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Why is Testing and
Certification Important?

» Public Safety
» Personal Safety

» It’s Our JOB to Protect Public Health




»0n-line 4 Week Course
» Comprehensive Final Exam

» Mock Audit
» Prerequisites

The CO Course )




LA OPH LAB













» 0On-site Audit — NJDEP May 2015
» Drafting SOP’s
» Proficiency Testing

Louisiana‘s Crypto Lab




QUALIFIED PERSONNEL

Experience Experience Number of
Position |Education with CRYPTO |Using Method |Samples
and FA 1623/1623.1 Analyzed
Microscopy
Principal BS/BA in 1 Year 6 Months 100
Analyst Microbiology |continuous
or closely
related field
Analyst 2 Years 6 Months 3 Months 50
College in Continuous
Microbiology
or Equivalent
Technician |No Minimum |No Minimum 3 Months in Filter |50

Requirement

Requirement

Extraction and
Processing
Protoza Samples

Analyst Requirements




» Monthly:

> Count a slide prepared with 40-200
oocysts/cysts

> Counts must be within 10%

> Describe 10 oocysts/cysts using FITC, DAPI
and DIC

+ All differences discussed, resolved and
documented

Analyst Verification



» Key Component of Certification Process

» |nitial PT is a set of 8 Samples

» 2 PT’s Per Year (April and October)

Proficiency Testing
Samples




Method Holding Times

Method 1623.1, Table 5

and/or
Filtration
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Method 1623/1623.1 Bench Sheet

Sample Identification Information

* Lab Sample ID: 1234 - 651 Turbidity (NTU) 2.9

* PWS ID: {H 1238 (e Person Receiving Sample. |-, |

X 7223 Temperatue (*C) @ sample receipt | &

——TT T Dale of sampie recelpt 7.4/ ) 3
* Sample collection dale & lime. Ju/ 13 ="

Sample type (cirde one):
Ongoing precision and recovery (OPR) Proficiency testing (PT)

Sample Spiking Information (for IPR, OPR, MS, and PT samples only)

* Estemated number spked: r""' i Im_ Spiking time: -

* Sample volume spiked (L) - Spiking date: -
Spike manufacturer & 1D: Spiking analyst

Malbrix spike (MS)

= Sample Filtration
| Fiter type (circle one): (Envirochek HV ) Fita-Max  PCFC  |Metnod version (crcle one): 1623 16231 )
I — — — e —_ — —
D filter clog? (circle one): Yes gNo) Filtration Sme: (¢ Filler lot number ¢ L) (S5 /
[* Number of fier(s) used?. J Fitration date:. ) —&/ —; 2
I‘ Volume filtered (L) to nearest 1/41 10 Filtration analyst: _:T'

Filter Elution (must be initiated within 96 hours of sample collectionffiltration)

Elution procedure (circle one): CM-“F&:-M“ wash atation Elution Buffer lot number: ) 914/ / 3,
. T — ‘E__‘ -
Type of Elution buffer (Grcle one) ( NaHMPALA-12 PCFC
Elution buffer expiration date: o2-11-13
NaHMP lot number: O | ‘If” _?)
NaHMP expiration date 2 18- 13 J




Examination Date and Time

Method 1623/1623.1 Slide Examination Form

Semple |0 ZJS"'Q‘! Antyst 1] QC :",‘,E'uy-l
Side nymter |

Tokal nemeer of ickes for thes sample |

mmmnmmqm Gy chavacteraed

wih F1TC, San, Shape. DAFY and 0IC YiE 0N "'""'“""'Wmm B YES ONO
—
msuwmmmﬁmm&mwmmnmw RYES ONO
Cryptosporidium Results

| | o QAP + 1 01G

S | ik - wit nieeryl
oeand | (ool ff,'., L e nery "‘:‘_" Nmter ot | | Occitven ber

by FA o ) sanng nodsing | | | ek dbained o amapheus

No found) fuchel, gieen im daneg oy blue @vvuwe | Nember of sporozoles

v,




Quality Control with Each Field Sample

» OPR

» Method Blank
» Matrix Spike

FTRON DA

Aawar

i
L I N L

» Complete records for every positive result



Quality Control Records

Bench Sheet

Slide Examination Form

Laborabory Hame: JLaboratory IC:

Laboialony mame . | Labidoy O,

Method 1622/1623.1 Bench Sheet

Sample Identiflcation Information

Mahod EZ2MEZZ .1 Slide Examination Form

* Lab Sampe IO T ity (WL

* PWE IO Pefeon Recesing Sanple

* Fasdly I Temperature |0 @ saines R

* Sample Cellection Peint 1D Diade of sample reoeipt

* SCaimgk colection date & tme | | Time of Bampe receid

* niial prechion ard resovery [IPR) Mettod Bank  Fishd e e

ATk 5e |k o
Ongoing precision and recovery [OPF)  Maris spike (WE]  Proficency iesing [FT)

Tampls O. Arakal.
E Tubcn Thelm numbm .

|mual be campiied wibn VB howa | © daya) ol alanng)

Liuta [ fald umbm ol skdes b e,

Foiwe 3annn cnliol xomizhe & 900y and cvala chorade ved

wdh E FE. Tum. Shapm DAl and D I ovEs  Orm Mamive danng conliol aoeglsh e O¥LT ONO
FIFC, Suw Thope. DI and DAF| Cha adsiokcs Musl Be Fecoided 'o1 3 Oocysls Deisced in Fisid Jamos ovL: omMa

Samples Splking Information (for IPR, OPR. M, and PT samples cnly)
=

Cryafasporidivnr Result=

* Eatimaled foimsardpked |'-'“ | Sziing time
* Sample volurme spiled L} Epiking dale
Epine manutaciurer & 10 | | Eiing analyst
Sample Flitratlon
Fiter bype [circle oy Efsioches B Fika-Man  FOFC  |Methed vemson |circk one | 3 I
D filler chag? | circke onaj e Pex Fiftradicn B il ol P bos
* Bumibes of M| used 7 Fitradion e
* ks Thened L} i e 1460 Fitradon analyst

Fliter Elutlon {must be Inltiated within 36 hours of sample collactlonmitraticn)

Elufion procedae ek she) WAt sk Fika-Mas wash slation |EI.|':'n.n Blurtar kol mim ber:

T ol Elton bulfer (2ichs o) Ma=MPALA-12 PEET PCFC

Elution bufler expiration daie

MaHWP ot number

HaHWP sxpraton dals Elution analyst

Concantration, IM5, and Slide Preparation
{miust be completed on same working day that samples are shted)

Prodedung (inche o] Cantifugalion  Fia-Mas coneentator  Other (spesfy)

* Pelet voburme afer concaniration [ml) o rearesi O iml Conceninabon el yer

* Tutal veleme of nesuspended cencentrate |ml)x IME anabmt

* hhaTee O AL e ConCenITale Tranaler e 12 IS (mL) Slide pregaralizn e
Mumiber of Subs amiles processed theough entine rethod Slide preparalion dute
INE lof numibser Elide preparation analysi
INE apslam {dicke onel Cynal GC-Combo  Dynal anS-Crpte b [s0ecly)
Edide (cinchs one| Wardan Oyl Waletorme  Otfer [soecly)

Slbda Stalning (must be completad within 72 hours of application of sampla to the slids)

DAFI- AP -XT=N
Obed | Thaom T
Tum =vala wih el
Iocalwd laval LCam | Lon o nimna ":"“ Pumt o c Oocyala +ih shuclu s
by EA o lomn | #ammn o dand o nicim damg | SR
Fa . 1aundy nudm_pgisnnom Amnmg .y bum A FMumbm o anoomisa
|
z
3
A
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n
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a
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Arakal gk F 2.0 | PimcgalAnalyal [P Sgnak.
Commania.
Gizmliz Results
APl - AP oLIE.
obyeet | Shapm [
Iaind | ol 2z wih nimnal dicuim
By EA ! - Lawi | Lgh busnoisnal "L:'_- ""m":'l" e S
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Dietection kit (circhke one| BTF EasySiain e Mo Crypl-aglo  Chandi-a-ghs Aqua-gio Oter fapeciiy)
Dradeatioon kil lof numiber |Er.annuda’g & Tirme: | |
Mumber of slided for 1his samphs |Er.ann.|a-ulp:

+ Examinatlon Results a8 Total FA numbser from all slldes for =ample Cryptosporidium: Glardla:

Ictul FAnunENr TEn e ik

(Comiffesnia

Commanis.




Laboratory Name: |Laboratory 1D:

Method 1623/1623.1 Bench Sheet

Sample Identification Information

* Lab Sample ID:

Turbidity (NTU):

*

PWS ID:

Person Receiving Sample:

* Facility ID

Temperature (*C) @ sample receipt:

Sample Collection Point ID:

Date of sample receipt:

* Sample collection cate & time: | |

Time of Sample receipt:

*

Sample type {circle one):

Initial precision and recovery (IPR)  Methed blank  Field (monitering) sample

Ongoing precision and recovery (OPR)  Matrix spike (MS)  Proficiency testing (PT)

Sample Spiking Information (for IPR, OPR, MS, and PT samples only)

* Estimated number spiked: [ Spiking time:
* Sample volume spiked (L): Spiking date:
Spike manufacturer & 1D: l [ Spiking analyst:

Sample Filtration

Filter type (circle one): Envirochek HV  Filta-Max  PCFC

Method version (circle one): 1623 16231

Did filter clog? (circle one}: Yes No

Filtration time: Filter ot number:

* Number of filter(s) used?:

Filtration date:

* Volume filtered {L) to nearest 1/4L:

Filtration analyst:

Filter Elution (must be initiated within 96 hours of sample collectionffiltration)

Elution procedure (circle one): Wrist shaker Filta-Max wash station Elution Buffer lot number;
Type of Elution buffer (circle one): NaHMP/LA-12 LA-12 PBST PCFC
Elution buffer expiration date: |Elléﬁm time:

NaHMP Ict number: [Eiution date:

NaHMP expiration date:

|E\unon analyst:

Concentration, IMS, and Slide Preparation
(must be completed on same working day that samples are eluted)

Procedure (circle one). Centrifugation  Filta-Max concentrator ~ Other (specify)

*

Pellet volume after concentration (mL) to nearest 0.1mL:

Concentration analyst:

* Total volume of resuspended concentrate (mL): IMS analyst:
* Volume of resuspended concentrate transferred to IMS (mL): S'Iiae_gmpmﬁon‘ time:
MNumber of subsamples processed through entire method: Slide preparation date:

IMS lot number: Slide preparation analyst:
IMS system (circle one): Dynal GC-Combe  Dynal anti-Crypte  Other (specify)
Slides (circle one): Meridian Dynal ~ Waterborne  Other (specify)

Slide Staining (must be completed within 72 hours of application of sample to the slide)

Detection kit (circle one): BTF EasyStain Merifluor  Crypt-a-glo  Giardi-a-glo  Agua-glo  Other (specify)
Detection kit lot number: Staining date & time: I
Number of slides for this sample: Staining analyst:
* Examination Results as Total FA number from all slides for sample Cryptosporidium: Giardia:
Comments:

* = Data entered into LT2/Stage2 Data Collection and Tracking System

QC Batch




Matrix Spike Sample Collection Site =
Field Sample Collection Site

e At least 1 matrix spike per 20
field samples

Frequency




Critical OPR Elements

Analyzed before field samples

3 oocysts and 3 cysts characterized

ACCE pta nce * Cryptosporidium 33 — 100%
« Giardia 22 — 100%

Criteria




Method Blank

e Free of oocysts or
Acceptance cysts

Criteria * Free of potentially
interfering organisms

7




Reagent Lots

Na-

B491 FW 1234 020413 011813 100100 B100

M B _ 1 13 11 1 13

FS 1 (13 (13 (13

FS 2 _ (11 (13




Each positive result in a field
sample must be fully
characterized




Missed Opportunities

Cryptosporidium Results
DAY - DAF + DIE.
Objen | Ehige e T Goeptw
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3 Key Items for
Validation

. Associated OPR 233% recovery

. Holding times must be met for field

sample and QC

. Each positive FA MUST be characterized




» Enough Reagent for the Batch

» Sooner Processed = Higher Quality of
Data

» Refrigerate at 1-10°C Not Frozen
» Valid OPR Method Blank

» Batches not Larger than 20 Samples
» All Steps Properly Documented

Sample Management

)



»

»

»

»

»

All QC Records on Test Equipment and Reagents
MUST be up to date

All Data Recorded in INK
Data Must be Retained for 5 Years

Electronic Filed Must be Backed Up Regularly

PT Slides Retained for 60 Days

Data Management



» Manage Time on Scope with Breaks

» Microscope Fatigue is Real
» Maintain Photo Library

» Use Microscopy Training Modules

Microscope Time
Management



» Key QC Requirements are Noted as a
“MUST”

» Higher Skill Level Analysis for this Method
than Conventional Microbiological Testing

» Audits are Performed by the Observation
of the Analysis

Summary



Questions






