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1. Accettazione campione di prelievo

IL CAMPIONE RISULTA INADEGUATO 1IN CASO DI:

Assenza indicazioni corrette su etichetta

Assenza liquido di trasporto  (Specimen Transport Medium)
Assenza spazzolino

Tappo mal chiuso

Asta spezzata troppo in basso

Asta spezzata troppo in alto

Presenza di 2 spazzolini

Presenza seconda porzione dell'asta spezzata
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1. Accettazione campione di prelievo rl

- ETICHETTE BARCODE

SOFTWARE:

= Generazione dei codici a barre
* Lettura e abbinamento con i dati della donna

ETICHETTE:

Ditta fornitrice: A.C.S.E. srl VIGONZA (PD)

« Etichette sintetiche di colore bianco per stampa a trasferimento termico fustellate in
rotolo : confezioni da 10.500 etichette, cod. ET50-30MB

« verificata resistenza di colla e inchiostro alle colorazioni e all'incubazione in bagno
maria a 65°C)

 tempi di consegna delle etichette : 15-20 giorni.

STAMPANTE:

» Stampante a trasferimento termico completa di alimentatore, ecc: cod. NP-210-TT
 Nastro carbone nero est., cod. E110-H68-74°
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Selezione del test analitico %
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Sensibilita relativa nelle tecniche di
analisi degh acidi nucleici

IBRIDAZIONE Southern Hybris PCR Real-Time
IN SITET blot Captu re 2 PCR

———slEinore semsibilita  maggiore

Modificata da
Hubbard R A. ‘03
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CRITERI DI SELEZIONE DEL TEST DIAGNOSTICO

e Riproducibilit a

HPV test per Screening Carcinoma Cervicale:

* Sensibilit a - Hybrid Capture 2  (Fpa, ce-Ivp,
\ Y P

(NO falsi neg) in commercio)

- PCR con primers GP5+/6+
» Specificit a

(NO falsi pos) \ ‘
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Performance test HYBRID CAPTURE 2 in screening cervicale

e Riproducibilit a —

 Sensibilit a
(NO falsi neqg)

» Specificit a
(NO falsi pos)

/1.

O

)

W

2.

2.

(NTCC trial)

alta riproducibilita

analitica: 1 pg/ml = 5000 copie hr- HPV

clinica: > 95 % per CIN2+ (> 40% citologia)

analitica: > 97% per hr- HPV

clinica: ~ 90 % per CIN2+ (96,3% citologia)
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CRITERI DI SELEZIONE DEL TEST HPV per SCREENING CERVICALE

fnr. J. Cancer: 124, 5165320 (20049}
© 2008 Wiley-Liss, Inc.

FAST TRACK

Guidelines for human papillomavirus DNA test requirements for primary cervical
cancer screening in women 30 years and older

Chris J.L.M. Meijer'®, Johannes Berkhof?, Philip E. Castle®, Albertus T. Hesselink", Eduardo L. France®, Guglielmo Roneo®,
Mare Arbyn™’, F. Xavier Bosch®, Jack Cuzick®, Joakim Dillner', Daniélle A M. Heideman' and Peter J.F, Snijders'

We caution against misguided attempts to increase the clin ical
sensitivity for HPV assays, as the adverse effectofas  mall gain in
positives (i.e. hrHPV positives without ~ 2CIN2). Given the low
prevalence of 2CIN2 in the screened populations, even small
reductions in clinical specificity will have dramatic eff ects on the
number of unneeded follow up procedures and associated ¢ osts.
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CRITERI DI SELEZIONE DEL TEST HPV per SCREENING CERVICALE

Guidelines for human papillomavirus DNA test requirements for primary cervical
cancer screening in women M years and older

Chris J.L.M. Meijer et al., IntJ Cancer : 124, 516-520 (2009)

The candidate test should have a L:Iinical sensitivity f |or 2CIN2 not
less than 90% of the clinical sensitivity of the hc2 in women of at
least 30 years. This recommendation is based onrecentda  ta meta-
analyses that reported a pooled sensitivity for hc2 of 97 .9% (95%CI.
95,9%-99.9%) in primary screenig in Europe and North A merica ®
and a pooled sensitivity of hc2 and GP5+/6+ PCR in Eu  ropean
studies of 96.1% (95%CIl: 94.2%-97.4%). 1!

.., a clinical specificity f&)r >CIN2 of the candidate test not less than 98% of
the clinical specificity of the hc2 in women of at lea st 30 years of age. ... In
Europe the pooled specificity was 91.3% ...
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3. Analisi Molecolare: Riproducibilit  a e affidabilit a
allestimento di controlli di qualit a
INTRA- ed INTER- laboratorio
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Adeguatezza del Laboratorio

1. Struttura : aree separate per gestione/preparazione dei campion i biologici,

preparazione reagenti e esecuzione dei test di rile  vazione di
HPV-DNA - NO CONTAMINAZIONE

Procedure : in accordo con SOP (Standard Operation Procedures)

e con GLP (Good Laboratories Practice)

Monitoraggio della Qualita del test : allestimento programmi di controllo
di qualita intra- ed inter-laboratorio

Carozzi et al. Am J Clin Pathol 2005;124:716
(Trial NTCC:)
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monitoraggio con controlli di qualit a

- laboratorio (CQI)

a e affidabilit a
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Riproducibilita test HC2 in sedute diverse e con operatori diversi

e (Calibratori negativi (3 replic): CN
e (Calibratori positivi (3 replic.): CP
e (Controllo Low Risk HPV: Q-LR
e (Controllo High Risk HPV: Q-HR
e 1 aliquota CP sedute precedenti

e 1 campione seduta precedente
(Ratio RLU/CO: 2-10)

VALORI ATTESI

RLU Ratio RLU/CP | CV replic.
10 -250 <1.0 < 25%
CP/CN: 2-15 1.0 < 25%
<150 <1.0
>300 2-8
1.0
2-10
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3. Analisi Molecolare: Riproducibilit

monitoraggio con controlli di qualit a

INTRA- laboratorio (CQI)

Es: inadeguatezza H,0 deionizzata

ATTESO H20 H20

ATTESO

a e affidabilit a

H20

B8 REGIONE
B M PIEMONTE

H20

DISTIL  DEION DISTIL DEION
RLU RLU RLU Ratio RLU/CP | Ratio RLU/CP Ratio RLU/CP
e CN 10 -250 54 122 <1.0 0.11 0.23
e CP CP/CN: 2-15 | 455 522 1.0 1.0 1.0
e Q-LR <150 65 542 <1.0 0.14 1.05
e Q-HR >300 2422 | 3320 2-8 5.3 6.3
e 1camp 63 560 0.13 1.1
ripetuto
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3. Analisi Molecolare: Riproducibilit  a e affidabilit a
monitoraggio con controlli di qualit a
INTER- laboratorio

1. Confronto periodico inter-laboratorio

- Valori Medi calibratori e controlli interni
- Percentuali positivita ad HPV

2. Partecipazione a programmi VEQ (Valutazione Esterna Qualita)

Un ente esterno prepara e spedisce a differenti laboratori lo stesso panel
di campioni, restituendo risultati di performance specifiche e cumulative
secondo limiti di accettabilita del risultato predefiniti ed elaborando una

graduatoria di merito dei partecipanti.
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3. Analisi Molecolare: Riproducibilit
monitoraggio con controlli di qualit a
INTER- laboratorio (VEQ)
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QCMD 2009 Human Papillomavirus DNA EQA Pilot Study (Na nogen) Report Report Report
Thank you for partecipating in this QCMD EQA Programme. sens .analitica sens .clinica sens .analitica
con HC2 con PCR
Sample Sample Content* Sample conc. ** Sample Status Sample Status Sample Status
HPVDNAOS-08 HPV 1&in CaSki 160,000 Frequently detected Frequently detected Frequently detected
HPVDMADI-08 HPV 16 in CaSki 80,000 Frequently detected Frequently detected Frequently detected
HPYDMNAD9-02 HPV 16 in CaSki 40,000 Detected Datected Detected
HPVDONADS-01 HPV 16 in CaSki 20,000 Detected Detected Detected
HPYDMNAD9-09 HPVY 16 in CaSki 10,000 Negative Negative Detected
HPVDMNAD9-04 HPV 16 in CaSki 5,000 Negative Negative Infrequantly detacted
HPVDMNAOQ9-10 HPY 1&in CaSki 1,250 Megative Negative Infrequently detected
HPYDMNADS-03 HPV 18 in Hela 400,000 Detected Datacted Defectad
HPYDMADS-07 HPV 67 in Ce11 40,000 Detected Detacted Detectad
HPVDMNADS-05 HFV Megative Negative Negative Negative

* PreservCyt A standard methanol-based, buffered preservative solution.

#* Copies/4ml.
Some commercial kits do not detect HPV type 67 and thus would consider this sample as HPV -ne gative.

QCMD: Quality Control in Molecular Diagnostics
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3. Analisi Molecolare: Riproducibilit
monitoraggio con controlli di qualit
INTER- laboratorio (VEQ)

VEQ: analisi dei risultati

Table 2: Your laboratory's qualitative results and performance scores

a e affidabilit a

Qualitative
Sample Sample Content Sample Yf)url Yf)url
Status qualitative qualitative

result score
HPVDNAO9-068 HPV 16 in CaSki Fraquently detected positive 0
HPVDNAO9-08 HPV 16 in CaSki Fraquently detected positive 0
HPVDNAO9-02 HPV 16 in CaSki Detected positive 0
HPVDNAD9-01 HPV 16 in CaSki Detected positive 0
HPVDNAOQ9-09 HPV 16 in CaSki Negative negative 0
HPVDNAOQ9-04 HPV 16 in CaSki Negative negative 0
HPVDNAOQ9-10 HPV 16 in CaSki Negative negative 0
HPVDNAOQ9-03 HPV 18 in Hela Detected positive 0
HPVDNAOQ9-07 HPV &7 in Cc11 Detected negative 1
HPVDNA09-05 HPV Negative Negative negative 0

|Sum Qualitative Panel Score

0 = corretto; 1 = errore

B8 REGIONE
B M PIEMONTE

a

Figure 1: Sum Qualitative Panel Scores for all participants

40 +

35

30

25

Number of Datasets
r
S
P of
each score or better

15 4
10 1
[:
5 F
0 .
0 1 2 3 4 5 6 7 s
Sum Qualitative Panel Score
mmm Number of Datasets —+— Cumulative %*
The number of Qualitative datasets analysed Hh b b
The sum of the Qualitative Panel Score for your dataset is : |
This score (or better) was achieved by + 18.8 % of all datasets
0 = corretto > 1 = errore
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3. Analisi Molecolare: Riproducibilit  a e affidabilit a
monitoraggio con controlli di qualit a
INTER- laboratorio (VEQ)

Gruppo di lavoro Gisci su CQ: progetto allestimento VEQ su HC2

Obiettivi:
1. Accuratezza risultato pos e neg
2. Precisione del risultato

3. Inserimento di campioni reali, non solo di campioni sintetici

4. Costo VEQ accessibile/nullo
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Grazie per l'attenziong
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Appendix
Mon-inferierity test

Suppose nsamples have been tested with the new test and the he2
meference test. The results ane presented in the following Table Al

TAHLE Al - TEST REFULTS

el = Bl — Toed
Miw 1zt + a b a+h
Miw 1t i d ctd
Todal atc bid n

Under the null hypothesis, e relatve sensifivity {when com-
paring the new test bo he2) is By and under the alternative hypoihe-
zis, the relative sensitivity is greater than 8. According to the
present guidelines Oy should be set i 0.9 for sensitivity and to
098 for specificity. The tes statistic iz defined as

7= a+ b— [a+ )y
VAl (1 80 + (@ +b+ o)(B — 1)/n}
when o
_ VBT_4AC-B
I—T:

with 4 = m{l4+8), B = {a+clff — (@ + b + 2} and © =
o | —8gMa+b+c)fn. The mull hypothesiz is mejected st nominal
significance level a if T is equal to or greater than the 100 = (1 —
a) percentile point of the standard normal digribution (T is inber-
preted as a z statistic).
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