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Olptirnization :
% Auto-Gain Optimisation will read the fluoresence on the inserted sample at
*

different gain levels until it finds one at which the fluorescence levels are
acceptable. The range of fluorescence you are looking for depends on the
chemistry you are performing.

Set temperature to |50 j degrees.

Optimise Al | Optimise Acquiing |

[¥ Perform Optimisation Before 1st Acquisition
[” Perform Optimisation At 60 Dearees At Beginning OF Run

Channel Settings :

| - add.. |

Name | Tube Position | Min Reading | Max Reading I Min Gain | Max Gain Edit... |

Green 1 10F1 15F1 1 10

Orange 1 1FI 3FI 1 10 Remove |

Fed ! 101 151 ! 10 Remove All I
1 5FI 10FI 1 10

Yellow

] | I at ‘ Close | Help |

S9y SeiS S (S5 juw 4050) &Ll 48> azxao YL (s900 40 L
3,90 Jm I |) quo)T J;L‘) 9 ..\.\.,5&..151) Q)ll.w‘ 4&5&).,.: 0l )L: 0y
Dgd (ydg, Ko b QS 0 pud ol

b ges g5 g 50 S 0 lg 1) Aiges o ol (SAMPIES) Lo aiges o2ty 5o
5 Positive Control lesals !, s UNKNOWN Lo aiges sl dype loie
ol 1, Negative Control L NTC wilg oo 55 i J S diges (sl

L ows plw pudad VY

oolaul Real'Time PCR LSL“ oKws )-ZL‘*’ b oolawl LS‘)'? |) U.S u.:‘ d.:uL.}
Ao led p...‘ﬂ.u).:) aoli y pllao | oo RVEL P

"



N/

T ¥ Novin
ST|'3 RQ (V1.0) Geneb

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

FAM loSs; (gl 5 az )0 £+ slod 10 sl Guiluojld (il (55 o5l
ei aulas Cyd s ROX VIC
e Sy olsie w wls ROX Liolesl cpl jo a8 asl awsls axg
sei sl (reference dye)

Rotor-Gene gl Judxs .\A

G 3l AdS> ol 4y .0uS dsxl e Rotor-Gene sleal, 4 s 36T 6l
DS SIS JLgs Green g, 5 05,5 bl |, Quantitation Analysis
Yellow sla JUS plo slp |, g8 ol coums )13 +/) (g, |y ailin] s
sasliv slp awes 18 /) g, |, ailiw] g oS 1S5 55 Orange 4 Red
L yo (Green) juw il jioli8l a8 sl ansls a>g owmle b alasdla |,
5| ol (Orange) =6 sl i3l o Chlamydia trachomatis 4,
Lgye (Red) 50,8 b ol 4 Mycoplasma genitalium
4 by 5 Neisseria gonorrhoeae «

W PN

SHlo a5 39 (0 4 )5 L 53 Cado (Siloj L igad il AblS 4 o5
iz OT cdlo ol 50 i g ably ooy 51 9 (gudgosiow (Sxi

\Y



N/

T ¥ Novin
ST|'3 RQ (V1.0) Geneb

Aigod (Gum goSom (o LE 5O Abl oo yramdl g SLwl JiB g 039
il g0 35 WL (9929 )50 39) T CT 9 3940 (o0 Cguume ko

WS el OIS W Az by s

3,5 JUlS o4 ¥ }l;JCTbMMJUS)oQWAS‘_;)yP °
Chlamydia trachomatis L ;| sl ¥Y U YY 0 CT L cose

JU 5o g Fe 5l xS CT L cuis ooyl JUIS jo digei a5 Syg0 0 @
Mycoplasma genitalium L 5l aab ¥Y YV (0 CT L cwie s

5,5 JU 50 9 Fe 5l iaS CT b caito 30,8 JUIS 10 digei a5 Gy90 0 @
<o Neisseria gonorrhoeae L 1ol ¥Y LYY 0 CT L cuss
!

JUE 35 (i 30,8 5 (0l g e JUI j0 diged o5 ()90 0 @
e 7Sk s ym 0925 a5l wiges (Bl YY LYY 0 CT L o
ol

s )D Aol Ay dzgh ey WAL e JUB o dged &S Jy90 0 @

D9 5155 Wb Gialesl 5039 puimeli azs (30,8 (2L ¢ Gu JUIS

VY



N
Novin
STI3RQ (10 ptc N

| OAAT ).a)\ JB» 49 L}"”L‘)] @Lu , M)l}

Result

Pos for Chlamydia
trachomatis

Pos for Mycoplasma
genitalium

Pos for Neisseria
gonorrhoeae

Negative

Inconclusive

0.5

i Positive Ctrl
o
3
‘;0'3 NTC/Negative
5}
<02

ik / \

0.0 Py Y Y Y Y Y Y Y
S 10 15 20 25 30 35 40 45
Cycle
(omslogST 5 LooodS) 155059, sliwd jow JUIS jo laaall s ) S0

VY



T ¥ Novin
ST|'3 RQ (V1 .0) Geneb

0.6 1
0.5 Positive Ctrl
c04
s NTC/Negative
I.l.. 0 3 -
o
Q
=
0.2 4
0.1
Threshold /
0.0 4
| Y Y Y Y Y Y Y Y
5 10 15 20 25 30 35 40 45
Cycle
(31 Jy08) 550859, oiws 9,5 JUIS jo leaals Jowe ¥ SO
0.8 1
0.6 4 =
5 Positive Ctrl
5
i~
b .
E04 NTC/Negative
=
0.2 1
Threshold
0.0 e - / - - : z

5 10 15 20 25 30 35 40 45
Cycle

(To5355" b yunl) 5359555 ol 50,8 JUIS o naals jiomio ¥ JSCB

VO



T ¥ Novin
ST|'3 RQ (V1.0) Geneb

Positive Ctrl

=

(=3

o
5

Norm. Fluoro.

NTC/Negative

(=

~

o
"

e

4]

=)
.

0.25

0.00 | Threshoid| -

U T Y Y Y Y

5 10 15 20 25 30 35 40 45
Cycle

(pedliss LasdlsSile) (5,859, ows (26,6 JUIS ;o baaals oo F S

Comwlus 130 .14

ps55 3l st el ouds (alS diged 3l oolaiwl b cuS ! sl Cowlus
Fedg, e 50 (oS VIA ol uslogSTys LaaodlS (sly sl ool sy
LoDl 550Le (sl 5 525,50 50 (o5 VIA Jolae Toy5i55 b puanl (610 5 0l oo
Fud 45 (605la0 10 o g il e e S o ST ol padliss
et Sl gt 3L Gliee Gl 5 Gt Glales] 9550 aiges 0 558
CoS Hlzmen (liee (ol ) yieS a4 digel 5 S O jee 50 0l dales sols

S ilye 4y il o po b Lol gy anles ansis 4 508

\§



N/

T ¥ Novin
ST|'3 RQ (V1.0) Genei

;L?u‘uf:g) v

Lo.:.o...m.c‘) LQHT u‘ysojoby @LAM}[JAS))?JBAJ u‘).L:} AS[S@SU[)BW
S S mn Jolowe o 1) olKiulojl Jste (sla wigas Lol ols Jlal ally; Jlaw o
by Jaw a1y LT e g 0w 1,8 59, il SO JBlas o 0 70 g2
_%J,S "'.-.

ECRENT A

25 demal opol b il o)les b ails o (8 Slaiy oo b BLS| sl
Wl ,d Jol> yoled

- qqFFYYYYF)

Info@novingene.com

wlos oledl vy

129 0l OF ooy &S
VOMEYYYYS : w05 .0 S gl ol bl ¢yl 5 2wy
YA-AAAYYYAY : oles yals
A9 VAP YF
info@novingene.com : L|
WWW.Nnovingene.ir:colusg

&Llwo .YY

e Buder, S., Schofer, H., Meyer, T., Bremer, V., Kohl, P.K.,
Skaletz-Rorowski, A. and Brockmeyer, N. (2019). Bacterial
sexually transmitted infections. JDDG: Journal der Deutschen
Dermatologischen Gesellschaft, 17(3), pp.287-315.

VY


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

N/

T ¥ Novin
ST|'3 RQ (V1.0) Genei

CDC (2023). STI Treatment Guidelines. [online] Centers for
Disease  Control and  Prevention.  Available at:
https://cdc.gov/std/treatment-guidelines/default.htm [Accessed
21 May 2024.

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

Mahon, C.R. and Lehman, D.C. (2023). Textbook of Diagnostic
Microbiology - E-Book. Elsevier Health Sciences.

o p Olxsgy LYY

ooliiiwl gl Joadl ygiuws

[:E] sy gl | s it o
du bod [Tt} 1

Laiil g G g S gojT <n> sloss V (g2 0 )locs) ygoS

tles 03900 J/‘“"" Syl [N ] SIS oyleds
-30°C

L 4 b Cylays 4 iy glio 5 LI Sy sl

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

YA



T ¥ Novin
ST|'3 RQ (V1.0) Geneb

14



T ¥ Novin
ST|'3 RQ (V1.0) Geneb




STI-3 RQ Kit Manual

Autumn 2025, Version 1.0

For Real-Time PCR Detection of Chlamydia trachomatis,
Neisseria gonorrhoeae, and Mycoplasma genitalium

For use with Rotor-Gene

For Research use only

/24 (Cat#STI3RG24)

/48 (Cat#STI3RQ48) RUO
/96 (Cat#STI3RQ96)
NG-WI-ASL-62-100

d NovinGene ParsVira

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

N %
Novin
Gene




Table of Contents

1. INrOAUCHION ... 3
2. Intended USE ......cccoovvivireeiineeeers e 3
3. Background Information...........ccccoveeeiiniisccieincccenn 3
4. TeStPriNCIPIE ....coveeerceiec e 4
5. Kt COMENtS ... 4
6. Packaging models ..........cccovveireeiiieieceee e 4
7. Storage and Stability............ccccveriviiciciisccee e 4
8.  Product Use LImtations ...........cccovveeiininnnniniissenes 5
9. Additionally Required Materials...........c..cccoorervrenricrennnn. S
10. General Precautions ..........ccccoceeeeenineeeeeeeeeeenens 5
11. Specimen, Storage and Transport ..........ccccceeeeeeennenen. 6
12. Internal Control (IC) ...ccovvveveciieseec e, 6
13. DNAISOIALION ... 7
14, PCRPIOtOCOL ... 7
15. Devices and SOftWare..........ccceoeevvvrceniinseee e, 8
16. Programming of the Rotor-Gene............cccccovvvvivirncenne, 8
17. Programming Other Machings ...........ccccooeveniniinccnnne. 9
18. Data Analysis: Rotor-Gene .........ccccoveeerivvnccnenesen 10
19, SENSItIVIY....ovevereeieccece e 13



. Disposal Method ...........ccocvieiiriinciiiccces e, 13
. Technical SUPPOMt........c.ceviiriece e, 14

. Contact INformation..........eeeeeeee e eeeee e 14

. REFEIENCES ...ttt 14

c SYMDOIS ... 15



N/

~ ¥ 'Novin
STI-3 RQ (v1.0) “Gene @

1. Introduction

STI-3 RQ kit provides a ready-to-use Real-Time polymerase chain
reaction (PCR) test designed for detecting DNA of the following
bacteria; Chlamydia trachomatis, Neisseria gonorrhoeae, and
Mycoplasma genitalium. 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

STI-3 RQ kit is intended for detecting DNA of following bacteria,
Chlamydia trachomatis, Neisseria gonorrhoeae, and Mycoplasma
genitalium. Detection is achieved using Multiplex Real-Time PCR
system with Rotor-Gene machine.

3. Background Information

Sexually Transmitted Infections (STIs) represent a significant
global public health concern. They can be caused by bacteria,
viruses or parasites. Most common bacteria transmitted through
sexual contact including; Chlamydia trachomatis, Neisseria
gonorrhoeae, and Mycoplasma genitalium. Infected persons may
exhibit various symptoms, although in many cases infected person
may remain asymptomatic. Delayed diagnosis and treatment may
lead to serious and sometimes permanent health complications
such as pelvic inflammatory diseases and infertility.
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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
provides a means for detecting the target without requiring post-
amplification analysis. This eliminates 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 Chlamydia
trachomatis, Neisseria gonorrhoeae, 360 pl
and Mycoplasma genitalium

Positive Control 150 pl
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.
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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.

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:
e Real-Time PCR machine and accessory computer
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
In order 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




N/

~ ¥ 'Novin
STI-3 RQ (v1.0) “Gene @

preparation where the PCR mix is aliquoted into tubes, and
c) Reaction preparation area for addition of extracted DNA
to the tubes.

e 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.

e Keep PCR Mix tube at -20°C at all times. Take it out just

before use and return it to freezer immediately after.

e Do not place PCR tubes on crushed ice. Use cold block

instead.

11.  Specimen, Storage and Transport

Proper samples to test is urine (20ml of voided urine), cytobrush,
swabs include: vaginal, cervical and male urethral. Samples can
be stored at 2-8°C for a few hours or at -20°C or lower for 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 STI-3 RQ kit
contains an internal control (IC). This IC can be used during the
extraction process or added directly to the STI Mix A. 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.
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If the IC is added to STI Mix A, 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 STI Mix A before it is added to the 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 STI Mix A Mix to each PCR tube.

If the IC is added to the STI Mix A 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.
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15.  Devices and software
STI-3 RQ kit is designed to work with Rotor-Gene.

16.  Programming of the Rotor-Gene

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

Open the STI-3 template file for Rotor-Gene (provided in the flash
card, or accessible by kit QR code); STI-3 0.1 is for strip tubes and
STI-3 0.2 is for 0.2ml tubes. Program starts.

Note: For Gain Optimisation, in the View menu select the
Gain Optimisation. Adjust the setting according to the following
image.

Make sure to set the Tube Position to number 1 for all channels
(note that Tube number 1 should contain STI-3 Mix).

Auto-Gain Optimisation Setup x

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

Set temperature to |50 jdegrees.

Optimise All | Dptimise Acquinng |

v Perform Optimisation Before 15t Acquisition
I Perform Optimisation At 60 Degrees At Beginning Of Run

Channel Settings :

| =] add.
Mame I Tube Position I Min Reading I Max Reading | Min Gain I Max Gain Edi... |

Green 1 101 15FI 1 10
Orange 1 1FI 3F 1 10 Remave
fied ! 1071 15F1 1 10 Remove All

1 10 -

Yellow 1 5Fl 10FI

I Close | Help
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Click on the Start button (Green button on the top menu). On the
pop-up window click Start again and save the file to start the
machine.

17.  Programming Other Machines

If you apply this kit to other Real-Time PCR machines, program it
according to the following table (please note that following program
is not applicable to Rotor-Gene):

Step | Temperature and time Cycles
1 95°C x 3 min 1
95°C x 15 sec
2 60°C x 60 sec 45
Fluorescence should be collected at 60°C for FAM, VIC, ROX and

Cy5 dyes.
Note! ROX should not be selected as reference dye in this test.

18.  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.
Figures 1, 2, 3 and 4 represent typical graphs for Rotor-Gene. To
interpret the results, please note that:
A Signal in the Green channel indicates Chlamydia trachomatis,
Orange channel indicates Mycoplasma genitalium and Red
channel is due to Neisseria gonorrhoeae, and a signal in the
channel is due to
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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 Positive for Mycoplasma genitalium if it is
positive in the Orange 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 Positive for Neisseria gonorrhoeae if it is
positive in the Red 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,
Mycoplasma Genitalium and Neisseria gonorrhoeae if it is
negative in the Green and the and the Red
channels 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.

The interpretation of results is summarized in the next page
Table.

10
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Result
Pos for Chlamydia
trachomatis
Pos for Mycoplasma
genitalium
Pos for Neisseria
gonorrhoeae
Negative
Inconclusive
10 Positive Ctrl
s NTC/Negative
* Threshold
o
o 15
E 10
E
= e
105
10 30 T T T T L) T T T T
S 10 15 20 25 30 35 40 45
Cycle
Fig 1. Typical Controls graph in Green channel for Rotor-Gene
(Chlamydia trachomatis)
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T ] Novin
Gene

Fluoro.

Norm.

Norm. Fluoro.

10 a5 ]
Positive Ctrl
10 10
[Threshold|  NTC/Negative
10 15 |
10 20 ]
10 25
10 30 T T T T T L} T T L}
5 10 15 20 25 30 35 40 45
) Cycle
Fig 2. Typical Controls graph in Yellow channel for Rotor-Gene
(Internal Control)
- Positive Ctrl
10~
= NTC/Negative
s Threshold
10 15 |
10 20 il
10 25
10 30
5 10 15 20 25 30 35 40 45
Cycle
Fig 3. Typical Controls graph in Red channel for Rotor-Gene
(Neisseria gonorrhoeae)
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107 Positive Ctrl

a5

10
NTC/Negative

10"
Threshold

10

MNorm. Fluoro.

102

10 2t

30

10

5 10 15 2.0 25 30 35 40 45
Cycle

Fig 4. Typical Controls graph in Orange channel for Rotor-Gene
(Mycoplasma genitalium)

19.  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 and 3.8 copies/pl for
Neisseria gonorrhoeae, and 4 copies/ul for Mycoplasma
genitalium.

20. 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.
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21.  Technical Support

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

22. 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
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24,  Symbols

Research use only d Manufacturer Consult instructions

for use

LOT Lot number Content sufficient for E Use-by date
<n> tests

“10°C
Catalogue number @ Serial number J/ Temperature limit
-30°C

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