STI-3 RQ

10,5355 L yaal uailogST 5 LawodlS slo (s S DNA aseis cg
poallis LawdlsSole

Multiplex Real-Time PCR s, «

Rotor-Gene s(Ksws b S cp>

N/ 24 (Cat#STI3RQ24)
N 48 (Cat#STI3RQ48) RUO
N/ 96 (Ca#STI3RQ96)

NG-WI-ASL-62-100

129 003l 05 g oS o
VOMVEYYYYS s iy o8 O S gl il QWb ool

N/

Novin
Gene



et bbbt dedds )
TSSO 35 alas> Y
N et et &l asey Sledbl Y
L Sialesl ell ¥
s oS Obgios O
O s G Ao sl Juo F
D) ettt e e e e e e oS i g Joo g 5, Ll Y
B e e 3,5 Codgass A
B ettt e e 35 0,90 ,lae plw
e e e e e e e e e e e e e e e 23Y oleladl g blas! ) -
Y et ol JESH g 6,105 bl i g canlio digas ) )
A et s Sl Js Y
A et DNA !5l Y
R Swbesl Jole s PCR IS gm0 N F
T 1580 05 g o olKiws .10
LIRS Rotor-Gene olSws pulass .\ ¢
) & e e e e e e e e e e e o olKws plos pudais VY
L1 Rotor-Gene s Jud=s N A



Y 0 ey PSLIPE SUCH NN
N D) ettt et me st s ettt e s s s nenssenene wLo.) Sled! VY
Y ettt e et xbe VY



N/

T ¥ Novin
ST|'3 RQ (V1.0) Genei

doddo .\

obosSTs LaedS 655L aw DNA  aseas cqe STI RQ cos
5 (Neisseria gonorrhoeae) To,q:55 L ,uuls (Chlamydia trachomatis)
Real-time PCR 35, 4 (Mycoplasma genitalium) ss.Jtess Lol 5o Lo
o s Byely S8 @ 555k 0 DNA g, (ol o sl ooty (b
sl agl s m ol S (nl S mizred 580 lolid oolais
Sl JS Glye 4 S Jlg o plelid Sz o9n g bl
o b 5 coslial g5l 51 (8 38T i I3 51 (Sl S8 sl s

D10 8,5 Slidios G jlas cga oS opl iS55 3l> PCR

3,5 das LY

LaeadS” (6,81 aw pansis Sy Olon dged (owyp OBl pol SoS
Neisseria ) To,455 L,ut «(Chlamydia trachomatis) ..lsS1y
« 1, (genitalium Mycoplasma) psJtsy LwdbsSole 4 (gONOrrhoeae
L ooliiwl glp oS ol xS oo oal,d Multiplex Real-Time PCR s,

el 0 >, Rotor-Gene olXiws

& ooy SledMbl LY
osece 5l S (STI Sexually Transmitted Infection) o i slacsgae
il oo b Coghe (nlaidlyco (o psl i 3 (soges Sublage IS (n 5

To,5355 L U «(Chlamydia trachomatis) _..slesST 5 Lowedls sl s 25




N/

T ¥ Novin
ST|'3 RQ (V1.0) Genei

Mycoplasma) eslless Ludsle o (Neisseria  gonorrhoeae)
olis 093 51 alie W « o Cighe (ol 4 M ol 31 .0igs o (@ENItalium
P 2o asedd 0gh cai ol (Lols @dle 3)l90 5l (6 )l 5o Al dans oo
I L 5 gaz (B)lse 4 mie oS 0l (lays ;o 13U o laisie ()l
sl lon 4 Glg oo o)lse (ol dex 3l 0gd e 98 Cdle Cumdg )0

0,5 0 Ll (5,9,LL ey (PeEIVIC inflammatory) I ol

quo)T ovbwl L F
el gl ojumy (iSly g, sl eolainl b ggae Jole gloliss cooS ol jo
i GiSly ol (b ogs e plesl PCR (Polymerase Chain Reaction)
\)9—&&."5@ 7....5;“ 5 9 @LA.AJLA.A.AJ LS“DLM > 6Lm),‘o..a‘).: )‘ oalau! lJ ksaj.a.c JALC ‘55.:) )‘
G ygls slog p 5l oolinl b ooty iS5 JIgs Real-Time PCR zg, jo
Ol se STy (b 5o ool (lie (o) 2 b ecnl i 055 (o0 (anas LB
5 GRSTs bl 5l e aSST g ol (anseis diged j 1, Jghe Jule 925
Jyame (o p 4 535 oy (ol 10 Sl 4 4z 5 badl saw >l plxil 4
4 56 Sogll olml ISl w0l 352y 589 5l sl o s, b ST

bls walezt 8e2g (5,955 bl

oS Ol gixo .0

bl (oo ) olge 5 Letal) 4z 28 G el oS



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

STI-3 RQ (v1.0)

o> | gz
o sl POR* (S

2ds,5ee Y5+ | Chlamydia trachomatis,

T Mycoplasma genitalium,

Neisseria gonorrhoeae

FalgSee VO RNCRIRVAR
e e YO - * s Jyes | Internal Crl
Side See Yo e PCR _osase ol Water

2ST5 A5 s FAYF cloceS (gl a3 4 oas LY N

GO s 5B Joo P

9 S GRSy D 5 058 5 ke g ko Glozy Con glo B o oS
Bl (oo s )0 (659 S

S S g Jo 9 (8IS Lyl Y

2 Nl )l g Je jho pjaz e -V les o b ZoS olse selal
gl 2 (59 3 9 CuS (59, &5 oS Lail gloy (LL U slge (pl &j5e ]
SO PR oolawl BB g laul cowl oo zo

el s oS (650055 5l a5l Gy oS Slgiome ;e slazdl 5 g0

Sl solainl Sz & 5l euS a5 g Joo sl oioren

33,05 Cuvguxo LA

IRV u.c)’c‘i 9 6‘ 4.5)_'> Q‘ﬁ)lf .Ia,.»y oolaw! c;‘,g Le,.’ oS Q—l‘ °
.Qwh..\&@lrlo




N/

T ¥ Novin
ST|'3 RQ (V1.0) Geneb

3 plosl 2 oIS slaal 42580 e sl 5 Jole a5 @
00,5 g0 @l yo oz o s e (] 50 (St 4555

S 59y 00 )3 (sLakl g )b S 5l G Wl S Dby 5@
Dges oolatuwl

Dyge > oA L Shge @) Silm Jed S5y pesd Dppe 0 @
25 8 eolitul 5 90 s CuS Six

b paid Glp g ol (b Slids Bilas gl s eSS () @

5k 0580 0,90 plw A

oyl 5l g el g ljad 4 cuS ol 5l eolaiul (6l

o) sl Sliagas ol yen 4 Real-TimePCR olscws
(Vortex Mixery LS5,y ®

(Nuclease free) s xlé Jlow ju g piiio Jloons @
Ol 5k 050 p3ls) 5 Sligas o DNA sl cos” o
Real-Time PCR ogaxe wgig,See @

3 09 ey b eSOV iS2s @

(O S5k ogeivasll S5l @

oY OIS g blus! Ly

1S g py SlS 4 3 @bt sy 5l 6 i Sl
5 WS Wiged g ogll 1) o adien Gl digei L 5 plKin @

il axsls ks o 1, T esdlly &l oz




N
Novin
ST|'3 RQ (V1 .0) Gene

LS5 vo 5l g aseine |, 4> aw Clean Room L pre-PCR las o @
3l 00lel (gLib gl Sl g igod (g lg S (slid ol L as oyl .S
5k oolal (slad 5 POR (lo 59 ,Se 0 e Jlih s15) ol
S anbl (oo POR sy See 4 DNA wigas 05331 (51,0 ST
o o3y 4 ALBL ALBS 093 @y ogatie hlug Wb 358 LS 4w |
S e LA aw cnl e bl 2l

s 4z Vo JSIL ) assls 5l g 29,0 51 B8 alen ) )15 oo @

sad 35 Fu 65, ) b ol oS le s Usye 008 5Ll e @
g byle 5l @dle OIS wiz b s 055 093 Sl b 0 (5 eSS
2z gly e 0iS ol Gliabl s e Slgie ol S eSy
DS el sl ye0 o | e T Al

oS IS ool 03 (g9, adeed | CuS Slhigiome G5 > 0 @
DS s 0dl 0,3 Fu il f A 0lee ple g B slagy 5l eolall

el 1 S o055 b a5l w9 0lge cnl S slexil g 58 51 @

ol JUSS! g (65l0a S5 Loy 9 conmlivo igod 1Y

o (2B acl (sl 5l aigad) ol wiged ralesl (sl enlio aigel
Aiboe I ye 5510l 5 lme I Slgus g o>, ailas b Ll

5 sl ()00 L el iz (gl oL Siile a0 A B Y (glos 45 digas
SN 5 5l b e pjaz e Ve les ol oo 5 Yok b ol
logon b 95 paiz U dged (alpd iz )3 090




N/

T ¥ Novin
ST|'3 RQ (V1.0) Genei

e J s Y

i 5l 6 uF > g PCR jles b conlinl 2l 5l ! oLl sl
2 by 1) 0T L eoges ool gl sl al> o o wilgse |, L3l Jyus
podle Jls 8 (Jol s 5o asles 4l STIMix A & PCR al> 1
4\.1.‘>).<:)O oolaul 6‘)-’ ..\.ml."sa:).a.: C‘)M‘WQ_AS;LMJ 4V,~..5‘5)LQ(Q e r
oo 0uiS a8lol iges 4 IYSIS 3L 09581 51 o |, dSls 58 oz 5l
sk o @lution buffer) ols Pl ez sy 00 (s 58 5l 55 0,90
VoS e Jo 8 sdgSea Ve 5o lles |, DNA &S 00 0 om
dzrg ples WLl LYSIS 2L g aigas blse 4y 1) (31s 8 51 s S
09380 5| Gy s slons aiged a4 Lapiis Wl A315 J 28 a8 sl ansls
Sl selgs ows 5y 0g3 ST 1y g adlsl dysis 5L

ald oo Lo ol oo adlal STIMIX A i 1) A3ls Ju8 a5 Syge 0
3 PCR 2515 po (sl & jslare cnl & oS s PCR (25T jlee
Ve slp Jle ek 4 anles aslol STIMix A 1) dsls J s 51 s Koo
9 3 adlol (Ul J S s See VS 5l g e V0w ST
Sles eoliiwl 10 iou Slesgs llas |, Jol> bl

OB b el jsls wdsi @ s (B S STy (og 3890 D5 50
D9800 VY LYY 0 CT 4 (VIC/Yellow) s ;

DNA g/ 5ol Y

Ol oo hlie sla cuS g la by, 5l diges 51 6,x5L DNA 21zl sy
oS o0 amogi |y 5 sl CuS sl eolaiul Lo Logad ool




N/

T ¥ Novin
ST|'3 RQ (V1.0) Geneb

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 b3l J>1pe g PCR 15 giws N F

JoB ysb 4 B ases 8 ead 05 & o) |) S5 slo g (eles ]
b o Ul ole s bsles 5l @adle S5 wiz b igd pd il Sl
4 S Soin il (s 90 5015 b T 4l iz (gl g 005 Jolo el
slasi p odle .0y ,l3K 0w Sob g9, PCR Gsdg S 5L 9,90 olaws
Slr 05,5 S 5 Cote ol sl 0ais S S alejl 0550 (sladiges
eSS o 55 (O hte S8

gl p2 4l 00,5 9)ly glysimwl (ua yo 1y (HAS IS J 55 &5 (Fyg0 50
S 48Lsl STIMIX A 51 g 50 10 Loiinuns

495 b i los A9LSISTIMIX A a1y 510 J oS aubilo &5 5 y90 40
boloo 51 yindg 5o 18 9 039381 puSne 4y 1) (T NY cuond ol g5 &
S Jisho dlg) o &1y Jol>

o4 T b oo J 555 coudh it DNA 31 yiads Son Vo bl po
S a3l aly)

o8 510 1 0yl ollan |, 1o 1 s - 350 |, 1o iy Seno a0
0Ll 5o 5 1y Bdle Koo (55559, ol 5l oolitul pln 1455 00 )3
oS Lol

1380 045 g by olSTlws .10

el 0o b Rotor-Gene sla oK b I8 e STIF3RQ eus




N/

T ¥ Novin
ST|'3 RQ (V1.0) Geneb

Rotor-Gene olKiuws pulass V¢

laghools 158 15355 (g3, 1) Bablone Sy a5 a8 Jol> el o]

5 00,5 faie yelS 4 ] jogaxe LIS Lwe |, Rotor-Gene ol%ws
2gd sy ol ke (@ €z U asS Jos Gy ol e

g5 a4 azg L) STIF30.2 L 5 STI3 0.1 L oS ol jon 08,83 #9f o
D58 3L delp b ossS Sl (ous oolaiwl slo waudg oo

695 S S (ST s 4059) &Ll 4eS's azmio YL (S50 10 o
390 Jowo 5o 1) Galesl bl g aiST SIS & )bl 4eS's 55 oas 5bo et
52 oL (SaMPIes) s wiges oy 48 09 (pdg, olKiws b oS 0,05 s
Saples oolel 5 Jgazr Billae |y olSiuss wilsi o (rizran 0038 0l |y iged

L ows plw pudasd VY

solazwl Real-Time PCR sla olfws pol b ooliiwl gl |y <o ol assilis
Amled oudaid 15 ael Gillae 1) oo S oo

Step | Temperature and time Cycles
1 95°C x 10 min 1
95°C x 15 sec
2 60°C x 60 sec 45

FAM (oS, 61y g a2 50 70 slos 0wl il gld (il (655 o3l
2es welas Cy5 s ROX VIC
e Sy olsie 4 ks ROX (ulel ool jo o8 ol sl azy
sed sl (reference dye)




N/

T ¥ Novin
ST|'3 RQ (V1.0) Geneb

Rotor-Gene gt Julxi VA

Soio 5l M5 ol 4.0 axxl e ROtOr-Gene sloal, 40 gl 5JUT ol
DS SIS JLgs Green g, 4 05,5 bkl |, Quantitation Analysis
Yellow sla JUS Lo sl 1y g8 aiulyd awms J13 </ (o, |, ailiw]
sanlive gl aums 18 /) (5o, |, ailiw] g 0sS 1S5 55 Orange 4 Red
VT pglas (ol Jrus s (hie 5 St slaaalls jlatil o )90 loged
L ye (Green) juw il jioli8l a8 sl ansls a>g owle b ala>dla |,
5| ol (Orange) = ,b il wliél o Chlamydia trachomatis o
Lg,e (Red) 50,8 b ol 4 Mycoplasma genitalium
a by 5 Neisseria gonorrhoeae «

W PN

SHlo a5 39 (0 4 )5 L 53 o (Sloj L igd danloly Abld 4 o5
20 CT el sl 50 i 9wl (o 80 58 9 (gudgnfoms (ioxin
4903 ¢ 9o (i DL 53 Il o0 puunndd g SUstwl i g 009
bl oo 03y WB (3929 wygu0 50) T CT 5 09 (oo Cgmume o

S el 2 OIS 4 azgi L) s
255 JU 50 5 ¥ 5l S CT L e o JUIS 50 digei o' Jy50 10 @
Chlamydia trachomatis L ;| b ¥ G Y. 0 CT L o
JUS 50 5 ¥+ 5 xS CT L e (2,6 JUS )0 digad a5 (y50 ;0 @
Mycoplasma genitalium s lasb ¥ bY- 0 CT L cuies);

‘ . .:.

"



—\QI/—
Novin
ST|'3 RQ (V1 .0) Gene

255 JU 0 5 % 5l S CT L oo 50,8 JUIS ;5 wigei a5 Jj50 0 @
Neisseria gonorrhoeae L ;I b ¥+ b Y- 0 CT L cose

ol o
JUB 50 5 sie 3055 5 (79,0 5 Juw JUIS )0 igei &S (90 0 @
i 6L A o 092g Ll diged Bl ¥e b Y 0 CT L et

Ao > A 4 Az gs g Sl (ke 0 ) JUB 50 diged o5 Sy 0 @

255 5155 by alesl 5 o050 paitaali amts a8 2l s JUIS

el ol 5 Jgaz 0 Gialejl gl i 405

Result

Pos for Chlamydia
trachomatis

Pos for Mycoplasma
genitalium

Pos for Neisseria
gonorrhoeae

Negative

Inconclusive

\Y



T ¥ Novin
ST|'3 RQ (V1 .0) Geneb

0.5

ek Positive Ctrl

NTC/Negative

Norm. Fluoro.
o
w

L
]
.

0.1
Threshold /

0.0

e —
1 ——— Y Y Y Y Y Y Y

5 10 15 20 25 30 35 40 45
Cycle

(ologST3 LaodS) (45,959, olws juws JUIS o aoals i Y KB

0.6

0.51 Positive Ctrl

e
'S

NTC/Negative

L=
w
"

Norm. Fluoro.

e
[N}

0.1
Threshold /

0.0

T Y Y Y Y Y Y

10 15 20 25 30 35 40 45
Cycle

(31 J05) 55y859, oiws 0,5 JUIS jo beaals s ¥ SO0

——
5

VY



T ¥ Novin
ST|'3 RQ (V1 .0) Geneb

0.8 1
0.6 1 =
S Positive Ctrl
E]
(V'
E04 NTC/Negative
2
0.2 1
Threshold
0.0 - _/ - - . 5

5 10 15 20 25 30 35 40 45
Cycle

(To”s; LB 35,859, olws 30,8 JUIS o baowls oo ¥ JSC&

1.751
1.50 1

1.25
Positive Ctrl

-

(=3

(=]
L

NTC/Negative

Norm. Fluoro.

'O

~

o
.

0.50 -

0.25

0.00 | Threshoidl : — ; x I .

S 10 15 20 25 30 35 40 45
Cycle

(podless LeodlsSile) (45,839, olws (2u,b JUI jo baaals cous P JSCU




N/

T ¥ Novin
ST|'3 RQ (V1.0) Genei

P95 3 (85w gl edd GglS diges jleslital b oS (nl (parseds Sl
SidsSee 53 (oS VA Jslie ailesSTs LawodlS (sl il o ()
LowsdlysSulo (512 5 2ds S ) (5 VIA Joleo Toy355 Lyl sl 5 b o0
P45 60le0 TAD yo i albioe Sy See po 5 T Jobee el
s oSl bawgi il (el 51 i GtalesT 590 Aiged ) 6555
S Olizen (liee (ol 5l 1eS 4 diged g (1l5 D50 0 0 dalys 0ol
oS ilye ay Glebl cupo L Lel o walss ansis 4y ;06

;ho‘wg) .Y'
Lo.a..ﬁ.a.m.c‘) LQHT u‘ﬁ"gs"ﬁ"‘)ﬁ" G’wb&)ﬁ"}“" g.)‘).la.‘> Mbujubﬁm
CodSgum Joloa jo 1) sliinle;] Sote slo diges Lol ols Janl alb; Jaw 4

by Jaw a0 1) LT s g 0w 18 59, il SO JBlas o 4 70 g2
A-:-;S "'..‘

25 deal opol b il o)les b ail o (8 Glaiidy oo b BLS| sl
dwsle,d Jol> uled

+AA AQFEYYYYFY

Info@novingene.com

uoLoS Sledb! LYy

Ix9 ool OF (e &S o
VOMPYFTYS : iy o8 0 O eiilyl Gbls g8 im0l

VO



N/

T ¥ Novin
ST|'3 RQ (V1.0) Geneb

AN YA-AAAYYYAY : oles oals
+AA 29 VAT YF

info@novingene.com : ||

WWW.novingene.ir:coluag

&l .YY

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

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].

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.
doi:https://doi.org/10.1111/ddg.13804.

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

o Olxsgs LYY

aslitul ol Joadlygiws

BSOS g d e b las Cu -
papoml BIEY 5 [RUo]

LBl gy b g U g03T <> slos W (g2 0 5loud) yeoS

stlod sdgume /ﬂf‘”"c s 0 3acs E SIS o jlos
-30°C

L b b coluwg & e plio g Sl cdlys sy

S wlad Gl U b du lo o5 ax>/ 0 WWW.NOVINGENE.IT

\§


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

STI-3 RQ Kit Manual

Summer 2024, 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...........ccccoeeeeiiiniscciii s 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 ...........ccoovveeiininnnnieninssieines 5
9. Additionally Required Materials...........c..ccoovrvrvreinricrennn. 5
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............cccccoevvriririncnnne. 8
17. Programming Other Machings ...........ccccooeveniniinccnnne. 8
18. Data Analysis: Rotor-Gene ..........ccccceoevvvnniicninceene, 8
19, SENSItIVIY....ovevereeieccece e 12



. Disposal Method ...........ccocvieiiriinciiiccces e, 12
. Technical SUPPOMt........c.ceviiriece e, 13

. Contact INformation..........eeeeeeee e eeeee e 13

. REFEIENCES ...ttt 13

c SYMDOIS ... 14



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 CD with Rotor-Gene templates and the
following reagents:

Label Content Quantity

PCR Master mix* for Chlamydia
trachomatis, Neisseria gonorrhoeae, | 360 pl
and Mycoplasma genitalium

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.
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8.

9.

Product Use Limitations

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

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

The kit and its contents should not be used past the
expiration date on the package.

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

This kit is for Research use only and is not validated for in
vitro diagnostics.

Additionally Required Materials

To use this kit, you need the following items:

10.

Real-Time PCR machine and computer accessory
Tabletop microtube centrifuge

Vortex Mixer

Adjustable pipetters and nuclease free filtered tips
DNA extraction kit and required equipments/items
PCR microtubes

Disposable powder-free gloves

Cold block

General Precautions

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

Treat all samples as potentially infectious.

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
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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.
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 0.2ml 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 CD provided in the kit and double-click on Respiratory
template "STI3 0.1" or "STI3 0.2" depending on the tubes used.
Program starts. Click on the Start button (Green button on the top
menu). On the pop-up window click Start again and save the
program on the desired location.

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 10 min 1
95°C x 15 sec
2 60°C x 60 sec 4

Fluorescence should be collected at 60°C for FAM, VIC, ROX and
Cy5 dyes.

18.  Data Analysis: Rotor-Gene

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:
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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 .
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 20-30.

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 20-30.

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 20-30.

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 20-30.

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

The interpretation of results is summarized in bellow Table1.
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Result
Pos for Chlamydia
trachomatis
Pos for Mycoplasma
genitalium
Pos for Neisseria
gonorrhoeae

Negative

Inconclusive

a5 Positive Ctrl
1077
NTC/Negative
10 10
Threshold
g
[=] 15
2 10
E
= ey
§a=r
10 N T T T L} T 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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Fig 2. Typical Controls graph in Yellow channel for Rotor-Gene
(Internal Control)
o Positive Ctrl
W0
s NTC/Negative
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10 15 |
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Cycle
Fig 3. Typical Controls graph in Red channel for Rotor-Gene
(Neisseria gonorrhoeae)
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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

23.
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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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