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https://www.cmro.gov.hk/html/b5/useful_information/gcmti/research/testing_methods/index.html

GCMTI RD-5:2020

GCMTI RD-5:2020

Jospoe s g apso

. BH= HER
Supplementary Information for GOMTI RD-5:2020 D F;.;
Supplementary information hd fag=} jﬂ\E %J

(Informative)

. DNA 128 55%

‘This protocol has been in-housed validated by GCMTI for generating DNA barcodes

K i

senerating DN 2 odes

for Plant-derived Chinese Materia Medica (CMM) for plant-derived Chinese Materia Medica (CMM).  Any name of brand. suppliers and ° g | q:% %j- & P C RT}E i 1' 14:
e et e ) ] 2N

subjected to adequate validation by the user who has the responsibility to assess the

suitability of the testing items when adopting

SI Protocol
SL1  Sample preparation
SLL1 Plant specimen F a
SLLL1 Cut leaf or stem of approximate 0.5 cm’ with sterilized

forceps and scisor info pieces
SL112  Putthe sample into microtube, then go o Clause S1.2 of ° _L|:
/ Z/m |A
1113 Apply mechanical disruption to break the cell walls and
make DNA release for subseqent extraction.  Grinding
vial with tissue homogenizer or sterilized brass mortar and. = E % J
‘pestle under liquid nitrogen may be used to obtain tissue I z— E
powde A 7K
S112 Chinese Materia Medica (CMM) im D N Q | E D N Q
SL121  Put part of CMM into serlized brass mortar and grind to ,\ / /
Pagelof16

B R D)




i ‘ A
DNAIZE DN ek DNARI Dl

« DNA BB HIF R E

» DNA Bl EM#E(t

o EXAE{E DNA AR
£l

o B E){LDNAIZER T /ELE
o WHEE o 804 DNA 2E0%

xoooxocrmll i

o PCR #&18 3 @RS
* PCR E¥1 A
» PCR E¥#E1E




SlER

35St HIIER

SEERE - MERBERIETERE
G- LE ) - BREMRII
BREVER-1 (RmER) - BEEEDNARE L ELL

 BE/OE DNA BEUE
- DNAEERA

LERER KRS
REMEHREE - BUPCRRIE
- ZREIMKNIIS
DNAZ HTERE - BXDHIPCREY)
- Ak

- BUEBRIFRE
- EROWERUEFEDHT
- TREIMKNIKI

1. EBERzZRFRERAEEDMAIPCREZEREMN

EPCRIZIZE 1,
2. RA'EmmE"RRAEREES - EEIPCRIEIE
&% EPCRIZIE &R ®

3. HERDER:
« BEREME
- BiffEE



BRAR R - by L5 R B

BIER EI’J EEFIR

FE - HBH - iR BRABE—MDER EREBHE SN
- ERAIZEEAEEMNESEHTIFEETHES - M:70%J8  10%REMN - E2HE
< BARRIEER BRAEE—)  BRRXI5H - BE N-0iEARE - BRFE
- ERENZEENRERIERRERETRING
- REZSESEEE  SERA—RUCHESRENBREXRINOESHNRHE

« FEEREERPCRERIEY) T
- ERERZERN LFARMRIER —ES BB RE - DI EEEEHRES=E



BRI

R ER (S1.1)

- fEE MERAR
(M E AR A E BRI G EVIREL ANt LIRS L2 X5 2R)

o YHBESD BB WA CEE BRI ERRE K
- QC

1R EN5 ¥ PR (Extraction positive control)
REVZE 5 ¥388 (Extraction blank control)
(BE1H%)F1TE 4% (Random) sample duplicate control



DNAIREY - P55 255 HE

BRERIEESFIR

FE BBE - RHFR

- BRIREEREENESHEIFRETES @ W:70%288E - 10% XM - (C2HZE

A

- RAREER  BRABRE—  BRXNFR - BETN—0OiEFA - BRFE
- ERTEYZEENREREREBRE RN
BEESERSEES @ SfER-—RUBEERENCRERINOESHAHEE

- aREE
- RBEEIEEBPCRERIEY
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DNARHY

GCMTI RD-5:2020 (Annex A)
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DNA
MR Bt

- DNA
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A1k
DNA
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DREAR
KR4

BE{EDNAREL S 2 (A1)
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£ H B RBER R
(QlAsymphony SP)

> BB BBRTGHEIIIE , 722
16 Bt A B A1 5 T Y B B SAR 7R

> AMPIREE AR BEFE
EMRRITHR, ZAEUVERHEPARR
fi, AIRMBRZRBAIITRRR,

> QIAsymphony® DNA Investigator®
Kit (FREEZEHHEE)




=

S B B R AR

(QlAsymphony SP)
RFEE
1. £E# (Input)

RiFLA24 B AR AME & — HER
1T RABRZEEY

EITERUBRE P O EEETH
R EBBIRE £ M

2. R (Lysis)

BEZ MANE 5

3. 4t (Purification )

4. AR (Elution)



BEREMT

Well 1
B E{LDNARE - #WHEERE(Rod cover)#y g (Magnetic rod) R A AR
- EAR{MER F(Magnetic particles)/E F TR M DNA, FR % i S RL 4%
QIAsymphony K7 #Well 2
Well 2
IDNA t t - HENREEREDNAR RN 7
- QIAsymphony SP 85 24 BEHTFESIMNMHEE  Eitkn
e BRI R 24
k|t - BEREZRESRMMEN T

A AR T T M DNARY R 7
BRI R A R AE{LDNA

1. BANRE (AF)

2. LEE2HBHMENMRMA
F)

3. DNARRH(EE1t)



DNARHY

GCMTI RD-5:2020 (Annex A)

A2.10 A2.10 A2.17



I B3E5 K S AT AHEDNAR BRI AL

M ER (S1.3&S1.7)

2 M5 18 238

— gy

o DNAREUIME

215-230 ERBERNAL e A260/A280

260 AL e A260/A230
280 B EGRRER e DNAREMWIEEII—{LZE10 ng/uL



PCR - Byl 52 E

BRIERIEEEIR

BRI RIERE *E’JA%E”*“J%‘IYEE&%,&*E 10% /’Z’%Pﬂaﬁw - {EEEIE

- REZSESEEES  SERA—RUCHESRENBREERINGESHRHE

ETTHSE - W 7O%Z,PLz

- ERERE
« BIRRIRGTRING

- EABUERERHE PCREESRHE - BRRMAIRELE - Bl RIRBENIEARSTR
- ERBUEREEEDNARIY) B RABEE—MDEANGEE BRI TR

« DEBE - olRD ISR S B AR R S | B R AR
< ARITFRESEDNARIYN IR NS ER A ABEE 51205
- ERBRCHNKERETER - LUHKRDNAR MRS B RE B ARAR |l


http://www2.lbl.gov/ehs/pub3000/CH26/CH26_7D.html

REMEHNE (PCR)

GCMTI RD-5:2020 (Annex B)

=E+ B8R

HNMWEDNA 0 ED LR R S 4

: A PCR %
/ \%mm #45DNA (Template DNA) 3L+ 4E (File cabinet)
/% ;\ ;\ % A Sond e 21¥)(Primer) ng:; f;( 2 g rg%"je(ﬁdﬁ%’ébegile I
%%% ? % §§ bt R &8 (Polymerase) =/ (Photocopier)
§§§§§§§§ %%%\%% E]CEPNAI)% (DNA segment | Elzs (Copies)
R of interes



https://antisensescienceblog.wordpress.com/2013/12/04/a-cornerstone-of-molecular-biology-the-pcr-reaction/

5|4

Gl /R

H/_\

Ak

5175 " 5|51 (5°-3°) mEYRE
bp

CPO3F ] 5 _ CGG ACG AGA ATA AAG ATAGAG T— 3
~123 TEYTEESEBEDNAR B
CPO3R K 5 _ TTT TGG GGA TAG AGG GAC TTG A3
ITS2F FiH 5 _ ATG CGA TAC TTG GTG TGAAT - 3’
~ 500 TEYIA SRR (ITS2)
ITS3R s 5'— GAC GCT TCT CCA GAC TAC AAT — 3'
AF ' _ GTT ATG CAT GAA CGT AAT GCT C - 3’
psb FiA 5-G G CAT GAA CG GCTC-3 s S5 A-trn LT (rsbA-
trnHR K 5 — CGC GCA TGG TGG ATT CAC AAT CC -3 7))
rbcLaF FiH 5 — ATG TCA CCA CAA ACA GAG ACT AAA GC — 3’ . . e :
: - 600 LG AR (LA
rbcLaR K 5'— GTA AAA TCA AGT CCA CCR CG — 3’ (L)

ITS2

e
\So PsbA-trnH ' '



Amplification of a DNA segment of interest

DNA segment
of interest

PCR

Amplification

™ original Template Strand
M New Strand

After First Cycle:
2 Copies

J

After Second Cycle:
4 Copies

AN
§ § After Third Cycle:
8 Copies
AT
% §§§§ After Fourth Cycle:
16 Copies

BE 8N

PCR

L 42

&I A<DNA (Template DN
A)

X {44 (File cabinet)

5|#¥)(Primer)

& 3R BI S H-m ek (Fl

Index or file number)

()

R &8 (Polymerase)

2/ EN#¢ (Photocopier)

B #ZDNARH (DNA se
gment of interest

&4 (Copies)

REBEARE

(Polymerase chain reaction, PCR)
GCMTI RD-5:2020 (Annex B)

> BR—REMAREEBIZEDNAR RIS

FEYBEN

mEffE=EED

NAR]E 2| 428 89 7K 7

> S RMMKFENEL R AIDNAR XM i
BN EZERR 5| ¥4 & (Oligonu
cleotide primer pair)

> I RFDNA RT3 E B B O 1l

Photocopying of a record of interest

Photocopy



A7 ESIMEE
GCMTI RD-5:2020 (4.3)

DNA
prepivs DNARFZIEH v &

o {UAREY5.8SH28S I HE RS B MERL R
(ribosomal RNA)Z & #9 (A B 5 % &
BE2 (ITS2) , R#4EE RNA (rRNA)
ERFEHKEN—TD.

o ELERERR  —RARHAEREE.

Eg%i§%§%$1&ﬁﬁ%ﬁ&ﬂg% (Polymerase chain reaction, PCR)

. AR A5 B R AR R GCMTI RD-5:2020 (Annex B)
R L L B - BERERR
(trnH)Z B — B IE R TR B B - #R4RDNA (Template DNA)

« ZBEECERRR , EARE YE 5|¥p#8& (Primer pair)

E. ERNRRRETHRE PCREHR ( EPFEEMg?) (PCR
master mix included Mg?*)
DNAR A (Tag DNA Polymerase)
dNTPESE Y (ANTP mix)

BERELRA

PCR Buffer

REMERNRIE

« IR TT(Arabidopsis thaliana)%E
#5588 2 4B (NCBIZS22ENC_000932
)= BRI BB L (L BS K88 (rbel)RY5
Y 5 6 551 E500E ik B (BR £ 5| ¥4

> B|YIEE

SUHE  AMRE27E579EmRE)

o ELERERE  FRARERS BRI

MU ESHHRARETEE

PCRIE & it EE L4

— ¥+4918-30 1B & (bp) By BT B
REDNAE B #E

BI¥E A ERONAEIRTER(ES) |
% BIPCREEE 1T




Overview of PCR Components

10-50 mM Tris/HCI buffer, pH above 8.0
KCI: facilitate primer annealing

PCR Buffer

Primers :
QC DNA (CPO3F/ CP0O3R); ITS2 region (ITS2F/ ITS3R);
psbA-trnH region (psbAF/ trnHR); rbcL region (rbcLaF / rbcLaR)

. Typical primers are 18-28 nucleotides
Prl mer with 50-60% G+C content

Enhance polymerase productivity

Nucleotides| suilding blocks

Taq
Amplify DNA as low as 0.5-1 min/kb polyme rase

DNA

PCR enhancer o

10% Trehalose to enhance the
PCR efficiency H

Trehalose




Start:

1 Copy [ | Original Template Strand

B New Strand

A

After First Cycle:
2 Copies

After Second Cycle:
4 Copies

After Third Cycle:
8 Copies

e

PCR # &R %

w‘ A

1 copy— 2 copies— 4 copies——» 2N

REmus e

(Polymerase chain reaction, PCR)
GCMTI RD-5:2020 (Annex B)

> /mr_ﬂ'lwﬂ—ﬁiﬁ

#1 (denature)

1B X (annealing)
HEER (extension)

RBRIBEEFES|YHEERE
IRDNARYIE S

8

S5I¥4EE :

QC DNA (CPO3F/ CPO3R);
ITS2/Y#i[E (ITS2F/ ITS3R);
psbA-trnHYEi[E (psbAF/ trnHR);
rbcLAYEi[E (rbcLaF / rbcLaR)

©
388

Temperature (°C)
SsB8388:

Ve T e
Sample DNA dNTPs

Denature DNA

ASAVEN

Extend Primers

Anneal Primers

AV

Taq polymerase
L ' L

Time ©

‘; L lz v :l5 T 4|.



https://antisensescienceblog.wordpress.com/2013/12/04/a-cornerstone-of-molecular-biology-the-pcr-reaction/

Complementary DNA & Directions

g’ 3" Original forward (+) strand

ComplementaryDNAstrands R T T T T T T T T T T A T A T A T T S O R B O B I B B B |

g
Primer binds to denaturated R

2 5' Original reverse (-) strand

Ternplode DNA l

D_,‘ Original forward (+) strand

Forward g, . .
DNA strands 5 Peierer | X 3 Reverse Pivmmec 2 °
LI T N R N I B | [ )
3 s' Original reverse (-) strand
5' 2" Original forward (+) strand
Newly synthe5|zed re\l‘l— LI T T Y Y Y T Y O O A Y O N Y IO DO B A |
Taq polymerase extends erse ()strand 3 & ATCTACTCAT 5
primers 5 > 2 Newly synthesized for
AGTACTCCGAT ward (+) strand

L e e e O e |
5¢ Original reverse (-) strand


https://www.khanacademy.org/science/biology/biotech-dna-technology/dna-sequencing-pcr-electrophoresis/a/polymerase-chain-reaction-pcr

+HESETUPEPCRIRDE i

A=
Y T E— ©  PCRHIBS M B SBPCRENEF'S
AZHINTPEHN = FE 7 | SIYIEETIERE
dNTPs¥ /8 R/ #R R IEFE BUR s BYMAALEEHTEELFTIPCREY
2 | KEAEE . ElfF?ZIi(%%ﬁEE%l%:%EE(Prlmer dimer) , &
SR EARBERABERE  EANESRE REE SR SOHY IR &
. 8 | EEMPCRER
S | SarRi M {LEmE 1 B B E R 2 ST BPCRER
4 PCR&@EI:T-T-E*[D*“W ® 3'5%'@5&;1;@%%33&%&3%
ERAAEDNANRIR, &6, B, EDTA, SDS 9 | HABERFI
MEAMS T B R 2 EEE I HYREIPCR . HAAKDZ K @FEFEsYWESTmINEIPCR
5 [EEFAENEET « HAKD  BEYAEETERAEE
10  BIYERETTE
- BRBEEM, RESIYcENE#ENBERNERY
( >30bp )




-

\ﬁt&m&ﬁﬂ*
MgSO,

Taq DNA R&HE

EILE:

!

PCRIEEDNAFR S

GCMTI RD-5:2020 (Annex B2.); f#i7t &1} (S1.4.1 - S1.4.6)

R
dNTP's _
EE®R [
DNAZi 4 ‘r /
PCRE %4 - BEDNA
Y B4R BEDNA K ] ITS2 psbA-trnH rbcL
BREE BEEE BRREE BERE
B2yl
DNAZEZs 20 ng 30 ng 30 ng 30 ng
10X PCREE &R(TEMg>) 1X 1X 1X 1%
50 mM MgSOs 1.5mM 2.0 mM 2.0 mM 2.5mM
5 mM dNTPs C%%E“T'\fj &%L"T'\f) Cg%,’\]% 0.05 mM @ dNTP
10% 55518 ; ; ; 5%
10 uM EFIE14 0.2 M 0.1 uM 0.1 uM 0.1 uM
10 UM R 1314 0.2 M 0.1 uM 0.1 uM 0.1 uM
0.625 U 10U 10U 0.6 U
Taq DNAR & (5 U/uL) HERXRE FIESPNT HERRE HERRE
EIZEEES R IEEEMKE25 L IEEBMMKE25 L InEEBMAKE25 L INEEE Mk ZE25 L



https://www.google.com/url?sa=i&url=https://www.researchcart360.com/categories/PCR-Plates--Strips-and-Tubes/40&psig=AOvVaw3_N5ppfO_SKJZJbkmatPAp&ust=1625556869111000&source=images&cd=vfe&ved=0CAoQjRxqFwoTCODn4si1y_ECFQAAAAAdAAAAABAG

PCRIZIEDNAFRF 1S

GCMTI RD-5:2020 (Annex B2.); ##7£ &1 (S1.4.7)
k\ BB MK
5—/' MgSO,

ﬁ — TagDNA RAHE

P

|8 e dNTP's
Y o

PCR ZZEH#JI& (PCR negative control) : 2PCREAEBEANIA R 1% mel ¥ B mDNAZ A T


https://www.google.com/url?sa=i&url=https://www.researchcart360.com/categories/PCR-Plates--Strips-and-Tubes/40&psig=AOvVaw3_N5ppfO_SKJZJbkmatPAp&ust=1625556869111000&source=images&cd=vfe&ved=0CAoQjRxqFwoTCODn4si1y_ECFQAAAAAdAAAAABAG

PCRIEIEDNAFR IS

GCMTI RD-5:2020 (Annex B3.); 7=k (S1.4.8)

PCRx FEf 4
YD E AR BEDNA S B ITS2 psbA-trnH rbcL
e R ERIXE BE (S BIRIXE e R EIRIXE BRE R BIRIXE
95°C 10 H & 1 94°C 5 9& 1 94°C 5 9& 1 94°C 4 9E 1
940C 30® 94°C 30 % 94°C 1588 940C 30 %
550C 30® 40 56°C 30 % 40 560C 1 %8E 30 550C 30 ¥ 35
72°C 30® 720C 45® 720C 15948 720C 194

720C 758 1 720C 10 98 1 720C 758 1 720C 10 98 1
40C % - 40C % — 40oC % - 40C % —



RPCRIEHEE - FLLi5 18T

BRERIEESFIR

- EREBEEHEZENESHE LIFRETHES - M:70%48 - 10%REMIN - C2HE
- REZSESEEE  SER—RUCHERENERERINOESFHRE

- EREENZZBENERERERRERING

- RojERPCREIIFZESIPCRIEEIAGHE

RARESRIRE T
- BERERZELN TEREMRERT—ES BN LLSREN - M EEEEH‘S



BRERE - KRABIF

&R (S1.5-51.8)

PCR#&1E PCR&E1E BiRAF A48 FHEEZX BN
(51.5-S1.6) (51.7) (51.8.1) (51.8.2) (51.8.3) (S1.9)



PCR E Y%zl

R ER (S1.5)

IEAEHE RS E K& BE{EE k& (QlAxcel Advanced System)
(Agarose gel electrophoresis)
QIAxcel DNA High Resolution Kit

- (o)
E-gel® EX Agarose gel 2% Best resolution:

= 1LY (~
ﬁ)o ? ?)Kli\ﬁggiir 7 (500m9) 100-500 bp: 10 bp
: 500 bp -1 kb: 50 bp

CCD: SYBR Safe filter ) T



EYZELLEEDNAR BRI 2
ITS23lF b
PSbA-trnHRIES ©

rbcLlE b

AR

CPO3F / CPO3R 3|¥¥fHR@E ol fRIBAIEY) DNA -
RPCREGMAER - DNARE &

"+ R 2R BRDNARTE
I DATIRESRE -

a=

b=

TIETTEE DNA 3T -
- HPCREVFBBEEDNA

SXEBIPCREY) - BRHE

M ER (51.10)

Peak izo

~123
~500
~500
~600
£

"o
+




5\ 1] BN 5 F K E S EHEPCREMME

fHTER (S1.7.7 & S1.7.8)

1T w4 18 238

2 M5 18 238

o PCREMME
o A260/A280:1.7-1.8
o A260/A230:1.8-2.2

o PCREWREEH—ILZES ng/uL



dNTP (ZE & &R E B =R Deoxynucleo ddNTP (%R & #E =BiE Dideoxy nucleo
side triphosphate) side triphosphate )

uﬁ
< H’JH?H&HE(T )

&R

(Sanger sequencing)

o HWBWELREAKILE

BERERRK
° B ZDNAF E&
o REBEIEDR
o [ERE-—5Y
o BRADBIETEEKRRESIMDH
e DNARETS EEDNAKEY  EiEDNAL BRI ZBFdANTPES - FARdANTPRR Z BRI BE/3-OHEME -
: ANTP/AANTPE& KB4 al e i PCREg - EERMNERZEREEMINEG - A THCEZLE
e dNTP EE ddNTP HENRENRE , ERIE i)z
EREGI—EREFZTLTHENHERILE )] RE—1E314
)] QEINTP EZEJNTPFIAANTP

ENRB—IERER ENZEZIRER



https://www.google.com/url?sa=i&url=https://www.pngfind.com/mpng/JRxbTT_check-mark-clip-green-check-mark-png-cartoon/&psig=AOvVaw0oPbHC07UCmMzAwo2Th8AZ&ust=1625127678556000&source=images&cd=vfe&ved=0CAoQjRxqFwoTCKiXkcX2vvECFQAAAAAdAAAAABAJ
https://www.google.com/url?sa=i&url=https://www.pngwing.com/en/free-png-zflwf&psig=AOvVaw1cVBTdpINwneZyLvDpC1U6&ust=1625127293852000&source=images&cd=vfe&ved=0CAoQjRxqFwoTCLjxwY31vvECFQAAAAAdAAAAABAD

ER 24T - BHEEEX
FDNAF 5

&&;ﬂ“ﬁﬁﬂﬁ' CATAGCTGTTTCCTG

ddTTP ~
RAEAF ddATP » EY |
(Sanger sequencing) ddGTP |
TR 299989 oscre

HAJINTPA RIS K EHR THETEESR , FT
o FAFPCROEME—RIIEETZNNE AT LW DU — R AT IR I

FEBRZBHERRXRAEE—ERE

ME S (REMREEER

o BBEX, SAFEVERENY A RIZE

ANEEFHSEFRNEER—ERE &
EIDNAF 5

%%#f“;‘iﬂ]/%ﬁ‘




TRERR 7

HTEM(S1.8.1-51.8.2)

DNATEIRAIFF R E R

DNA{ERA F ot B 4
E2 g B BE A S BR R + PCR EYIE#ETEEEF , A
B—RBADAETERRRESI
BigDye ® Terminator v3.1 &3R8 & B 0.25X 96 °C 1 748 1 YERAF
BigDye Bl & 0.75X e 1505%‘ . EREEAF , 518 DNA B
60 °C 4 48 25 BRESHETKE
EmE=xE5 Y (AR PCRKAERSI®)  0.16 pmol/uL
4°C w -

#{LPCREY # 25-35ng
BRI K BIKAEZ 20 L H



https://www.rpicorp.com/products/laboratory-equipment/racks-organizers/micro-tube-racks-plates-assorted-fluorescent-5-cs.html

Typical high quality sequencing data

T ER (S1.8.3)

“Raw data” T
RaW data 0 10 159 b 0 30 3 o i X ! oo s 0 i 0 s 1o s 120
« well-formed and distinctive signal colored o]
peaks;, - 1 |
* Peaks tightly resolved with evenly height; o i ‘ i | ‘
gnty y el ‘ MAMJI‘AJJ\MN;‘.LIJ!ﬂ.lel.J,mlulUJJg,\l\_\ll‘.\\wmiJ‘wI‘U‘J\Lll‘,‘_U‘L‘Ml\‘!ml\.“.\hlﬂh‘l‘lﬂI‘L_itll,h\ 11
*  Minimal fluorescence overlap from one
i : Analyzed EEREEIS oy o ey o Yy m m  m  m  m . 5 .
peaktOtheneXtWIthaSharppeaktop’ y AT T T T T T T T T T T T T T T T T T T T T T T T T T T T T
Sequence GQGCGGATAATQGCCTCCCGTQTCTCACCGCGCGGTTGGCCCAAATGCGAGTCCTTGGCGATGGACG
« Consistent peak spacing throughout the 7 - - - : - -
race " ,ﬂ A f /‘\ |
L : . m iy A I Nl A A ey
+  High signal to noise ratio MMM Y\/ \'ﬁ\'\\ M \/W\Jv ’W \/W\M/W\A/\/\j [/ \/\ /\/\"W\ | ) f\/W y/ /M/

Annotation ot
“Analyzed sequence”
» Absence of background signals in
analyzed sequence.
+  High trace score >20 and Contiguous The operator shall not proceed to post sequencing analysis if problematic sequencing

Read Length (CRL). Trace with trace
score <20 shall not be used for post
sequencing analysis.

data are found



Sequencing positive and negative control

T ER (S1.8.3)

Cycle sequencing positive control (pGEM)

» Govern the validity of a
batch of cycle sequencing
analysis and the
performance of capillary
electrophoresis.

 After trimming QV<20
bases at the 5’ beginning,
the minimum CRL in the
analyzed sequence should
be at least 650 bp with
trace scores 220.

FRETIEE

1 AATTCCCTGE AGGCGTGGCT GCAGOCTGGT TATGATTACT GTTAATGTTG CTACTACTGC TGACAATGCT GCTGCTCCTT
81 CTCCTCACTG TCTCCACTTC CTTGAACAAT GCGOCGTCAT GCTTCTTTTG CCTCCCGCTG CTCCAGAAAG CTAGGCCGCA
161 GATCAGAACK CAGTCA ATATCACCAC CTTCCTCTTA TAGATTCGGA ATCTCATGAT AGGGGCTCAG CCTCTGTGOG
241 AGTGGAGAGA AGTTTGCAGG CGAGCTGAGG AGCAATTGCA GGTGATATGA TGTGCTCGGC TCAAGAAGCG GGCCCGGAGA
321 GGAAGAAGTC GTGCOGGGGC TAATTATTGG CAAAACGAGC TCTTGTTGTA AACATTGATC CAACTGGAAT GTCACTAATG
401 GCGAATCAAT ATTCCATAAG GCATGATGGT TGCTCAGAGG CAGGAGAAGA GCAACGAATA CGATCCTATA AAAGATAAAA
481 CATAAATAAA CAGTCTTGAT TATATICTGG GTATTAMAGC CACAATCAGA ACAAATATAT GCTTTGTATC TITICITGCC
ATTAAGAGAA CTTGIGGTAA GATAAGAAGA TATTTTATIC GT A
TT TGATAAGAGG CGGTTAATTG CAGATATAAT TGGTAGTGAA AA
721 GCTAT AG CACAAGAATG TGTGCCGTTC TCAGTTAATA TTGITIGAAT AT T
801 GTTTTAGTCG GTTTAMAGGT AAGAAGATCT AACCAAMAC AACACTGCAG TGACTGATTG TAGTATTTAT TITTTTACTT
881 AATCTTAATT TIGGTGTAM CATCAACGGC GCACTTCAAC CAATACTCCA ATGTTTTATC CATCGACATG ACGTTCGAGA
961 TAGCGTTGAG TGTTGTTCCA GTTTGGAACA AGAGTCCACT ATTAMAGAAC GTGGACTCCA ACGTCAAAGG GCGAAAAACC
1041 GICTATCAGG GCGATGGCCC ACTACGTGAA CCATCACCCA AATCAAGTTT TTTGGGGTCG AGGTGCCGTA AAGCACTAAA
1121 TCGGAACCCT AAAGGGAGOC CCCGATTTAG AGCTTGACGG GGAAAGCCGG CGAACGTGRC GAGAAAGGAA GGGAAGAAAG

Raw data

Analyzed
sequence

Loyl o onetol etk

nlyzed R Anayzects o] Annctation] Sequer

Annotation

Total # of Scans Collected 11060
Basacall Start Scan® 1385
Basecall Stop Scan® 11060
Pask 1 Scan# 1260
Base Spacing 13.24

AGIR12),0(1713).6G(1970)T(1745)
AT, €T, 6(®), T(10)

w Signal Intensity

130,

Analyzed |Raw | Anslyzed+Raw | Annotation | Seauence | EPT|




Sequencing positive and negative control

T ER (S1.8.3)

Cycle sequencing negative control (CSNC)

Raw data Raw data

° Raw d ata WIthOUt sign a| Unincorporated dyes Flat signal profile
should be obtained, which 7’
is a flat signal profile
without or with a sharp
peak of unincorporated T R profite
dyes at early scan number | O b i
in raw data; and

Annotation

bt m‘wwwuw‘;«uumw!Hx,dur}w

Annotation

 Overall scanning gives B | sestnsoninens i
tra ce score an d cO nt| g uous Averag;a Raw Signal to Nose Ratio ;(;)\: . 6T

read length of ‘N/A'.

N/A
V20+ (# Bases w QY >=20) N/A
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« Sequence scanner software

Fr 5 Bt 42

- MEGA

- BioEdit

« CodonCode Aligner

ITS2 FF IR

* http://its2-old.bioapps.biozentrum.uni-wuerzburg.de/cgi-bin/index.pl?annotator o

T
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