LC480 Data Analysis of ISAV
Testing at AVC



Understanding Sample Crossing
Points™

* |n an amplification reaction, the cycle at which the
fluorescence of a sample rises above the background
fluorescence is called the “crossing point (Cp)” of the
sample.

e Asample’s Cp depends on the initial concentration of
nucleic acids in the sample.

A sample with a lower initial concentration of target nucleic
acids requires more amplification cycles to reach the Cp.

A sample with higher concentration requires fewer cycles.
How Cp values are used in a quantification analysis
depends on the type of analysis.

*LC480 Operator’s manual, Section 4.2.1.



Understanding Sample Crossing Points

e When LC480 assigns a crossing-point to the
sample it is interpreted as “reactive”

Visual inspection of amplification curves is
recommended to confirm the true Cp status
“reactive” can be

— positive

— negative

— inconclusive (LC480 Software also uses the term
”uncertain”)

— suspicious



Sample Set #1 — 48 Sockeye smolt hearts
V110042011 October 12 2011

Labw Sample ID ISAV seg @ Probe. i3 13AV Seg & Probe IP° Cls  1SAV Seg 6 Proke IP" Cls
Dwlects all |SAV Debects European genotype  Dwdects Morth American genotype
VT 180420111 Sokeyn haar _1 0 ral done ol done
WT 1B042011-2 Sokeye hearl _2 1] ot done ot done
VT 18042011-3 Sokeye hearl _3 Q st done ol done
VT 180420114 Sokeye hearl _4 ] rul done ol done
WT 18042011-5 Sokeye hearl _5 Q il dong ol done
WT 100420116 Sokeye hear & 0 ol done ol done
VT 18042011-7 Soleye earl _7 0 ol done rol done
VT 18042011-8 Sokeyw haarl _B 0 ol done ol done
VT 1db42011-0 Sokeye hearl _5 ] sk o sl done
WT 1804201110 Sokeye hearl _10 ] il done ol done
WT 1804201111 Sokeye hearl _11 -] ruat done ol done
WT 1804201112 Sokeyw hearl _12 [} ot done ot done
WT 18042011-13 Sokeye hear _13 ] ol dong el done
WT 1804201114 Soleye hearl _14 0 nol done nol done
WT 1804201115 Sokeye haarl _15 1] ol done ol done
VT 1804201116 Sokeye heard 16 ] il done ol done
VT idbazi1147 Sokeye hearl _17 ] ruak done ol done
WT 1804201118 5d|l?| haari _'IB L1} it domie ot done
WT 1804201119 Soheye hear_19 L] el dong el done
WT 18042011-20 Soheye hear 20 0 ol done el done
VT 18042011-21 Sokeye hearl _21 Q ol done ol done
VT 18042011-22 Sokeys hearl _22 1] nal done ral done
VT 18042011-23 Sokeye hear 23 ] rual o ol done
VT 18042011-24 Sokeye hear _24 L] ot done ol done
VT 18042011-25 Soleye hearl _25 Q sl done sl done
WT 18042011-26 Soheye hean 2% e lord n7 L
WT 18042011-27 Sokeye hearl _27 L] el done ol done
WT 18D42011-28 Soloeyn hearl _28 1] nol done nol done
WT 10042011:29 Sokeys hearl _29 1] ol done ol done
VT 18042011-30 Sokeye haar _30 0 il done nol done
VT 18bE2011-31 Sokwye hearl _31 ] rusk o sl done
VT 18042011-32 Sokeye hearl 32 Q sl done ol done
WT 18042011-32 Sokeye hearl _33 ] ruat done ol done
WT 10042011-34 Sokeyw hearl 34 0 ot done ot done
WT 1804201135 Soloeyn hearl _34 1] ot done nol done
WT 18042011-36 Soheye hear 36 s unn 0
VT 18042011-37 Sakaye haan 37 -] sl i sl doni
VT 18b42011-38 Sokeye hearl _35 ] sl o sl done
WT 1804201139 Sokeys hearl _39 ] it done ol done
VT 18042011-80 Soheyn hearl 40 o ol done nol done
WT 1042011-81 Sokeye hearl _41 1] not done ot done
WT 18042011-42 Sokeye hearl _47 0 ol dong ol done
WT 10042071-81 Sokeye hearl 43 1] ol dane ol done
VT 18042071-84 Sokeye haarl _&4 ] ol done ol done
VT 18042011-85 Sokeyes hearl _45 ] il done ol done
VT 18042011-86 Sokeye hearl 46 Q ot done ol done
VT 1804201147 $d|l?‘ el _-I'l" L1} it o ot done
WT 18p42011-48 Soheye heanl 45 o el done gl done
ADLAEAY [European qenotype| 17 185 o

HEISAVYT [Nerth American genatype]

INTE [water]
‘EIMON FRASER UNIWVERSTY SAMPLES SUBMITTED EY NICOLE GERBRANT: SHIFFED OM ICE PACK, RECIEVED IN G000 CONDITION WITH ICE PACKS STIL
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Sample Set #1 -

i actve

screening test — segment 8 — Oct 6
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Controls - tested in duplicates

=Two positive controls (European and North American genotypes), each tested in duplicate— all positive controls were positive as expected.
=*NTC (no template control ) - NTC was negative in duplicate.

Samples - tested in duplicates
=46 samples reported negative

=Sample #26 reported positive, mean Cp 29.82 - a weak positive in my opinion - my recommendation would have been to re-test.
=Sample #36 reported positive, mean Cp 30.86 - sample #36 was positive only once, report didn’t indicate 1 of 2 was negative.
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Sample Set #1 - probe 52 genotyping test — segment 6

Instrument:  No active instrument (Tr: bl
Window: IVT19042011750KE'(EE SMOLTS SEG 6 PROBES 52 AND 82 OCTOBER 9 2011 RUN#1 j User: System Admin
E D) vatyses [rone =2 3
ment
Infurrnalinnl?. gram: Amplification
] sumee [ J@on

Amplification Curves

[1 1234
T 62,448
s ADL Pos controls
50,448
. i
‘ - | ol I gaaua-
I;\hs Quant results j g
: T P48
B Positve @ Negatlve [ I E
26448
Sampleﬁ E
z 2
Include | Color | Pos |Name Cp  (Cop & o]
v = Bl VT10042011-26 :PRBOE 52 32.37 ;
v . BZ VI10042011-26 :PRBOE 52 33.04 i 14,448 |
v ] B3 VT10042011-36 PROBE 52 31.68
v ] B4 VT10042011-36 PROBE 52 34.73 H 5443
2l & B7 ADL-ISAV PROBE 52 18.17 1
v = B8 ADL-ISAV PROBE 52 18.83 5 488
v [ B11 NBISAVO1-PROBE 52 e
v | 312 NBISAVOI-PROBE 52
v = D1 NIC-PROBE 52 _ _ . . . -
v ﬁ; D2 NIC-PROBE 52 {4 10 15 20 25 an 35 40 45
« T v
e e
Replicate 5‘3"51"‘3 Standard Curve
Samples MeanCp STD Cp Mean conc | STD conc
Bi, B2 32.70 0.48 2
B3, B4 33.21 2.15 g
B7, BE 18.50 0.47 2o Efficiency = 2
B11, Bl12 B
B
D1, D2 =]

[t}
Log Concentration

R o

Controls - tested in duplicates

=Two positive controls (European and North American genotypes), each tested in duplicate—positive control for the European genotype (ADL) was
positive in duplicate as expected and positive control for the North-American genotype (NBI) was negative in duplicate as expected.

=NTC (no template control) - NTC was negative in duplicate.

Samples - tested in duplicates

=#26 reported positive in duplicate , mean Cp 32.7 - the shape of curves is too “flat” and not indicative of true positives - recommendation would
have been to re-test

=#36 reported positive in duplicate , mean Cp 33.21 - the shape of curves is too “flat” and not indicative of true positives - recommendation would
have been to re-test 6
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Sample Set #1 - probe 82 genotyping test — segment 6

Instrument: Mo active instrument Database: WMy Computer (Traceable)
Window: |VT1UU4ZU11-SOKEYEE SMOLTS SEG 6 PROBES 52 AND 82 OCTOBER 9 2011 RUN#1 j User: System Admin
. =
ﬁq:eri- Analyses [Fro5E 82 K| ‘
ment
J Information | #-ocon meiico in= Compensation: OFE g
B 1BRRR
Elﬂﬂif ' _I Amplification Curves
S [T 12314 psmeenl 7 (¢ pomEol 1112 & :
- == 7 ]
ﬁ 38237
—
g 34797
|
— NBI Pos controls
D e 31.2587
< [j 27797
) | _fr — I 5 24.297]
. w
I;Lba Quant results - gzo?a?—
Sum. . - E At
/@ Positive [0 MNegative [l Uncertain [l Siandard %
T o, 17.297
Samples 2
| Include Color Pos Name | Cp N 513-797'
vl [ ] F1 VI10042011-26 PROBE 82 37.23 |
v [ F2 VI10042011-26 PROBE 82 1t
v & F3 VI10042011-36 FROBE 82
il B F4 VT10042011-36 PROBE 82 b
v [ F7 ADL-ISAV PROBE 82 i A
I @ F8 ADL-ISAV PROBE 82 '
v| B  Fll NBISAVD1-PROBE 82 14.65 e
It B Fl> NBISAVD1-PROBE B2 15.55 '
v| B Bl NIC-PROBE &2 36.68 _ _
I = HZ NIC-PROBE 82 g 10 15 20 Eo 25 30 35 a0 45
yeles
o : i )

Standard Curve
Samples MeanCp STDCp | Mean conc STD conc

F1i, F2 37.23 &
F3, F4 i
7, FB Eo Eificiency = 2
Fi1, F12 15.10 0.64 g
H1, H2 36.68 g

i
Log Concentration

EERCED o i (Yo o e o
Controls - tested in duplicates

=Two positive controls (European and North American genotypes), each tested in duplicate—positive control for the European genotype (ADL) was
negative in duplicate as expected and positive control for the North-American genotype (NBI) was positive in duplicate as expected.

=NTC (no template control) — reported negative — however, the software called one NTC well negative, one “reactive” Cp 36.68- well H1 — not
reported — when NTC reacts a test is typically considered invalid. My interpretation of NTC “reactivity” would be negative, but software called it as
call based on 2nd Derivative Maximum method.

Samples- tested in duplicates

=#26 reported negative - 1 of 2 #26 was “uncertain” with Cp 37.23 — not reported — call based on 2nd Derivative Maximum method - my
interpretation negative. 7
=#36 negative as expected.




Sample Set #2- 20 Sample - Sockeye, Chinook, & Coho
Hearts and Gills_VT10142011 October 20 2011

Lab # Sample |D 154V seg 8 Probe, Cts  |S5AVY Seq 6 Probe 52 Cts I5AY Seq 6 Probe B2 Cts
Detects all ISAY Detects European genotype  Detects North American genotype
VT 1014201148 Coho heart-1 o not done not done
VT 1014201150 Chinook heart-2 1] not done not done
VT 10142011-51 Coho heart-3 o not done not done
VT 10142011-52 Chinook heart-4 o not done not done
VT 10142011-53 Coho heart-6 0 not done not done
VT 10142011-54 Sokeye heart-7 o not done not done
VT 1014201155 Coho heart-8 1] not done not done
VT 10142011-56 Coho heart-2 0 not done not done
VT 10142011-57 Chum heart-10 1] not done not done
VT 10142011-58 Coho heart-11 F3.61(1/2) 33.06 1]
VT 10142011-59 Coho Gill-1 1] not done not done
VT 10142011-60 Chinook Gill-2 3299 0 1]
VT 10142011-61 Coho Gill-3 0 not done not done
VT 10142011-62 Chinook Gill-4 1] not done not done
VT 10142011-63 Coho Gill-6 o not done not done
VT 10142011-64 Sokeye Gill-7 1] not done not done
VT 10142011-65 coho Gill-8 1) not done not done
VT 10142011-66 Coho GIll-9 o not done not done
VT 10142011-67 Churm Gill-10 35377 (1/2) 0 1]
VT 10142011-68 Coho Gill-11 1] not done not done
ADL-ISAV (European genotype) 16.65 1645 ]
NBISAY01 (North American genotype) 16.43 0 14.73
NTC (water) il 0 o
EXPLANATORY NOTES:
1. &l samples were tested for ISAY using real-time RT-PCR with Taghian probe for ISAV segment 8. The result is the number of PCR cycles to reach reliable detection of product (cycle threshold or Ct)
2. Based on this PCR test, 3 of the tissue samples provided to the |aboratory were RT-PCR positive. This test means only that 3 tissues contained |SAY sequences of genome segment 8
3. The 3 tissues that tested positive were further tested using real-time RT-PCR with Taghan probes for SAV segment 6 for genotyping
4. 1 of the 3 tissues tested positive for |ISAY of the European genotype. This test did not detect any segment 6 sequences in the other 2 samples
5. The ISAY seguences detected from the samples could be from viable or non-viable vinus. The wirus could be pathogenic or non-pathogenic.
6. The presence of ISAY sequences in the tissue samples does not imply that the subject fish had 1S4 or that SA is present in the area where the subject fish were collected from
7. Confimation of |5AY infection requires virus isolation in cell culture and identification. This additional testing is underway, and results will not be known for another § weeks
8. The labaoratory did not participate in the collection of the samples or in the custody of the samples prior to receipt of the samples. The laboratory therefore cannot guarantee the integrity of the samples.
9. For corvenience, the samples are identified using the |abels provided by the party who requested testing by the laboratory

10, The samples were tested as received at the |aboratory:
11. In accordance with the Health of Animals Act, the test results have been reported to representatives from the CFIA by the laboratory

INTERPRETATION:
1. Ctup to 40 are paositive. Ct between 40.1 and 45 are considered suspicious, Sample is negative if there is no Ctvalue,



Sample Set #2- screening test — segment 8

Instrument:  No active instrument

Database: My Computer (Traceable)

IVT1U142011-SOKETEE‘ CHINOOK AND COHO SEG 8 PROBE OCTOBER 18 2011 RUN#

j User:

System Admin

®

ElEIEZ

Subset: | oo

Window:
Analysesl‘?il-:i‘lzﬂll SEG SPROBE
ment
< > Information|-, gram: PCE
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Editor

IBORR
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I [ ] -
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P I - — ' 007 EE— =
Replicate Statistics
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B
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(o™ [ ™Yo cnceny

ML e ) comttnce |V

=Two positive controls (European and North American genotypes), each tested in duplicate— all positive controls were positive as expected.

=*NTC (no template control ) - NTC was negative in duplicate.
Samples - tested in duplicates
=17 samples reported as negative

=#58, one of two reported positive, Cp 33.61 — my interpretation - negative
=#60, two of two reported positive, mean Cp 32.99 - in my opinion one was weak positive, almost inconclusive, one positive
=#67, one of two reported positive, Cp 33.77, - inconclusive in my opinion - recommendation would have been to re-test.



Sample Set #2- Genotyping Run 1 — probe 52 segment 6

Instrument: No active instrument Database: My Computer (Traceable)

Window: I\JT1!}142011750KEVEE‘ CHINOOK AND COHO SEG 6 PROBES 52 AND 82 OCTOBER 19 2011 RUN#1 j User: System Admin
E i Analyseslv‘rmuz:\u—RDEE 52 j
ment
P formation | Proozam: Ampiificstion, Color Compensation: OLE
— IR T - AR T
Suhsel:l = J @ Amplification Curves
Bl T 72073747051 ¢ [ 4
Nrgrgrargergcel
T | 72513
| @s |@s ]
d T B5 513 |
_ — - - i - |
5 ] e
WEC T T T AL
L+ t & 44513
T - %]
Ié_‘:.:a Quant _es.a.u:,s J §3751}:
@ Positive [O NegatiAve | ] (lnfr_«r:a!:: B Sindard §3D513£ POS Controls
Sampleﬁ Resu | E 1
Im;lude Color 2. Name Cp Concentratio R E 23513
L] I 21 PROBE 52- VT 58 32.10 : 1
# W A2 EROBE 52- VI 58  34.01 | 1BS5I3|
] [ a3 PROBE 52- VT 60 : |
cal B 22 PROBE 52- VI 60 H 9513]
v B 25 PROBE 52- VI 67 ] |
v [ =25 PROBE 52- VT 67 26132
el I C1 PROBE 52-ADLISAV  17.69 1 —
ICd I cC2 PROBE 52-ADLISAV  13.20 ==
v I c5 PROBE 52— NBISA01 _ _ _
v B Ccé PROBE 52- NBISAOL 1= 1 1 B 2 i g3 4 i
Il I Cl11 PROBE 52-NIC facles
¥ M c12 PROBE 52-WIC | (o
14 T I + Standard Curve
Replicate Statistics
Samples MeanCp STDCp | Mean conc | STD conc E
a1, Az 33.06 135 I
a3, A 2o Efficiency = 2
As, B6 g
c1; c2 18.45 1.07 =
c5, C6
o1, @1z Log Concentration

Controls - tested in duplicates

=Two positive controls (European and North American genotypes), each tested in duplicate—positive control for the European genotype (ADL) was
positive in duplicate as expected and positive control for the North-American genotype (NBI) was negative in duplicate as expected.

=*NTC (no template control) - NTC was negative in duplicate.

Samples - tested in duplicates

=#58, reported positive, Cp 33.06 - weak reactors - retest

"#60, reported negative.

=#67, reported negative.
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Sample Set #2- Genotyping Run 1 — probe 82 segment 6

Instrument: No active instrument Database: My Computer (Traceable)
Window. I\IT1O142011750KEYEE< CHINOOK AND COHO SEG 6 PROBES 52 AND 82 OCTOBER 19 2011 RUN# j User: System Admin
Eepalih Anlysesl‘Tl:-la?:-l: ~PROBE 82 j
‘ment
= : Informalionl'—','-: ==
e .@.0
Editor ’ J Amplification Curves @
) O 0 I 0 B | 9 2 N
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e
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e E —
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I 2 1
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b
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B Sandard H /
3
| 22338
| Samples | | E #67
Include | Color | Pos  Name e |y Z 17.83H 2
v & E1 PROBE £2-VI-58 ii
v B E2 PROBE 82-VI-58 ‘ 13335
Cd B E2 PROBE 82-VT 60 24.60 [
v B E4 PROBE 82-VT &0 34.89 | CEE s
v B =5 PROSE 22-VT 67 38.50 39 =
v B E6 FROBE 82-¥T 67 R =
v B c. PROBE 22-ADL ISAV  32.54 A P—
v Bl GGz FroBE ADL ISAV ~ 32.50 :
v B G5 PROBE 22— NBISAOL 14.94
v Bl &6 PROBE 8i— WBTSAOL 15.35 z bt [3 3 10 12 14 18 18 20 22E ; 24 % 23 30 32 N 3 3 40 42 44
v B G11 PROBE 82- NIC 37.16 __J"fg
v I G2 PROBE 82- NIC 2521 e s
‘ L = = . Standard Curve
Replicate Statistics
| Sampl&c_ | Me_al:le STD (_:p | I\_M_aan g S_TD :o[lc‘ E
El, E2 &
- - £0 Efficiency = 2
E3, E4 29.72 7.28 7
ES, E6 38.52 E
Gi, Gz 32.52 0.03
Gs, G6 15.14 0.29

Gl1i, Giz 31.18

(& =)

“Controls - tested in duplicates

Log Concentration

(i VB Yonom

[M) comnce [~

¥

=Two positive controls (European and North American genotypes) were each tested in duplicate. Positive control for the European genotype (ADL) was
positive in duplicate (not expected) and positive control for the North-American genotype (NBI) was positive in duplicate as expected.

=NTC (no template control) — reported negative — however, the software called reactive in duplicate, Cp 37.16 and 25.21— not reported — when NTC
reacts a test is typically considered invalid. My interpretation of NTC “reactivity” would be negative, but software called it as call based on 2nd

Derivative Maximum method.
Samples- tested in duplicates
=458 — negative

=#60 - reactive in duplicate (Cp 24.60 and 34.89) - My interpretation of “reactivity” would be “negative”, a software artefact, not reported?
=#67 - 1 of 2 reactive (Cp 38.59) - My interpretation of “reactivity” would be “negative”, a software artefact, not reported? 1

1



Sample Set #2- Genotyping Run 2 — probe 52 segment 6

Instrument:  No active instrument Database: My Computer (Traceable)

Window: I\."I'19142011-SOKEVEE. CHINOOK AND COHO SEG 6 PROBES 52 AND 82 OCTOBER 20 2011 RUN#2 j User: System Admin
Analyses [SEC & PROBE #32 El
Infurrnatinnl?.., ;. Bmplificagi asa

Subset | Subset: [--- oo i

1 O I

[Ajles [@s |os [@s j@s |@s
| A ) .

i« |'IN

—ege

Amplification Curves

62,904

56.904

50.904 |

44 3041

Pos controls,
European genotype \

Standard Curve

Efficiency = 2

i 3
A FREE
> Inhs Quant results j g
sum, | B < w2 a0
@ Positive [0 Negative W Unceriain @l Swendard E
s gz
| Samples | Resul =
Im:]ude Color Pos Nj:rne - | Cp Concem.rat.imb u—=_' 20,904
v I Al SEG6 PROBE 52 VT 58 |
v I 22 SEG6 PROBE 52 VT 58 | 14.904{
vl B 23 SEG6 PROBE 52 VT 60
v B 1¢ SEG6 PROBE 52 VT &0 2,904
v Q A5 SEG6 PROBE 52 VT &7
v I 26 SEG6 PROBE 52 VT 67 2904
v B Cl EROBE 52 ADL ISAV 17:85 T —
[ M cz PROBE 52 ADL ISAV 17.72
7| I c©5 PROBE 52 NBISAVO1
v I c6 PROBE 52 NBISAVDL
vl I Ci11 PROBE 52 NIC
v B c12 PROBE 52 NIC R
4 | 2
Replicate Statistics E
| Samples MeanCp STD Cp Mean conc | STDconc  * i
21, AZ ﬁ B
23, B4 ]
RS, RE =
€1, c2 17.78 0.10
€5, C6
st z

EEeED

Controls - tested in duplicates

[
Log Cancentration

| e [ = o B

=Two positive controls (European and North American genotypes) were each tested in duplicate. Positive control for the European
genotype (ADL) was positive in duplicate as expected and positive control for the North-American genotype (NBI) was negative in

duplicate as expected.
=*NTC (no template control) - NTC was negative in duplicate.
Samples - tested in duplicates

-All samples were negative for European genotype in run 2 — sample #58 was reported positive based on the first run
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Sample Set #2- Genotyping Run 2 — probe 82 segment 6

Instrument:  No active instrument Database: My Computer (Traceable)

Window: |VT1D14'2011-SOKEYEE CHINOOK AND COHO SEG 6 PROBES 52 AND 82 OCTOBER 20 2011 RUN#2 j User: System Admin

AnalysesISEE PROBE #82 j |

Informationl'— cgram: Amplitication

Subset: [5z¢ EROSZT 222
516

Amplification Curves

Pl T1 720737172 )4
. I 5 324551 JI_!—’__J_J_
- 29469 /’/
| Pos controls,
{ 26,465
NA genotype
23463 g yp
X
& 2 Pos controls,
3
5| |2bs Quant results -] o
= A 5o European
1, v
~ | /@ Positve [ Negative W § t
Le . 14,459 eno e
Samples Res E g yp
Im:ll.!_de Colt_)r qu Name R K Cp Concem.ratiT r=_ 11.469]
v| B E: SEGe PROBE 82 VT 58 32.98
v = E2 SEG6 PROBE 82 VT 58 8463
v @ =3 SEG6 PROBE B2 VI €0
v B E: SEGE EROBE 82 VT &0 5.46%
v B E5 SEG6 PROBE 82 VT 67 "l
v B =c SECE PROBE 22 VT &7 40.00 2469 _—e
v Il G1 PROBE 82 ADL ISAV 32.99 = - ———
v Il G2 FRCBE 22 ADL ISAV 34.18 0531
v M G5 FROBE e2 NBISAOL 14,64 ] - i . i - i i :
v | ] G& PROBE 22 NBISAOL 14.81 5 10 |5 20 25 30 kel 40 45
v B 1 PrRoEE B2 NEC 7'1';'“ -
| F B ©12 EROBE 82 NIC i e,
il e I | Standard Curve
= Replicate Statistics
Samples MeanCp | STDCp | Meanconc | STD conc .E
El, E2 32.98 = .
2 Efficiency = 2
E3, E4 7
£S5, E6 20,00 £
61, G2 33.59 0,84
G5, G6& 14.73 T
G11, GizZ Log Concentration
AN T [Ercoms ) (TP o (e cctaney o) teon [ [ i |

Controls - tested in duplicates

=Two positive controls (European and North American genotypes) were each tested in duplicate. Positive control for the European genotype (ADL) was
positive in duplicate (not expected) and positive control for the North-American genotype (NBI) was positive in duplicate as expected.

=*NTC (no template control) —negative

Samples- tested in duplicates

=All samples were reported negative - software assigned CPs to sample #58 (1 of 2) and sample 67 (1 of 2). In my opinion these samples are negative,
but this was not reported.
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Conclusions

2"d Derivative Maximum method used for calls to
classify samples as pos/neg/sus

— Advantage — minimal user input

— Disadvantage — can generate false reactors and
doesn’t allow baseline adjustments

Indiscriminate use of the 2"9 Derivative Maximum
method for data analysis responsible for most
errors

Reporting contradictions for control aberrations
noticed

AVC report validity compromised
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