. 86-755-28438788

Fax 86-755-28938800

Email: info@Isybt.com

www.Isybt.com




