APPENDICES
Appendix (1):

1. Instruments and solutions:

1.1 Instrument:

-Rotary microtome.
-Oven.
-Coplinjars.
-Staining racks.
-Microtome blade.
-Coated slides.
-Cover glass.
-Water bath.
-Dako pen.
-Thermal cycler.
-Workstation.
-Pipettors.

-Tube rack.
1.2 Solutions:

-Xylene.



-Ethyle alcohol.

-Mayers haematoxylene.

-Distilled water.

-Citrate buffer.

-Peroxidase blocker.

-Anti CDX2 antibodies (primary antibodies).

-Anti human papilloma virus antibodies (primary antibodies).
-Dextran polymer conjugated secondary antibodies and HRP.
-3.3 diaminobenzidinetetrahydrochloridin substrate buffer.
-DPX mounting media.

-PCR mix 16-35.

-Buffer.

-Tag polymerase.

-Mineral oil.

-DNA buffer.

-HPV genotype control type 16.

-DNA extraction Kit.

-Detection agarosekit.
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Appendix (3):
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Cat. No. 2030415870
Lot No. 333313
Quantity 6ml

Antibody to

CcbhX2

Host: Rabbit

Immunogen: Synthetic peptide of human CDX2 protein

Subclass: IgG

Presentation: Diluted antibody, in buffer with < 0.1 % sodium azide.

Assay system: IHC(p.f)

Titre: Used in an avidin/biotin complex AEC/DAB system vial is
sufficient for 60 slides using 100 yl per slide.

Fixatives: 1) NOTOXhisto 2)Formalin

Treatments: Staining of formalin/paraffin tissues is enhanced by boiling
the tissue sections in ProTags Antigen Enhancer I, Cat#
401602092 for 20 min followed by cooling at RT for 20 min.

Specificity: CDX2 is a caudal-related homeobox transcription factort
that is expressed in the nuclei of intestinal epithelium and
has a function in proliferation and differentiation of intestinal
cells. This antibody detects primary and metastatic
colorectal carcinomas, intestinal metaplasia of the stomach
and intestinal type gastric cancer.

Reactivity: Human, others not tested.

Storage: Store at 2-8 °C. Do not use after expiration date indicated

on the vial.

Errors excepted. This data sheet is a general information. The product atiribute can diversify with changing Lot No as well as

variations in lissue selection, tissue processing, antigen retrieval and detection systems. We do not take responsibility for any

possible damage including personat injury, time or effort on economic loss caused by this product. Our warranty is limited to the

price paid for the product. The product may only be used by i and skilled p 1. N ication as pr ibed in
" this data sheet leads to loss of all liability.

FOR IN VITRO USE, NOT FOR DIAGNOSTIC USE
Manufacturer:
BIOCYC GmbH & Co. KG, Im Biotechnologiepark TGZ |, 14943 Luckenwalde; certified by
1SO 13485:2003 and AC: 2007, ISO 9001:2008; Registry number: 60018916, 60018917

Distributed by:

quar Geblb

Schichauweg 16, 12307 Berlin, Germany
Tel.: ++49 (030) 765 925-0, Fax.: ++48 (030) 765 925-55
E-Mail: info@guarteti.com Intemet: www.quartett.com
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Cat.No. 2160100670
Lot No 280528
Quantity 7 ml
Antibody to
Papilloma Virus 16 and 18, E6 Early Protein
Host Mouse
Subelass laG
mmunogen Human papilloma virus 18-E6
Fresentation Diluted antibody n PBS. pH 7.4 contaming < 0.1 %
sodium azide
Assay System: IHC{p.f)
Tire Used in an avidin/biotin complex AEC/DAB system,
vial is sufficient for 70 slides using 100 pl per shde
Fixation: 1NOTOXhisto. 2)Formalin
Treatments: None.
Specificity Human papilloma virus 2arly proteins, HPY 18 and 16
E6 protein.
Reactivity: Human, cthers not tested.
Storage Store at 2-8 °C
Reference. J. Gen Virol (1987) 68, 1351
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PERFORMANCE CHARACTERINT ICS

Analytical specificity: The analytical specificity of the orimers and prebes was valicated with negative sattiples,
They did rot generate any signal with he spesific HPV primers ard probes,

Analytical sensiivity: The kit HPY High Risk Tvping allows to detest HPY DNA in 100% of the tests with 2
sensitivity of not less thar 1000 copies/ml,

Target region: E6, 2 E1, L] genes

TROUBLESHOOTING
i, Controls analysis do not correspond to the listed above table 2:

2. The PCR was infidited

b, The reagents storaze conditions didn’t comply with *hs instructions.
> Check the storage conditions

<. The PCR conditions dicn't somply vtk the instructions.
> Check the PCR conditions,

2. Positive specific band with Negat:ve Centrol of extraction,

& Contamination during DNA extraction procedure. All samples results are invalid
»Decomaminate al surfaces ard instrumerts with sodium hypochilcrite and etlanol
+~Use oaly filter tips duving the ex‘ragiion procedure. Change tips betwaer: tubes,

» Repeat the DNA extraction with the new se: of reagents.
3. Positve specific band with Negative Control of PCR DNA-buffer),
2. Contamination during PCR preparation procedure. All samples resuts ars invalic,
¥ Decontaminate all surfacss and instruments with sodium hypochlerie anc ethanol or
special DNA decontamination reagents,
» Pipatte the Positive coatrol at last,
Repeat the PCR preparation with the new set of Teagents.
4 Absence of the Internal Control ban i aclinical sample

a. Insufficient quantity of clinical mareriel

b. The PCR was inhibited
»Meke sure that you use a Tecommended DNA extraction metied anc follow to the

manufacturer’s ‘nstructions.
> Re-centrifuge all the tubes before Dipettmg of the extracted DNA for 2 rain al maxirium
speed (12000-16000 g) and take carefully supematant. Den't disturb the oeller, sorbent
nhibit reaction.
¢ Tae reagerts storage conditions didn’t comply with the instructions,
> Check the storage conditions
4. The PCR conditiors didn’t comply with the instructicns.
> Check the PCR conditions,
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For in Vis Diagnostic Use
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HPV High Risk Typing

Key 0 symbols used
pE
@ List Nurrber il Store at +2-8/-20°C
| 4 A
IVD | Forin Vitro Diagrostic Use /_/L\ Caution!
Lot Number Version

E Expiration Date Consult instructions for use

W Contains reagents

Manufacturer

E -3

NAME
HPV High Risk

INTRODUCTION

Genital infection with HPV is on of the most com:nion sexvally transmitted diseases (STDs) of vira! eticlogy
worldwide 20% - 26% ir. different countries in sexually active young women).

Gervical cancer is the secord most cormnon cancer o vomen worldwidz, and a compelling body of clirical,
epidemiologica’, molecular, and expermental evidence ha; established the eticlogical relationship betwaen some
sexually ‘ransmitiad HPV genotypes and cervical reoplasiz throuzhou! *he world. Based on the frequency of
detection of HPY gerorypas fom diffarert srades of Cervical Intragpithel:al Neeplesia (CIN Grades [ - 1), HpPV
genotynes are subdivided intc High-risk HPV types (16, 18 31 and 45), Intermediate-risk “ypes (33, 35, 39,51, 82,
36,58, 59, and 68), and Low-risk types (5, 11,42-44).

Several methods have been used fo diagnose clinical ¢r subclinical infection with HPVs including clinical
observation, cytological screening by Pap smear, elestron Microscopy, immuaceytachemistry, bu: these me-hods
have some disadvantages such as dardization anc subjectivity, insufficient sensitivity and low predictable
value. The most perspective way of HPY diagnosis is a direat derection of DNA of the human papifloma virus of
high carcinogenic risk 2y the polymerase chain reaction;'g\/\"mle the value of he Pap smear in routing screening for
cervical displasia is undisputed, it is now krown that 99% f cases of carvical carcinoma are savsed by infection
with telve genotypes of the human papilloma virus (HPY), Identification of these Ligh-risk genctypes i very
valuable in the maragement of cervical carcinoma, borh 2 a prognostic indicator anc as a secondary serzening test
where resulfs of a Pap smear are inconclusive. Results fror the combination of the Pap sinear and the HPV DNA
test can aid in detervining the intervals for soreening,

The PCR-basec methods have bezn used successfully fer fhe cetection and typing of genital HPV genotypes in

clinical specimens such as cervical swabs or scrapes, vervicovaginal lavages, frezen biopsies and ‘ormalin-fixed
paraffin-embedded tissues,




INTENDED L SE
HPV High Risk Typing is an 0 vive nucleie a6 amplification test for qualitative detecion and genatyping of
Fuman Popiiiomavins (16, 18, 31, 33, 35, 30, 43, 52, 56, 58, 59, 66) in the wogenital ywabs and biopsies

PRING JPLE OF vsman

HPY High Rik Typing Test i based on three major processes: sample prepasation, multiples amplification of DNA

usiteg spesific A1 primers and detectivn of the aenplified products ca agarose gel. Each PCRemix-1 tube containg

peimers directed againgt regions of four AP emudp-ght\ne gene used as Intermal Contrcd, IF the swab is not

:?MY prepased (high quastity of mucous o insufficient qmu of epithalial cells) the Interal Comtrof will not
detected,

MATERIALS
PCRemin.1

FROVIDED

5™ primen diected xgsinat regions of HFY 16.31,35,35 snd Ineenal Coeerl (Bglobine geee), 0275 wil.
et directed against regions of A 45,57 10 Invezna Coeorol (fglcbine gene), 0,175 ml
PCR-mbse1 “63-66% {prifees dreeeed mgainst eo0s of H¥ 32,943,156 wod Iriemal Comerol (3-ghobine gene), 047 =L
35 xbuffer-3x 0 fml

Negative Control C.* [ 2ml;

DONA-buffer (C-), 0,5 ml.

Internal Control (3-globane peme), 0,

Hw&-wmmmm«aa 31,33, 35; 18,45, 39, 39, 52, 56, 38,66), 1201 Sl
Contains reagents for 55 samples.
st et i e badation procedure ar Negantve Conteod of Enraction.

MATERIALS REQUIRED BUT NOT PROVIDED

»  Thennaleycler

» Worksiation

s Pipettors [capacity 0,5-10 ul, 540 gl) with acrosol barrier

#  Tubemacks

Beagents pon pros ided

+ DINA extraction kit {secommenéed nucleic acid extraction kit: DNA-SarbeA (Sacase, REF| K-1-1/A)
«  Detzcion agances kit

WARNINGS AND PRECAL FIONS
. Wear dispasable gloves, laboratory coats and eye protection when handling specimens and reagenis
Theeoughly wash hands aflerward.

2, Do notpipene by moth.

3. Do not eat, drnk, smoke, apply cosmetics, or handle contact lenses in keboratory work aress.

4. Do notuse a kit affer its expiration date.

5. Duspose of all specimens and uncsed reagents in sccordance with local regulations.

6. Biosafety Level 2 should be used for materials that contain or are suspected of mmmngmfmmu

7. Clean and disinfect all spills of specimens of reagenns using a disinfe ch a5 0,5% sedivm ar
ather suiteble disinfectast,

3

. Awaid contact of specimens and reagents with the skin, eyes and mucoss membranes. If these solutions come
into contact, rinse immediately with water and seck medical advice immediaely.

Material Safety Data Sheets (MSDS) arc available an request.

This kit is designed for use with “DNA-Sorb” extraction kit It is the user's responsibility if kits other than

“DNA-Sorb™ are used to pecfirm this DNA extracticn.

11, Use of this peoduct shevild be lissited 10 personse] trained in the techmiques of amplification.

12, Woskflow in the labaratory must procesd in 2 unidirections] manner, baginning in the Extraction Ares and
moving o the Amplification and Detecticn Area. Do not retum samples, equipment ad reagents in the area
where you performed previous siep.

STORAGE INSTRUCTIONS
HPY High Ritk Typing must be siored at 2-5°C. Store TogF Polymerase 2t 20°C. The kot can be shipped ot 2-3°C for 34
days bt shold be siored at 2-8°C sl -20°C immedistely o receipt
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STABILITY

HPV High Risk Typing is stable up to the expiration date indicated ca the kit label. Fxmnmllﬂn.hﬁ!m
humidity may affect the shelf life of some of the kit components and shoeld be avoided. Repeated thawing and
freezing of these reagents should be avoided, as ihis may reduce the seasitivity, Companents stored under conditions
Glber than thess stated on the labels may not perform properly and may adversely affect the ssay resalts,

S TORAGE AN ERANSPORT
V High Ridk Typing can analyze DNA extracted with DNA-SorteA (REFK-141'A) from
{ iy
«  Remove evoess miscus from the cervical os and serousding ectoceny nsing  ection of polveser
s, Discard this swab
# lngen the Sampling Cervical Beush 1.0-1.5 centimeters into the cervical os untl the langest bsiles
touch the ectocervia. D wot ingert brush completely into the cervical canal, Ratate brush 3 fall tums
in & counterclockwise direction, remove frons (b canal.
# Insen brush imo the nuclease-free 20 mi wbe with 0.3 ml N' Transport medium (Sacace’
Vigarously agitate brush in medium for 15-20 sec.
» Sep MMI seored |In¢. leam;hahndlmdcm]x
o Jhasme b ized with izer nd dissolved in PBS stenile (recommendad DNA-Secb -
JREF|K-1-6/50 mot ineluded in this kit, but can be ardered separately)
o Liguid-based cyiofogy samples (Cytosereen, PresanCyt) (recommended DNA-Sorb-D) RER K-1.8/100 sot
anchaded in this kit, but can be ordered separately)
Inis 1 process samples immedimtely afber collection. Store samples &l 2=8 *C for 5o lomger than 24
Tours, or freeze at -20/80°C. Transpartation of clinical specimens must comply with country, federal, suate and bocal
regulations for the ransport of etiolagic agents.

AMPLIFICATION
1. Prepare required quantity of tubes for samples and controls (blue for PC?mux-i “1635", rose for PCRemixe]
“18-59" and green for PCR-mix-] “32-66"),
2. Prepare for each PCRemixe| one new tobe and add fer each sample $5(N+1) pl of PCR-mis- 1, 10*(N+1) of
25 x buffer and 0,84(N+1)of TagF Polymerase.
. Add I8 i of Reaction Mix inlo eath sample tube. Acd | drop (25 uL. = of Mineral Oil)
. Add to appropriate tube 10 gL of DNA sample obtained after sumple preparation,
Pregare Cantrols 25 follows:
+  MNegative Control: add 10 pL of DNA-buffer to (5 tube 12516ty supi.
+  Internal Control; add 10 gL of Internal Control io the ke labeled ru
+  Positive contrels.

[P

16-35" add 10 L of HPY 16, 31, 33 and 35 DNA (C#) 1o the 4 Labeled blus rubes;

~ of PCRemix:] “$2:66 add 10 pL of HPV 52, 56, 58 and 66 DNA {C+) 1o the 4 appropriass green
tubes;
Closs tebes 3 transfer them mio the thermalevelr enly whea temperature reaches 95°C md st the
Following program:

o

Themso b bl | Thermocydle wilh e
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T (7C imn (1| 7C [Tmm |1
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RESLLTS ANALYSIS

Analysis of PCR results 15 based on the presence or absence of specific bands of amplified DNA in Agasase gel

(3%5). Mix m the new rube the contents of the 4 wubes with amplified DNA of the 4 Controls (HPV 16, 31, 33 and

35, k@mhmmmkmaf PCReminel “18-55" and PCR-mix-] 52667 Add 10-15 L of
. The length of specific amplified DNA fragthents is:

!mm.ms 517y mmlula ) PCR-zin] #32- 66w

K [1€ [Tge  [lenghi] K
HPVIE |32 HIVIE |45 FPY 360 by
HPV31 [4i0by | T2bp [HFVIS |3mo | T2ibe [HBY Rsbp | Thibp
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