Chlamydia RQ

Ve Gialpy VEF ks

ologST 5 LawodlS (6 55U DNA aseis ey
Real-Time PCR 3,

N/ 24 (Cat#ChlamydiaRQ24)

N/ 48 (Cat#ChlamydiaRQ48) RUO
N/ 96 (Cat#ChlamydiaRQo6)
NG-WI-ASL-66-100

129 003k 05 g o5 o
VOMVEYYYYS s iy o8 O S gl il QWb ool

N/

Novin
Gene



et bbbt dedds )
S 8,5 o> Y
N et st &l asey Sledbl Y
et e e e e e Sialesl bl ¥
s oS Obgios O
s st G Ao sl Joo
B ottt oS a5 g Jom g 5l0eSS Laylyn Y
B e e 3,5 Codgass A
D) e 35 9,90 0,lee plu
5 ettt e e e e e e e e oY OIS g blost ) e
Y et ol JESl g 6,005 bl g canlio diges ) )
Y ettt e e e e e e e Sl sy
A ettt DNA z! 5l Y
A ottt siwbesl Jole s PCR IS gm0 N F
R 1330 o5 g Lo olKiws VO
T Rotor-Gene olSws pulass .\ ¢
LI StepOne oK aulais NV
LI o olKtwd pliv pudais VA

L Rotor-Gene s L= .14



N e Gl e Y
VY e soral g, YY
VY e b Sl YY
R 2 oles Sl YT
VA e ol YO



N/

T ¥ Novin
Chlamydia RQ (v1.0) *m.

doddo . )

olegSTy LaeadS 6,550 DNA aseis cq»> Chlamydia RQ cos
0 el sas > Real-time PCR x4, 4, (Chlamydia trachomatis)
05 g0 ol polaizl gy 5 b jaly S5 4 5L DNA () (ol
Sz 2on g rln 5l Gl asl G il S Gl S Grizeen
s S asbige 5l S8 ol 4 S JI5 o alalis
5 oo 655512 POR e b 5 clials gl el 51 236 3157 i 3155
Sls 0 pl8 G,Lp..n:u Bhlas Cg cuS oyl

O, dbs .Y
LooodlS 6281 aridd Cuz lom dsed owyn Ol o> ooS
~2l,9 Real-Time PCR x4, 4 1, «Chlamydia trachomatis) _..slsS1 5
MIC , StepOne Rotor-Gene sla olSws b ooliiwl (sl S ol S oo

] 00 ‘5‘>‘).|o

Jelse op 5 mls 5 o (Chlamydia trachomatis) .slesSTs Lo
Cdle e ale Coshe Gl el 6 SL cnl il o oylie slo Cosae
ol AR s Al Cgm Ceed A 00,5 se el —g el oSius o
3 Sl Ll 5 sux Bilae A e aS sul Hloyo 0 Bl o Cdgae
el s lom 4 Olgies (B)lse (nl dhoa 5l 095 00 08 Cdls Cundg

0,5 oLl (5,5,LL crian o (PEIVIC inflammatory) I



https://www.google.com/search?sca_esv=562305725&q=%D8%AF%D8%A7%D8%A6%D9%85&spell=1&sa=X&ved=2ahUKEwiq4vmRh46BAxVeiP0HHcDTC3oQBSgAegQICxAB

N/

T ¥ Novin
Chlamydia RQ (v1.0) *m.

owloyl wlw! .F

3leads (gl 0z STy g, 5l eolawl b e ol olull oS ol e
i STy ool b .sgd e sl Polymerase Chain Reaction/PCR
g g0 5SS g @uu Go[.a.l}‘ 6Lmﬂ|)i 3 oolaiwl b So9e Jele £95 3
G ygls slag 5l oolinl b ooty iS5 JIgs Real-Time PCR zg, jo
Ol oo STy (b o i ygld e oy bcnl plo 00 5 o0 (ansis LB
3 STy bl 51 ey aSST ey oy anseis diges o 1) Jede Jule S92
Jyame ow)pa 63ks (g, cpl jo Al 4 az g5 Lol o Jol e plsl
a4 5 (Sogll ol Sl 105 952y 5999 55U alie olasdy, b asST
ils sl 8e>g (6,955 bl

CoS Gl gixo .0

WSl oo ) olge g OIS s dealy ax 280 SO Juls oS ()]

x> lgsoxo
) vs. oS Sl oS
s Chlamydia trachomatis
Sy See 10 Sude dald
s See YO - * 3l Jyas | Internal Crl
g Saa Yot PCR _psaxs ol Water

G dwn b Joo P

9 Comeny (2STg 2l g 09 g i 9 o lazg Cenn o LJB o oS
ASL (oo (s )0 (6 g See iy




N/

T ¥ Novin
Chlamydia RQ (v1.0) *m.

oS Ji g Joo 9 5ol bl pl LY

2 Vsl 6l 5 Jo o pjaz e Ve gles jo b S Slge (elel
ol 0 (55, 55 CuS 5, &5 oS Labil Gley 0bL U slge (nl &jee )

il oo ooliztal B 5 ol Ceul o 20
el 1n) aS (6,0005% b a5l Gier CuS Sligtore S Sleaxil 5 093

Aaled eolain] Slis sl elS Ja 5 Jo sl Gaizren

35,05 Cudguxo LA

od Goisel 5 sl @b o)l g eolil (gl s oS @
Gt 005 ‘5‘>‘)Jo

3 ol S S slazal o 550 pllan il S5 e pales @
00,8 o @l po llas 595 a2t ol ) (65 4isS 50

CoS 89y 00l 7o slasl b clbdS Sl e ol S Slhgiowe 51 @
Sgas oolatuwl

Do & E> A L oo @) Gl ded ) s Do 0 @
255 1,8 eolainl 9,90 Wl CS Sy

b ais Sl g ool (b Slided Slas gl ks cuS ) @
Al el Aul 050 (IVD)

5L 8580 0,90 plw A
1,0 ks s MBI g Dl 4 oS ol 5l eolanul (6l
ol Sl Olj ol en 4 Real-Time PCR olfws @

S99, S pegatte Gok il @




N/

T ¥ Novin
Chlamydia RQ (v1.0) *m.

(Vortex Mixer) .5,y ®

(Dry Block Heater) ¢j.w5, &,l,> Sl @

(Nuclease free) s xlé ,Low ju g pisio oo @

DNA zl il cus @

Real-Time PCR pgase CoigSis g s 5ad (Lo VIO g5 @
2% 09N ki b SO S @

(330 S'ob) (sogairagll Sol @

oY Ol g blasl Ly

1S Ay p) OIS 4 O3 @l ads St ol

5 0K diged g 039l 5 1) (28 Aden lan wigel LIS plin @
Sl asls a5 o 1) T egally ol s

LS5 w2 5l g aseine |, >U aw Clean Room L pre-PCR las o @
6l ool (sLad ozl ol § diges (5,laqS (slas Jolis Lad aw ol oS
STy g5l oolel slas o (PCR sl g @y oSee Jlassl (gl0) olge
555 5L a5 e o azil oo (PCR Wyl o, DNA wiges 15331 51,
Jlog obul> 5l lon 055 4 aril aiils 055 @ (ogaze Jlug b
S e LS a cpl o

e az Ve S S assls 5l 9 89550 51 S adea 1) W oo @

oud 3,5 F sy b b ol S Glo s Gispe 005 Skl G @
5 bsloe 5l edle GIS5 2z b s 298 093 SalST b 0 (5SS
Az lp e S ol ekl Gs je Slgime ol e
S 5gad il Gl 590 y0 1) e T 4l




L/
T ¥ Novin
Chlamydia RQ (v1.0) “Gene @

SansS 6l ool 0,5 Fu (g9, ddaen 1) CoS Slhgie IS > 0 @
ASS ad 0dl 0,3 Fu 5l e 4 olee ple g B slag 5l eolall
Ceb 1y oS g loogs b aw 5l Lio g olse (pl 5o olezdl g gd 51 @

ol JUSS! g (65l0eSS Loy s 9 conwlivo igod 1Y

lyns (2o andss (sl 5l aigad) ol il ialojl (gl cnlio diged
aibise ploye 55150 (5ol 5l Dlsa g o wilas b JLujls

&l g el (6,10 BB cel FA gl p ol Kl az )0 ALY sles o diges
S 5 ol b e pyaz,e Ve sles 0wl oo 5 Y5k sle ol
loien il 55y riz U diges alyd iz )0 090

1o sy

sie @l 5l 655 sl> 5 POR oo b canlials gl 3ol Jlazol o3l sy
il ge s S sl oS ol (3l

3 Byo 1) ol L eoges eolainl gl maul al> o o ailes oo |, Al s
A3l S Jol el s anles aslsl Chlamydia Mix o PCR al> 1.
ookl (gl wdl oo 5 gl Al CdeS LS (1S Ty Jlee oy p 2 ode
Lol wiges 4 1ySIS 5L (g3l 5l 1) SISl S5 gl Sl dlye 5o
elution ) ol Pl po doys 00 s Ju8 51 5L 8,90 ol ausS
o 3L s See Voo o lulys |, DNA &S 590 5o om0l o (DUFFET
Lol LYSIS 3l 5 aigas bglswe 1) (3o J58 51 12 Se Ve S oo
) o Wiged 4 Lagiiies Wl (315 S a8 0l ails azgi aled

2l dalgs cows 511, 095 ST 15 g aslol (YSIS 3L 09380 5 i




N/

T ¥ Novin
Chlamydia RQ (v1.0) *m.

ks wwle oo aslsl Chlamydia Mix « 1, Jsls 8 a5 Sige 50
STy 2 sl 4 jslaie cpl 4y oS g ) PCR STyl les e
ok 4 .ol aslsl Chlamydia Mix 1) Jsls s 5l odg S o PCR
1o S8 dg S Ve S 1 Sdg S 100 4 STy N - sl Jle
Aled oolaiwl 10 idu Slsgs @l |y Jol> bl g oS adlsl

U L il yold adgs 4 ot (Sl ST STy g B89 Dy 5
D9800 VY LYY 0 CT 4 (VIC/Yellow)

DNA gl el Y
Olgise silize slo CoS 5 b by, 5l wised 5l 5251 DNA gl sl ol
oS o0 dmogi |y 5 sl CuS 5l eolaiul Lo Logad oolaiul

e QlAamp DNA Blood Mini Kit (Cat# 51104, Qiagen,
Germany)

e High Pure PCR Template Preparation Kit (Cat# 11796828001,
Roche Applied Science, Mannheim, Germany)

ow byl Jolm 9 PCR 5 gimws V¥

JolS psb a4 B awes Jl3 el 05 & 69, 1) oS Glo s (eoled T
b oI 5o slge s bgls 51 edle (S5 wiz b oaigd g Ll g
4 S 5ot il (s 590 50 1) o T 4l iz gl g 005 Jolo el
dlaxi p odle 38 0 Ssb 59, PCR gy Ko 5ls 3,90 sl
Slr 5,5 S 5 Cotte wald (sl sis S S Glalejl 0550 (sladises
S 058 5 () it J 7S

gl o 4 eal00,5 )1y glyiwl (o 5o 1y (HAS10 J 55 &5 (g0 50
S aslsl Chlamydia Mix 51 yidg ;%o 18 Lowiiune




N/

T ¥ Novin
Chlamydia RQ (v1.0) *m.

i bos asLal Chlamydia Mix a1, JB1s J oS audslo &5 3 y900 40
9550 10 9 039381 (wSne 1 [y T < WY o lepdgi @ 4o b

WS e dg) |y Jols bl )
2wl b cuio J 555 o gl gl DNA 51 5y 5o Ve (b 5o
RRCPIIR,

oKiws J2lo by o leis mllao |y o oyl s 00 I3 1) o guig ,Soe 09y 50
Ol o sy adlre Ko, (5,959, olKiws l eolaiul sl ta>g5 .auns 13
S aslsl

bo,1330 o5 g b olKiws .10
s Rotor-Gene .StepOne s olSws L IS > Chlamydia RQ <.
RO PR @‘)Ja MIC

Rotor-Gene oKiuws pubiss .\

laghools J18 5555, (59, 1) bl Sog; a5 0SS Jol> lsebol ol

5 03,5 Jate yowlS a4 o] Logase LIS Lawg |, Rotor-Gene oKiws
29d sy ol ke (2 iz U S Jos Gy ol e

BB pimron) asles 5b oS ol en o5 2ls 511, Chlamydia el L6
BB anlep axg (cS am> g5, QR Code (Sl Goyb 5l oytws
ooy ooliiul alg) £95 4 4> L |, Chlamydia 0.1 ¢ Chlamydia 0.2
DS bl

VIeW 435 Gl 5 ggie jo (il o pd melit glp ppal Gillae 1SS
Auto-Gain ;s sos 3L o, 4o .0 Sl |, Gain Optimisation .
I, olenkas a5y 1, Optimise Acquiring a5 1ol Optimisation Setup




N
T ¥ Novin
Chlamydia RQ (V1.0) Geneb

I, Tube Position .o slosl JUIS g0, slp dm axmio pgas Glas lids
Gl b SO ojled g il ally i o) alS ol ) ogled (59,
Perform Optimisation Before 18t a5 .asl Chlamydia <.

Qi |y oyt g oS Jles 1, Acquisition

Auto-Gain Optimisation Setup X

Optimisation :

G Auto-Gain Optimisation will read the fluoresence on the inserted sample at
F\“&\\a different gain levels until it finds one at which the fluorescence levels are

acceptable. The range of flucrescence you ane looking for depends on the
chemistry you are performing.
Set temperature to |60 j degrees.

Optimise Al | Dptimise Acquiing |

[V Perform Optimisation Before 15t Acquisition
I~ Perform Optimisation At 60 Dearees At Eeginning Of Fun

— Channel Settings - :
| -] Add..

MName | Tube Position | Min Reading | Max Reading [ Min Gain | Max Gain Edit... I

Green 1 10F1 15F1 1 10

Yellow 1 5F 10F1 1 10 Bemave
Remave All

l—.l Mat ] Close ] Help |

S9) S ST (ST s 4aS0) Ll 4aSs amio (YU G50 50
3,90 Jomo 50 1y Giales] bl g oS SIS 1) &Ll 4aS's 5 o 5b 0,5

Dgd Cpdigy olSiws B oS 03 Ll
b Wsei £55 i 50 43S 8,5 | digad o ol (SAMPIES) Lo aigas o2y 50
5 Positive Control leaals sl s UNKNOWN Loy diges sl dypE loie




N/

T ¥ Novin
Chlamydia RQ (v1.0) *m.

<l 1, Negative Control  NTC sl e 50 hie S aisod sl

StepOne olKuws s .Y

3, et Up e 5 (StepOne software 2.%) aus 5L 1, olKiws 1380 o5
bl 1) EuS ol pen )5 ils 3l bl g oS s Template auss
5l (e a9, QR Code Sl 55,k 5 (wyiwd BB cpiman) oS
Assign Targets and a.Ss e 5 Plate Setup o> cow o
G a5 el ige iz 5 (ke 9 Code J 518 Sy oS bl |, Samples
DS (S olgda sy jo 1) 0s LAl 5 a0 diged olawd g o S il ead
oozl uilgs o (COPY, paste, clear) col, SIS sl 435 51,5 0l sl
sl o Define Targets and Samples oo 5 oolisl b pioman oS
el @llae 55 1) o digas pb g 0 Blal 55 1) () 9590 (sl diged los
b g o SIS 1, Start Run auss cladas Ll o .owes i ol lews
QSIS g0 oSt B oS 0 3 a5 0590 e jo |y Lialej]

L ows plw pudasd VA

oolazl Real-Time PCR sla olfws ol b ooliiul gl p |y oS ol asilis
Amled ol 15 ael Gillae 1) olSws S oo

Step | Temperature and time Cycles
1 95°C x 3 min 1
95°C x 15 sec
2 60°C x 60 sec 45

"



N/

T ¥ Novin
Chlamydia RQ (v1.0) *m.

s FAM (oS5, (sl g az 50 7+ slos 50wl uilaa gl (i (65 o3l
SROX iy cile o ROX ol Chlamydia Mix sy s VIC
b 0 300NMzssTg

Rotor-Gene gt Julxi .14
Soe 5l a5 jeb 4 .08 axxl 0 ROtOr-Gene sloal, 4 mls 50T sl
S SIS Lo Green gy, 5 05,5 bkl 1, Quantitation Analysis
S5 5 Yellow JULS glps 1y 598 aisld owms 515 /) (gq, 1y asbiw] o
lasals Wl s 90 Hloges odnliv gl aus )15 -/ (g, |, a5 asS
ails azgi aplep ala>de )V g ) polad (Aol S8 g i 5 Sote
Chlamydia trachomatis «, L. . (Green) juw (il iol38l a5 ail

o 4 by pe oIRl s

Slo &5 gl (oo a8 )5 i )0 ko (Jloj Lo diged dly Aiold a0
A9 (G oS (o DLl 50 bl oo g g Sl Ji8 g 009
bl oo b3yl 9B (3929 wygu0 50) T CT 5 054 (o0 Cogmume o

\Y



T ¥ Novin
Chlamydia RQ (v1.0) ‘m.

0.8
0.6 1
) Positive Ctrl
o
s NTC/Negative
=

e
]
.

Threshold ‘_/

0.0
:— 1] 1] 1 1 1] 1] 1 1
H 10 15 20 25 30 35 40 45
Cycle
OS85, oliws jaw JUIS jo bawls Zowe Y S
0.8
Positive Ctrl
.06
2 |
E NTC/Negative
[T
Eo4
[=]
=
0.2
Threshold
0.0 "/
5 10 15 20 25 30 35 40 45
Cycle

05559y oBiws 8,5 JUI jo A3l S poie ¥V KD

VY



N/

T ¥ Novin
Chlamydia RQ (v1.0) .\m

WS el 25 OIS &y a4z gl L) s

3,5 JUlS o4 ¥ }l;JCTLQ,iAMJULY)oAJWa\S@")yP °
Chlamydia trachomatis L ;| sl ¥Y 6 YV o CT L coe

e CT L ccte o0 JUIS o g it juw JUIS |0 diges a5 Syg0 0 @
o Chlamydia trachomatis sg>y L 5l agei sl YY b YY
ol

JUB 5o azel @ azgh g 2l hie JUB j0 diged &S ()90 ;0 @
L B e

Lol 03] V7 amio Jgaz 50 Giole)] bl jeds a5

StepOne g ts Judxs Y-

Slp oS s 1, Analysis asSs aods b 4 mbs LT ol
JU slp e 18 </ (s, 1, (threshold) ate.T Chlamydia/FAM
s 13 o) s, 1, w55 ICVIC

Chlamydia « L, . Chlamydia/FAM ol 330 a8 apsl acils a> g5
1,3 sualive glp il o 5 Jol> Silidl g
leyd alaadle | oz 5 aw polad (B 8 g cute J S il 550

SHlo a5 39 0 4 )5 L 53 Cudo (Sloj L igad danlbly Abld 4 o5
2520 CT o ol 50 e 9wl g0ty ) 56 9 (g goSim (Sxio
A0 (G oS (o DL )0 Al o0 i g SLoiwl o g 009
Bl g0 3 WL D929 wyg0 40 (T CT) 9 05 (o0 gmumo (o

VY



T ¥ Novin
Chlamydia RQ (v1.0) ‘m.

3.0

25

20

15 Pos Control

ARN

10 NTC/ Negative

00 —— e -
5 10 15 20 25 30 35 40 45
Cycles
StepOne s%ws FAM JUIS o aasls o ¥ S50

0.8
0.7

0.6

0.5 Positive Ctrl

0.3 NTC/Negative

0.10.1

0.0 . /

5 10 15 20 25 30 35 40 45
Cycles

StepOne oKwo VIC JUlS o by J S conie F S

VO



N
) Novin
Chlamydia RQ (v1.0) “Gene @
OS end OIS @ axgi by s
fe 5l S CT L coze ChlamydialFAM JUIS ,o aiges a5 Syg0 0 @
Chlamydia L 5l sl ¥F 6 Y4 0 CT L cose 5,5 JUIS 0

<l o trachomatis

Cuie V10 U o 9 oo ClamydialFAM JUIS jo 5905 45 5,90 0 @
Chlamydia trachomatis sg>g ki 5l aiges @b ¥YF YR 0 CT L
RGIW g SO

JU 5o 4ol 4y azgh (9wl e JUB 50 diged &5 (Jyg0 ;0 @
09d 1S5l Glalesl g ooy el ams o

| OMT )_:) LJS» 49 LJ““L")" C"L‘-’ . M}L‘>

Yellow Result
Pos for Chlamydia
+ .
trachomatis
+ Negative
- Inconclusive

Sl 13m0 .Y

£s55 3 e syl ouls Ol diged 5l oolainl b oS oyl P Sl
Fdg, e 50 (oS VA ol uoslogSTy LawodS (gly ccanl oals o)y
5 ot ilel 3590 diges 30 (65 55 45 (50 )l9e 1AD o im Bl oo
o S O g0 4 0l walg ools askid CuS pl Jawgd il e o)
coyo bl og wales aseis ay 0l cuS lores Gliee (nl 5l S 4 digas

S Sl 4y Ll

\§



L/
T ¥ Novin
Chlamydia RQ (v1.0) “Gene @

<ol U:’S) Y

Lowiina | l.e‘j 019 0 9 0091 (loond b S5l g Sl e 08l oS Ol gie
S S spen Jolowe 53 1, oltalojl ighe (glo aigas Lol ol Jlamil allyy Jlaw 4,
by Jaw a1y LT e g 0w 1,8 59, il SO JBlas o 0 70 g2

5 iy YT

25 deorl 53T b il ojleds b ol o (8 Gl (iou b Bl ol
sl Jol> ules

- qqFFYYYYF)

Info@novingene.com

wlos oledl L v¥

129 0l OF ooy &S
VOMEYYYYS : w05 .0 S gl ol bl ¢yl 5 2wy
SYAV-AAAYYYAY b yals
299 AT YF
info@novingene.com : L|
WWW.NoVIingene.ir :culug

&l .Y

e Sturd, N. and Rucks, EA., 2023. Chlamydia
trachomatis. Trends in microbiology, 31(5), pp.535-536.

VY


mailto:info@novingene.com
http://www.novingene.ir/

N/

T ¥ Novin
Chlamydia RQ (v1.0) *m.

e Bébéar, C. and De Barbeyrac, B.J.C.M., 2009. Genital
Chlamydia trachomatis infections. Clinical microbiology and
infection, 15(1), pp.4-10.

e Manavi, K., 2006. A review on infection with Chlamydia
trachomatis. Best Practice & Research Clinical Obstetrics &
Gynaecology, 20(6), pp.941-951.

e Mackay IM., 2004. Real-time PCR in the microbiology
laboratory. Clin. Microbiol. Infect. 10 (3): 190 — 212.

oslitasl gl Joallygis I::E:l 0 aulyi I by e g

seled sy 2 1)

Laiil g G g S gojT <n> sloss V (g2 0 )locs) ygoS
“10°C
sples odgumo /ﬂ/ Jb e 0sbes SJUL o 5Lois

L 4 b Cylass 4 iy glio 5 MBI Sy sl

S wlad Gl U b du lo 9 42>/ 0 WWW.NOVINGENE.iT

YA



T ¥ Novin
Chlamydia RQ (v1.0) *m.

14



Chiamydia RQ
Kit Manual

Summer 2025, Version 1.0

For Real-Time PCR Detection of Chlamydia trachomatis
For Research Use Only

N/ 24 (Catt ChlamydiaRQ24)

N/ 48 (Catt ChlamydiaRQ48) RUO
N/ 96 (Cat# ChlamydiaRQ96)
NG-WI-ASL-66-100

d NovinGene ParsVira

No. 5, Iranshahr St, Tehran, Iran 1581633336.

N\ | Vi
Novin
Gene




Table of Contents

INtrOUCHION ...
Intended USE .......ccovviveeiiceeece s
Background Information............c.cccccveviiviicciniscccee,
Test PrinCIple .......cvvveecccee e
Kit CONENES ...
Packaging models ..........ccovevvveierieinsccesces e
Storage and Stability...........ccoovveiiiicec e,

Product Use LimitationsS ........c.coevveeee e

© © N o ok~ w b =

Additionally Required Materials.............cccoevreeriireninnnes

—
o

General PreCautionS ......oo.eeeeeeeee oo e

—
—_—

. Specimen, Storage and Transport ............cccccevrrrereenn.

—
o

Internal Control (IC) .......cocvvviveecieee e
DINA ISOIGLION ...ttt
PCR PIotOCO ...ttt

Devices and SOftWAre........c.veeveee e

— )
o g B~ w

Programming of the Rotor-Gene...........ccccoeevviiiiicnenn.

—
~

Programming of the StepOne ...

—
o

Programming Other Machines ...

—
©

Data Analysis: ROtor-Gene ..........cccccevvvivveeieninncicene,



20.
21.
22.
23.
24.
25.
26.

Data Analysis: StepOne..........cccovvvvvevierinneeieerses 12

SENSIIVIEY....veviiieeeeer e 14
Disposal Method ... 14
Technical SUPPOIt......cccoviviiecere e 14
Contact Information...........ccccovveeieinnnnicierceee, 14
REfErENCES ....cveveiiccee e 15
SYMDOIS ... 15



N/

~ Y 'Novin
Chlamydia RQ (v1.0) .\m

1. Introduction

Chlamydia RQ kit provides a ready-to-use Real-Time polymerase
chain reaction (PCR) test designed for detecting DNA of Chlamydia
trachomatis bacteria. All required reagents are included in the PCR
Mix provided in the kit. This Mix also contains a different series of
primers and probe for detecting a synthetic DNA sequence. The kit
supplies this synthetic DNA sequence as an Internal Control (IC).
The IC can be used either during DNA extraction or in the PCR
reaction to prevent false negative results due to failure in the above
steps. This kit is intended for Research Use Only!

2. Intended Use

Chlamydia RQ kit is intended for detecting Chlamydia trachomatis
DNA. Detection is achieved using Real-Time PCR and is
compatible with Rotor-Gene, StepOne and MIC machines.

3. Background Information

Chlamydia trachomatis is one of the most common causes of
sexually transmitted infections. This bacterium often leads to
asymptomatic infections in the genitourinary tract. Consequently,
the late diagnosis of such infections results in delayed treatment,
which can lead to serious and sometimes permanent health
complications. These complications include pelvic inflammatory
disease, and infertility.

4, Test Principle

The pathogen is detected using PCR, where primers specific to the
target genome amplify its unique sequence. Real-Time PCR
facilitates the detection of the amplified product through
fluorescent-labeled probes. Therefore, monitoring fluorescence
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provides a means for detecting the target without requiring post-
amplification analysis. This greatly reduces the possibility of PCR
product contamination.

5. Kit Contents
The kit contains a manual, a flash card and the following reagents:

Label Content Quantity
PCR Master mix* for 360
Chlamydia trachomatis
Positive Control 150
Internal Ctrl Internal Control* 250 pl
Water PCR Grade Water 200 pl

*1, 2 and 4 tubes for 24, 48 and 96 reaction kits respectively.

6. Packaging models
The kit is available in 24, 48, and 96 reactions of 25 microliters.

1. Storage and Stability

The kit components should be shipped and stored at -20°C and
are stable until the expiration date mentioned. Avoid repeated
freeze-thaw more than three times to prevent reduced sensitivity.

8. Product Use Limitations

e This kit is intended to be used only by specially instructed
and trained personnel.

e The user manual should be strictly followed, and any
modification will invalidate the results.

e The kit and its contents should not be used past the
expiration date on the package.
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e The kit and its contents should not be used if there is any
sign of pink or red color on the Warm Mark label.

e This kit is for Research use only and is not validated for VD
(in vitro diagnostics) applications.

9. Additionally Required Materials

To use this kit, you need the following items:

Real-Time PCR machine and computer accessory
Tabletop microtube centrifuge

Vortex Mixer

Dry Block Heater

Adjustable pipetters and nuclease free filtered tips
DNA extraction kit

Nuclease-free 1.5ml microtubes and PCR microtubes
Disposable powder-free gloves

Cold block

10. General Precautions

To prevent false results, always pay attention to the following
points:

e Treat all samples as potentially infectious.

e Within the pre-PCR work area, assign three separate
spaces for: a) Sample storage and extraction, b) Reagent
preparation where the PCR mix is aliquoted into tubes, and
c) Reaction preparation area for addition of extracted DNA
to the tubes.

o Always wipe the working surfaces with 70% Ethanol before
and after work.

e Thaw on ice kit components completely, mix by flickering

followed by a quick spin and store on crushed ice after.
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e Thaw kit components on crushed ice completely, mix by
flickering followed by a quick spin and store on crushed ice
while working.

e Do not place PCR tubes on crushed ice. Use cooling blocks
instead.

11.  Specimen, Storage and Transport

Proper samples to test are urine (20ml of voided urine), cytobrush,
swabs include vaginal, cervical, and male urethral. Samples can
be stored at 2-8°C for 48 hours or at -20°C or lower up to a few
months.

12.  Internal Control (IC)

To assess the possibility of DNA extraction failure and PCR
inhibition, and to prevent false negative results, the Chlamydia RQ
kit contains an internal control (IC). This IC can be used during the
extraction process or added directly to the Chlamydia Mix. To
monitor both DNA extraction and PCR reaction, the IC should be
added to the mixture of lysis buffer and patient sample during
extraction. The required volume of IC is 10% of the elution buffer.
For instance, if the extracted DNA is eluted with 100ul, then 10ul of
IC should be added to the mixture of lysis buffer and patient
sample.

Please note that the IC should not be added directly to the patient
sample (i.e, before the addition of lysis buffer) as it loses its
efficiency.

If the IC is added to Chlamydia Mix, only PCR inhibition can be
monitored. For this purpose, 1ul of the IC should be added to each
reaction. For example, for 10 PCR reactions, 10ul of the IC should
be added to 150ul of the Chlamydia Mix before it is added to the
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tubes. In a successful DNA extraction and PCR test, the IC should
generate a CT of 27-32 in the Yellow/VIC Channel.

13. DNA Isolation

DNA isolation from bacteria can be performed using different kits
from various manufacturers. We recommend the following:
e QlAamp DNA Blood Mini Kit (Cat# 51104, Qiagen,
Germany)
e High Pure PCR Template Preparation Kit (Cat#
11796828001, Roche Applied Science, Mannheim,
Germany)

14. PCR Protocol

Thaw the reagents on ice completely, followed by a brief mixing
and a quick spin. Place the required number of tubes on a cold
block. Consider one tube for each sample, plus one for positive
sample and one for water.

If IC is introduced during the extraction process, pipette 15ul
of the Chlamydia Mix to each PCR tube.

If the IC is added to the Chlamydia Mix, add 15ul of the
prepared mix (as described in section 12) to each PCR tube.
Then add 10ul of isolated DNA, Pos Ctrl, or water to each
tube.

Cap the tubes and visually inspect to ensure all are caped securely.
Place the tubes in the machine.

Note: If using Rotor-Gene attach the locking ring.

15. Devices and software

Chlamydia RQ kit is designed to work with Rotor-Gene, StepOne
and MIC.
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16.  Programming of the Rotor-Gene

Before you start the machine, make sure you have attached the
locking ring on the rotor!

Open the flash card provided in the kit and double-click on
Chlamydia 0.1 or Chlamydia 0.2 template depending on used
tubes. Program starts.

Note: For Gain Optimisation, in the View menu select the
Gain Optimisation. Adjust the setting according to the below image.
Make sure to set the Tube Position to number 1 for both channels
(note that Tube number 1 should contain Chlamydia Mix).

Click on Start button (Green button on the top menu). On the pop-
up window click Start again and save the program on the desired
location.

Auto-Gain Optimisation Setup X

Optimisation :
Auto-Gain Dptimisation will read the flucresence on the inserted sample at
e different gain levels until it finds one at which the fluorescence levels are
A acceptable. The range of fluorescence you are looking for depends on the
chemistry you are performing.

Set temperature to |60 jdegrees

Dptimise All ‘ DptimiseAcquiring|

¥ Perform Optimisation Before 1st Acquisition
I~ Perform Optimisation At 60 Degrees At Beginning Of Fun

Channel Settings :

| > Add.

MName | Tube Position I Min Reading I Max Feading | Min Gain I Max Gain Edi.. |

Green 1 10F1 15F1 1 10 4|

Yelow 1 5FI 10F1 1 10 Remove
Remove Al

I Close Help
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17.  Programming StepOne

Open the StepOne software (V 2.*). On the Set-Up menu, click
Template (provided in the flash card, or accessible by kit QR
code). Click on Plate Setup. Positive and negative control, and a
few samples are defined. You may change plate setup using right-
click options (copy, paste, clear). You may also add /remove
samples or change the sample name on the “Define Targets and
Samples” menu. When finished, click on “Start Run” and save the
experiment to the desired location. The instrument will start shortly.

18.  Programming Other Machines

If you apply this kit to other Real-Time PCR machines, program it
according to the following table:

Step | Temperature and time Cycles
1 95°C x 3 min 1
95°C x 15 sec
2 60°C x 60 sec o

Fluorescence should be collected at 60°C for FAM and VIC dyes.
Chlamydia Mix contains ROX with the final concentration of
300nM in the reaction.

19. Data Analysis: Rotor-Gene

Before analyzing results, make sure that in the sample menu, the
Positive controls have been defined as “Positive control”. Patient
samples are defined as "unknown" and Negative control or no
template control as "Negative Control" or "NTC" respectively.

To analyze data briefly, click on the Analysis menu and then under
Quantitation tab double click on Cycling A. Green. Manually put
threshold, at 0.1. Repeat the above for Yellow, Red and Orange
Channels.
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Figures 1 and 2 represent typical graphs for Rotor-Gene. To
interpret the results, please note that:

A Signal in the Green channel indicates Chlamydia trachomatis,
a signal in the channel is due to

Note that a sample is considered Positive only if it has a
sigmoid graph and log phase, and only then CT is reliable and
can be used. In the absence of a sigmoid graph and log phase,
the sample is considered Negative, and CT, if present, is not
reliable.

Consider the following points when analyzing:

e A sample is Positive for Chlamydia trachomatis if it is
positive in the Green channel with sigmoid graphs and CT
of less than 40 and also positive in the channel with
a CT of 27-32.

e A sample is Negative for Chlamydia trachomatis, if it is
negative in the Green channel while it is positive in the

channel with a sigmoid graph and CT of 27-32.

e Results are Inconclusive and the test should be repeated

if a sample is negative in channel.

10
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NTC/Negative
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Threshold
10 15 |
10 20 t
10 25
10 30 1] 1] 1] T T ] T L} T
5 10 15 20 25 30 35 40 45
Cycle
Fig 1. Typical Control graph in Green channel for Rotor-Gene
Positive Ctrl
10 as
NTC/Negative
10
10
Threshold
10 15 1
10 20 |
10 25 |
10 30 T T 1 T T T T 1 T
H 10 15 20 25 30 35 40 45

Cycle
Fig 2. Typical Internal Control graph in Yellow channel for Rotor-Gene
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20. Data Analysis: StepOne

Analyze data according to StepOne manual. Briefly, click on
Analyze and set the threshold for Chlamydia/FAM and IC/VIC at
0.1. Figures 3 and 4 represent typical graphs for the StepOne
machine.

Note that a sample is considered Positive only if it has a
sigmoid graph and log phase, and only then CT is reliable and
can be used. In the absence of a sigmoid graph and log phase,
the sample is considered Negative, and CT, if present, is not
reliable.

1 Positive Ctrl

NTC/Negative

0,141

0.01 /

J /
0.001\ A/ A

5 10 15 20 25 30 35 40 45
Cycles

Fig 3. Typical Controls graph in FAM channel for StepOne

ARN

12
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1

Positive Ctrl =

\ //.
NTC/Negative /
e \(

0.01

ARN

oootlbAY b Xi ¢ ;i i p i~ i p |

5 10 15 20 25 30 35 40 45
Cycles

Fig 4. Typical Internal Control graph in VIC channel for StepOne

Consider the following points when analyzing:

e A sample is Positive for Chlamydia trachomatis if it is
positive in the FAM channel with sigmoid graphs and CT of
less than 40 and also positive in the channel witha CT
of 29-34.

e A sample is Negative for Chlamydia trachomatis, if it is
negative in the FAM channel while it is positive in the
channel with a sigmoid graph and CT of 29-34.

e Results are Inconclusive and the test should be repeated
if a sample is negative in channel.

13
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The interpretation of results is summarized in the bellow Table.

Yellow Result
+ Pos for Chlamydia
trachomatis
+ Negative
- Inconclusive

21.  Sensitivity

The analytical detection limit of the kit was assessed with a cloned
targets genomes and showed a limit of detection equal to 2.8
copies/pl for Chlamydia trachomatis.

22. Disposal Method

The contents of the kit do not require any special method of
disposal and can be directly discarded. But infectious laboratory
specimens should be maintained in 5% Sodium Hypochlorite
overnight and then discarded.

23.  Technical Support

For technical support, contact us via
Phone: +98 993-6223241
email: info@novingene.com

24, Contact Information

NovinGene ParsVira
Address: No. 5, Iranshahr St, Tehran, Iran 1581633336.
Tel: +98 21-88837393
+98 990-1813124
Email: info@novingene.com
Website: www.novingene.com

14


mailto:info@novingene.com

N/

~ Y 'Novin
Chlamydia RQ (v1.0) .\m

25. References

e Sturd, N. and Rucks, E.A., 2023. Chlamydia
trachomatis. Trends in microbiology, 31(5), pp.535-536.

e Bébéar, C. and De Barbeyrac, B.J.C.M., 2009. Genital
Chlamydia trachomatis infections. Clinical microbiology and
infection, 15(1), pp.4-10.

e Manavi, K., 2006. A review on infection with Chlamydia
trachomatis. Best Practice & Research Clinical Obstetrics &
Gynaecology, 20(6), pp.941-951.

e Mackay IM., 2004. Real-time PCR in the microbiology
laboratory. Clin. Microbiol. Infect. 10 (3): 190 — 212.

26. Symbols
Research use only d Manufacturer ::Oinusst:eltmstructlons
LOT | Lot number Content sufficient for g Use-by date
<n>tests

~10°C
Catalogue number @ Serial number /}/ Temperature limit
-30°C

For more information and resources please visit our
website; www.novingene.com
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