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Association of American Feed Control Officials

Performance Characteristic

Ruggedness (usually performed prior to
beginning validation)

Selectivity

Robustness/Matrix Effects/cross-
sensitivity

Limit of Detection (LOD)

Limit of Quantitation (LOQ)

Analytical Range

Linearity

Accuracy (Using a CRM)
Precision

Repeatability
Reproducibility

Measurement Uncertainty

Validation

Yes

Yes

Yes

Yes

Yes

Yes

Yes
Yes
Yes
Yes
Yes

Yes

Verification
No

No unless
matrices differ

No unless
matrices differ

Yes — can you
meet listed

Yes — can you
meet listed

Yes — can you
meet listed

No
Yes
Yes
Yes - once
Yes

Yes/No
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Autotrace Prep Worksheet Extraction Batches:
LC/MS/MS Method: LAB-MTH-0131 Autotraces: Brenda, Patience, Grasshopper, Hal and Katniss

Sample Weight (g}

Init: Balance ID:

= Sample weights (+ or -} 0.30 grams

= Reagent Water Bottle Lot #:

Date Spiked: Init: Pipette ID:
= 100 ul of Surrogate(+) Mix C (Metazachlor): MDA2097C

= 100 ul of PDP2013(+) Mix C: MDA2097B
= 100 ul of Surrogate(-} Mix C (Metazachlor ESA): MDAZOZ2E
= 100 ul of PDP2013(-) Mix C: MDA20I5K

Init:
= Ext.#: Autotrace Extractor's First Letter and Cell Position

Envi-Carb SPE Tube Lot#:
MN-Evap #:
Acrodisc Syringe Filter Lot#:

Final Volume = 1.0ml (30% Methanol/70% Water)
Dilution Solution:

Comments:

Sheet Reviewed by Analyst: Document No.: LAB-FORM-0329 Revision No.: 3
Effective Date: 5-13-2014 Replaces. Rev. 2
Page: 10of1

AAFCO




Document Number. LAB-FORM-0128 Rewision. 04 Effective Date: 30 Dec 2013 1200 AM

Salmonella Control Sheet

Document Number LAB-FORM-0128 Rewision 04 Effective Date 30 Dec 2013 12.00 AM

Salmonella Control Sheet
____ Balances 3

8033401006

0134B0132021663P

8033181106

Samples:

Date Started:
Stock Culture Week:

Sterility
Reaction/Tnitials

LB

Samples:

900 mL BPW

N1031123103102P

8032391074

Samples:

50 mL BPW

Materials and Equipment

_ Material

Lot Number

“Material

Sterile Scalpel(s)

Disposable Sterile Needles

20E Pipette Tips

Sterile Spoons

20P Pipette Tips

RY

Low Load M-broth

High Load M-broth

Sterile Forks

50U Pipette Tips

200 Pipette Tips

VIDAS SLM

BHI

Salmonelia
BAX

Sterile Tray(s)

RF-L300F Pipette Tips

Sterile Vitek Tubes

Blender Blades

Filtered Stomacher Bags

Bird Rinse Bags

Sterile Control Bottles

1mL Pipettes

2mL Pipettes

Steam Box

10mL Pipettes

Heat & Go

1.5mL Microcentrifuge
Tubes

Micropipettes

BAX Lysis (cluster) Tubes

Multichannel Pipette

Vitek 2

0.45% Saline

BAX Lysis (cluster) Caps

Timer(s)

Disposable Sterile Loops

Heater Blocks

Sterile Cotton/Polyester

Tipped Applicators

Other:

Document No.. MB-FORM-0029 Effective Date: 12-30-2013 Revision No.: 4

AAFCO

Date Finished:

Document No.. MB-FORM-0029

Reviewed by:

Review Date:

_
__
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Effectve Date: 12-30-2013 Revision No : 4 Replaces: Rev 3 Page: 20f2



COLORADO
Department of Agriculture

Biochemistry Laboratory Form; Vitamin A Preparation and
Extraction
Number: FFM023A Version: 03

Procedure No.: FF-METH-023
Revision: 02

Equipment/Instrument No.: LC16

Page 1 of 4

Materials:

COLORADO
Department of Agriculture

Biochemistry Laboratory Form: Vitamin A Preparation and
Extraction
Number: FFM023A Version: 03

Procedure No.: FF-METH-023
Revision: 02

Equipment/Instrument No.: LC16

Page 2 of 4

Reference Materials, Equipment, and Supplies

Expiration

95% EtOH Glycerol:

Std: IN/A

Solids or Liquids* Liquids*
Sample or RM Number Guarantee Weight (g) Amount (ml,

3226 EtOH:

LCS:

Cottonseed Oil:

Ascorbic Acid:

Blank: N

50% KOH:

Stock Standard No.:

LCS No.:

Matrix Blank :

MeOH for Instrument Blank:

MeOH for mobile phase:

SPE Cartridge Lot No:

HPLC Column:

Balance No.:

Auto Pipettes No.:

Dispensing Device No.:

Reagent Preparation:

Hydrolysis Solvent - 10 % glycerol in (95% ethanol / 5% DI water)

# In a 1-liter flask add 855 mL of ethanol and 45 mlL. of DI water, mix, add 100mLs of glvcerin or glycerol to the ethanol'water
» Fill out SLLOO2ZA and label the reagent bottle with corresponding number, transfer reagent to reagent bottle

Dilution Solution - 32% EtOH: 68% DI-waler

® In a 2-liter volumetric flask, add 640 mL of ethanel, bring to velume with DI water
» Fill out SLLOO2A and label the reagent bottle with corresponding number, transfer reagent to reagent bottle

Standard and Sample Preparation:

Date:

Procedure Step

Initials Comments

Remove standard from freezer, bring to room temperature
Sample Worksheet printed from Biochemnistry System

Add 10 mL stock standard info a actinic 250 mL Florence flask

Weigh 10 g of LCS into and record weight on page 2

Weigh 10 g of Matrix Blank into and record weight on page 2

Weigh 10 g of ground sample or 10 mL liquid sample (depending on units in
) and record the weight on Page 2

;dd 150 mg ascorbic acid to each flask

Add 2 mL cotton geed oil to each flask

* If the sample is liquid and the guarantee is a volume (i.e. [U/ml., IU/oz, [Uftsp., etc.), add 10 mL of sample. Record the

volume.

Sample Hvdrolysis:

Date:

Procedure Step

Initials

Add 45 mL of hydrolysis solution to each flask

Add 10 mL KOH solution to each flask

Add a small str bar to each flask

If necessary, place a small amount of stopcock grease on the flask attachment
site of each reflux port

Place the sample(s) on reflux apparatus, tum on magnetic stirrer and heating
element for each sample. Tumn on the water to the reflux columns

Reflux the sample(s) w/ stirring for a min. of 60 minutes from the onset of boil

After refluxing, turn off the heating element to each sample. Allow the
sample(s) to stir and cool. Remove flask(s) from the reflux apparatus when
cool. Tum off the water to the reflux columns

Transfer the intermediate standard (o a 250 mL volumeltric actinic flask, bring
to volume with dilution solution, add stir bar, stir for a min. of 10 minutes

Add 140 mL of dilution sohution to each flask (except the standard) and stir
each flask for a minimum of 10 minutes

Stopper each flask and place each flask in the refrigerator (2- 8°C) overnight

/
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COLORADO
Department of Agrieulture

Biochemistry Laboratory Form; Vitamin A Preparation and
Extraction
Number: FFM023A Version: 03

Procedure No.: FF-METH-023
Revision: 02

Equipment/Instrument No.: LC16

Page 3 of 4

Sample SPE:

Date:

Procedure

Initials

Remove the sample(s) and the intermediate standard from the refrigerator and
wanm to room temperature

COLORADO
Department of Agriculture

Biochemistry Laboratory Form; Vitamin A Preparation and
Extraction
Number: FFM023A Version: 03

Procedurs No.: FF-METH-023
Revision: 02

Equipment/Instrument No.: LC16

Page 4 of 4

Instrument Analy sis:

Date:

Procedure

Initials

Extract three standard volumes :500pl, 750ul, and 100041

Label the SPE cartridges, 2 mL collection vials, and amber HPLC vials with
sample and standard numbers

T

Place the SPE cartridges on the vacuum

Determine the amount of each sample to be aliquoted:
2 mL aliquot for samples guaranteed < 15,000 TU/Ib
1 mL aliquot for samples guaranteed > 15,000 TU/Ib and = 125,000 IU/1b
500 ul aliquot for samples = 125,000 TU/b and =500,000TUl
Samples Above 500,000 refer to ED181

Turn on the HPLC and rinse the Vitamin A column with methanol for a
minimum 15 minutes until the system is equilibrated and the baseline is
stabilized

Load the vitamin A method and allow method/colurmn to equilibrate and
stabilize

After the instrument has stabilized, enter or select the standards preparation
injection sequence

Place the standards and samples i the auto-sampler tray

Record Aliquot(s) on Page 2

Perform one injection for each of the standards and the blank to allow the
; Yo abbilizathis haseli

Add 2 mL of acetone to each SPE cartridge/column, Draw 1 mL through, let
stand 1 minute and then dry

Add 2 mL of 2-propanol to each SPE cartridge/column and then dry

Analvze the data from the preparation injections to determine if the preparation
injections are acceptable. If the preparation injections are acceptable, enter the
standards and sample into the analysis

Add 2 mL Methanol to each SPE cartridge/colunm. Draw some through, let
soak one minute

Sel-up Sequence per SOP

Add 5 mL of water to each column when the Methanol is 1-2mim above disk.
*¢Do not let columns go dry

Verify sample vial positions against the sample sequence log

When the analysis run is complete and the data appears acceptable, the column
shall be rinsed for a mini of one hour with methanol

Pipette the pre-determined aliquot of standard / sample onto each SPE cartridge
when the water is 1-2 mm above disk. **Do not let columns go dry

Wash each SPE cartridge/column with 4 mL of dilution solution

Use the vacuum to dry each SPE cartridge. Ensure that columns are
Tatek

After the minimum one hour rinse, the instrument shall be shut down following
the instrument shutdown procedure

Data Analysis:

Date:,

Insert the pre-numbered collection tube beneath each corresponding SPE
cartridge ensuring that the numbers on the tubes match the number on the
cartridges

Procedure

Initials

Pipette 1 ml. of Methanol onto each SPE cartridge and elute into tubes

Data processed, evaluated, calculated, and summarized on form FFM023B

After the 1 mL of methanol has collected in the tube(s), transfer to the
corresponding pre-numbered, dark HPLC vials ensuring that the numbers on
the tubes match the number on the vials **use pre-slit caps

Perform additional dilutions if necessary

R® = 0.995

Perform standard dilutions and record below

Blank intensity < the lowest standard

End Standard control charted and in acceptable range?

Intermediate

Conceniration SPE Aliquot

Additional Dilution

Working Standard
Concentration

LCS in control chart and in acceptable range?

Correct reporting unit

Flag samples outside of 30% the related sample guarantee as failing

Calculate %aRPD (if necessary)

Enter data into Biochemistry System

%
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standard preparation test solution preparation

filter paper 0.45 pm filter

\ \ filtering losses

intermediate standard

volumetric flask

exiraction
efficiency

sample preparation anal extraction
ple prep yie LC analysis










Uncertainty Histogram of Sodium Chloride

Analysis in Animal Feed

Combined

0.4 06 0.8 1.0
Relative Uncertainty (%)
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