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Product Use Limitation & Warranty

This product is intended to be used for life science research only. It
has not been approved for drug or diagnostic purpose.
YEASTERN’s products should not be resold, modified for resale, or
used to manufacture commercial products without written approval
by YEASTERN. YEASTERN guarantees the performance of all
products in the manner described in our protocol. The purchaser
must determine the suitability of the product for its particular use.
Should any product fail to perform satisfactorily due to any reason
other than misuse, YEASTERN will replace it free of charge.

No part of these protocols may be reproduced in any form or by any mean,
transmitted, or translated into a machine language without the permission
of YEASTERN BIOTECH CO., LTD.

Address: 6F-3, 23 Lane 169, Kang Ning St., Shijr, Taipei, 22180 Taiwan.
Tel: +886-2-2695-3922 Fax: +886-2-2695-3979
Email: yeastern@yeastern.com Website: www.yeastern.com

Unijiers’All

Tissue Extraction / PCR Kit

Cat. No.
FYUOO1-100P
FYUOO2-5ML




Storage: 20 °C 2. PCR amplification with PCR reagents included in
Cat. No. Product Package the UniversAlUl™ Tissue PCR kit
FYUOO1-100P UniversAL™ Tissue Exraction/PCR kit 100 rxns

A. Components for standard PCR

FYU0O2-5ML UniversAll™ Tissue Exraction Buffer 5 ML Components Volume (pl) Final Concentration
10X PCR-K Reaction Buffer 25 1X
. . Primer F (10 uM) 0.5 0.2 uM
(1) Mix the.extractlon buffe_r well before use. Primer R (10 uM) 0.5 0.2 uM
The UniversAIl™ Extraction Buffer needs to : :
i Sample Tissue lysate or serially 1-2 n/a
be prepared before sample extraction by 1mm? or 1mgor 2 pl _
L . : diluted (10~100X) lysate
adding 2 pl of the Extraction enhancer to 50  Extraction Buffer 50 il DNA pol Ul - :
ML of the Extraction Buffer. It can increase  gyractionEnhancer 2 ul polymerase (5 U/pl) 0.5 £t
extraction efficiency for the majority of ddH20 to 25 pt

difficult samples. (If precipitates have formed

in the extraction enhancer, warm the * B. PCR Condition

Z_nharlmer r?olutic_)n inua 37°C water bath to Vortex 94°C  94°C

issolve, then mix well.) 5 sec smin 3045 sec\ prmerr 72°C . 72°C
Add 50 pl of the UniversAlU™ Extraction (optional for \_I"SS"C’ ~1kb/min = 10 min

Buffer to each tissue sample (~1 mm?3) in a
microcentrifuge tube and mix well by tapping
the bottom of the tube or pipetting several
times in the tube if necessary. Make sure the

liquid sample) ‘
00

sample block is submerged in the buffer. For =~ Heatat95-98°C

samples like 0.1X serum, saliva and sputum, 10 min 3. Post-ampliﬁcation analysis

30~45 sec |

35~38 cycles 4°C

up to 50 pl of the samples can be extracted

using 50 pl of the buffer. After amplification, PCR products can be analyzed using 1% agarose gel.

Vortex 5 sec (optional for liquid sample.)

Heat at 95-98°C for 10 min. Vortex 5 sec Kit components
Vortex and centrifuge briefly. and spin down Components Quantity
Use 1-2 pl of DNA extract for PCR amplifica- UniversAll™ Extraction Buffer 5ml(1.25 mlx4)

tion or gPCR analysis. Extraction Enhancer 250 pl

\ 4
For those difficult samples that contain paraf- Pr?mer U185-F (10 uM) 20l 5
fin, phenolic compounds, heavy metals or Primer U185-R (10 pM) 20 pl
some unknown inhibitory metabolites, a 12t Primer P185-F (10 uM) 20 pl
10~100X serial dilution of the lysate is for PCR Primer P185-R (10 uM) 20 pl
recommended before PCR amplification. The 10X PCR-K Reaction Buffer (with 20 mM Mg2*) 500 pl
dilution can be done simply using PCR-grade dNTPs Mix (10 mM) 50 pl
water. Uti DNA Polymerase (5 U/pl) 50l =

v Only in FYUOO1-100P UniversAll™ Tissue PCR Kit
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Univers All™ Tissue PCR Kit

Cat. No. YGF10, YGF-B 100 reactions Ver.J0730
Cat. No. YGFO0O1 10 reactions
HEah

Univers All™ Tissue PCREHA » BERELERAFRAR AR PRZBEIRGAE » 7

DURBRZ I -8 A4 WAk iz ZRADNA (Genomic DNA) » MR ZIHEECPCR » HRHER

EATHEE - BAREBESER -

@ HE—E—SHEITSCR A EEDNANZEE » WETPCRIEN KFE -
Univers All™ Tissue PCREEBIAH » 1B4tE — S BRI e & EBDNAZLHE fyUnivers All™
Extraction Buffer » AI&8E DUREES RAMTAES - BMMBIVEE - SHBHIZEET - Eitst
{LDNAK BB LSS R -

@ RE 102 EERI R - BAESAEBEIETPCREEE RER A 1004 -

@ HE-FHAEEREMEESCPCREEZENEER - RUCEEHREHRDNAZHRE
THEERE -

TR
1. BRmENER : BUREAY1 mgsy1 mm® » RIRERMMEREE - BNRFERMTEREER Univers Al™
Extraction Buffer - @i E BRKEZARSE (30 @ 515 - & -~ X---%) - Al
BRERRE » #% Univers All™ Extraction Buffertii ik i &z HER(ER
2 . DNAZEHY : pA B &R S0 AS50 ul Univers All™ Extraction Buffer » SE & &N 95°CE R IE
104342 » BIRJERELDNAZE % (lysateETPCRKFE -

&R

BRANPPCRAEER < ERZEE - ERMEE - EEPCRIEEBRE BT -

sHEBREY
Components Quantity Cat. No.
Univers All™ Extraction Buffer 5 ml(1 mix5) YGFB10-1
Primer U18S-F (10 pM) 20 pl YGFB10-2-1
Primer U18S8-R (10 pM) 20 pl YGFB10-2-2
Primer P18S-F (10 pM) 20 pl YGFB10-3-1
Primer P18S-R (10 uM) 20 pl YGFB10-3-2
10X PCR Reaction Buffer (with 20 mM Mg2+) 500 pl YGFB10-4
dNTPs Mix (10 mM) 50 pl YGFB10-5
Uti DNA Polymerase (5 U/ul) 50 pl YGFB10-6

SIFFIIRBRRT



Experimental protocol

1. DNA extraction
BT HIIAS0 pl Univers All™ Extraction Buffer » JES %R 95°CRBRE 1004 - HIAT
EREDNAZE K (lysate) EITPCRIRE - SBE R ZPCREEGRHTSRK— - LEHRK
ARER-200CEDVE - ERMAIEE - 2HHRLESY - ESER—ERIO/ZNHY -
ERMEDNAZ LR DI10~1000F RFIFRE - HETPCREERE -

2. PCR amplification

A. BREPCRR FEALBX
a. Template : BX1 pl DNAZE 1 KEITPCR « ZRASMEIPCRRENYE » AIFREZRE

HREAE(NA WECETRIIRE (RB10~100(% ; 1 pIZEHR+9 plddH,0) + B
{TPCRIZJE -
il ] BRRE
10X reaction buffer 25 ul 1X
10mM dNTPs mix 0.5 i 0.2 mM
Primer F (10 pM) 0.5 0.2 uyM
Primer R (10 pM) 0.5 0.2 uM
X (Tissue lysate) 1 ul n/a
DNA polymerase (5U/ul) 0.5 2.5~5 units
ddH,0 to 25 pl
B. PCREFEMY :
Segment Cycle ®H iR FHERH
1 1 94°C 5min
(for Uti, ZE m#RSE : YT007)
15 min (for RealStart,
Em&HIEYT101-100)
94°C (Denaturation) 30~45sec
2 35-38 Primer Tm55°C 30~45sec
72°C (Extension) ~1 min/kbps
3 1 72°C 10min
4 n/a 40C 0

C. SEAmATERMSIFIIRK
D. 1% XEXB AT



Examples

B 1: #HEDNA (KB

A MR RITE

(1) AR EHE E. coli DH5aE —&E % » SES1A50 ulz Univers All™ Extraction Buffer
(2) BE®RMRISCREIE1054E

(3) HX1 pIEEfTPCREE R /&

(4) PCRffe# - 8B&K1 - S| FHER © 16S (BHEK2)

B. #£32 : RE1

1 2
E1. B16ST| FHETHREZFREPCR 4T

Lane 1 : 100bp DNA A-FEZH (ER#mIE:YD002)
Lane 2 : Univers All™ Extraction BufferrzPCRE¥)
Lane 3 : &R MAZIPCREY

Bl2: BEEDNA

A MR RITE

(DAF B BHER M E 2 B H Yarrowia lipolytica & Saccharomyces cerevisiae 2 E£—
H% » JBE 50 ylzUnivers All™ Extraction Buffer

(2) ~ QEFIZ(2) - (TR

(4) PCR f&ff: 285%1 - 5| FHEH: U18S (BHER2)

B. #%: RE 2

BI3: BBEDNA

A. MR R FIE

(1) BUFM7] AL TN 1mme) .2 B548%45 Auricularia polytricha i RE Pleurotus eryngii’
DRIBABERLE

(2) MMAS50 plzUnivers All™ Extraction Buffer

(3) ~ (WRFI12(2) ~ (H B

(5) PCR f&#: 22Rs%k1 - 5| FHEMA: U18S (BREK2)

B. #%: RE 2




&2, LU1855| RS TR R R ERERA I
Lane 1 : 100bp DNA SFE1Z50 (ESR4m%e:YD002)
Lane 2 : B2 &H] Yarrowia lipolytica 2 PCREY)

Lane 3 : EERYE Saccharomyces cerevisiae;z PCREY)
Lane 4 : Z5#a%% Auricularia polytrichaxz PCREY)

Lane 5 : KE Pleurotus eryngii 2w PCREY)

A R R ITVE
(1) 3 2 pl ICRE B IM&(mouse blood) &I FHMT I TEBREERIZ/INEH(~1 mm?) »
DRBAMERELE

(2) 10 50 plzUnivers All™ Extraction Buffer

(3) ~ (4) MBI12(2) ~ ()T Bk

(5) PCR f&ff : 28 3k1 - 5| FHER: U18S (BRK2)
B. &R RE 3

E3. LIU18SE| FHEITPCRAMF :

Lane 1 : 100bp DNA - FEZ:T (ER#RE : YD002)
Lane 2 : ICRER.M&2PCREY

Lane 3 : ZREBERIRT FZPCREY




A. MR R T5E

() 2RAROBRREERARLKICREERCEE  RABEERLE
(2) 1N A50 plzzUnivers All™ Extraction Buffer

(3) ~ (MEFl12(2) ~ F R

(6) PCR & : 281 5| FHEM : B-GBN (BRK2)
B.#&R:RHE 4

E4. LIB-GBNS| FHEITPCRAHT :

Lane 1 : 100bp DNA AFEZ:C (ER#MEE: © YD002)
Lane 2 : AgOBERRA 2 PCREY

Lane 3 : AERZ(SEE)2PCREY

A. MRLERTTTE

(1) —REPAB(~1 mm®) RAYMEERLE

(2) ;NAS50 plzUnivers All™ Extraction Buffer

(3) ~ (4) ABI12(2) ~ (3)F &k

(5) PCR itk 2R K1 - 5| FHEMA: P18S (B2HRK2)
B. &R: RE 5

2]
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B5. LIP18S5| FHET NEENEHABKIERTY) F ZPCRAMT



Bl7 : ERM R A EE

A R RFFE

(1) #EEMRAREESVARCERIR)REID LN (-1 mm®) » RAKEEHOE

(2) BixylenesE¥c2X% (AIAS500 pl xylene » 37°C » 250 rpm)

(3) Kkrxylene » 1 AS00 pIiEFS(>99% alcohol)iEYe—R(ZiG » 250 rpm) » FTRAZET » LU
BB Aas O (speedvac)iz i

(4) ¥ Lt EI I8 2 B BEE & 50 plzUnivers All™ Extraction Buffer

(5) ~ (6) ABI1:2(2) ~ )T &R

(7) ETRIFEN0X » 100X)LURA A B AR B M HHIRR

(8) PCR #f4: 2Rk1 - 5| FHER : B-GBN (B2R%K2)

B. &R : RES6

1 2 3
o B [B6. LI B-GBN3| F¥##{TPCRAMT :
Lane 1 : R10XFHREHEEY 2 PCREY
’ Lane 2 : 100X EBEEY 2 PCREY
o . Lane 3 : 100bp DNASF BT (EM#RSE : YD002)
.

Bl 8 : ENRSZERImIE 2

A. MR RTTE

(1) $e#EEEE > KB1EE E. coli DH5a B #k(pUC18-derived plasmid) E|E &N S
100 pg/ml AmpicillinzzLB agar (37°C - 187%)

(2) AINE—EXETEEREE1.8x10% ~ 4x10% cfu/plZ B E

(3) BX5 pl Laitik g&(~2x103%cells);E & 750 plzUnivers All™ Extraction Buffer

(4) BAERISCREE10E » BllvortexB5H4

(5) IEBETFKddH, 04T R FIRHR(2X » 4X718X)

(6) #EfTqPCR :




Real-Time PCR Condition

PCR program (ABI)

1X Master Mix 12.5l
0.3uM primer R for pUC18
0.3uM primer F for pUC18

1 cycle 95C 10 min
95°C 45 sec
45 cycles 55C 45 sec

EHE 1pl 72°C 60 sec
ddH,0 1 cycle 72°C 10 min
Total 254l 1 cycle 95C 15 sec
1 cycle 60°C 60 sec
B. 5% RE7 y
Amplification Plot Well |Serial diluted Sample | Ct
oyt Z F 1X, ~36.4 cells 24.7
_ 1og E 2X, ~18.2 cells 25.5
7.5
& 50 D 4X, ~9.1 cells 26.3
e C | 8X,~46cells 27.0
L[4 Dbl 3 [

B7. fIrs#% g oA Real-Time PCR (SYBR Green, analysis of

copy number of plasmid DNA in serial diluted extract of E. coli cells)

fl 9 : BR4E Drosophila

A IRIRITE

(1) HRERBRAKERLOE - WHAS0 plizUnivers All™ Extraction Buffer

(2) DifhEpipette tip (ie. Yellow tip)z RIREITS-6 2 R A K R

(3) MO95°CEEIE104 68 (RETHRIB204 6F)

(4) vortex 17 KR IEEEL\(spin down) 2-3BUR /154

(5) ETRSMHRE(10X - 100X) » BX1 ul3ETPCRIEEME R &

(6) S| F¥ &R R Drosophila melanogaster (Genebank: AE013599) (Science.
2000 Mar 24; 287(5461): 2185-2195.) 22 Chromosome 2R 7 5% » 85N T:

Name Sequence (5 - 3’) Position in Chr.2Rents
Droso-AF CATTGATGTGCAGGCGCTGTG 5260573 - 5260593
Droso-BF GTCCTCACCGTACGGGCATTG 5259195 - 5259215
Droso-CR GGACACGACAATACCTCGACG 5261021 - 5261001
Droso-DR GGTGGAGCACAAGATGCAGGC 5261559 - 5261539




B. &5 RES
$19-1. {2/ 5| F¥{Droso-AFfIDroso-DR £0.2 UMMETPCR » FTTERIZ &8 EY) 52 F 8751005 bp

[E8-1 {F F5| ¥ ¥ Droso-AFf1Droso-DR¥#E{TPCRA#T :
M: &1 Kbps TR (Em#&RSE © YDOO1)

P ARBZEHR

CAM0 R EH R

D 11007 Rz X R

H,0 : & ¥iEE

Lo 2N ]

(o]

B19-2. (55| F ¥ Droso-BFfIDroso-CR 0.2 UMiE{TPCR » BTl i B4 F 8 %5 1825bp
8-2. F1 RF2 RiiE B RIBMEM - £H57H

mo—FL P2y, Droso-BFfIDroso-CR#&{TPCRA#T

T2 b eTd AT ey HO: RERE

a: RBBZEHRK

S0 BRZENR

F 1100 R 2R

*1/1000F Bz X HK

P JER 2 E R DNA (Genomic DNA)

1 100 bpAF R (EMMREE 1 YD002)

2 z a o o

110 : LIEDTA kHeparin 22 A1l

A MRIRISE

(1) E1 pl EDTA (2 M &EKMBD VacutainerR-K3EDTA tube » 4°C)z%, Heparin (2 [M&EK
#2BD VacutainerR-Sodium Heparin tube > 4°C) @232 AJEMK - JES 725 ulzUnivers All™
Extraction Buffer

(2) F95°CE R IE103 8

(3) B pIRFESK 1 OXF R (E FddH,0): 2 % H iR ETPCR#E X &

(4) ERFRMREFEHR » RERR-20°C22B ~ 4B MRFHE - ETBEMAHA R
FROREREWMITEL LB

(5) LIHuman IP-10 geneyz 5| F# #E{TPCRA 4T




. EDTARE 2 M R4 88 - HiRM AR B Heparin B 82 M A& B &
NOX@mR MREL R - HIEERRBEAREEE  BRHRE R Heparinz MIHZR
FTREMBRE LR - HRERRBRER2E - 4B MBEHRE

w N =

4 Weeks 2 Weeks Fresh

EDTA blood Hop arin blo od EDTA Hood Hop arin blo od EDTA blood Hop arin Mo od
1 u u u 1 1u

9. RREDTAEZLHeparin B8 .2 7 MIRZE LR » REFK-20°CR2E ~ 4Bz MRZE LR
EITPCRAT



& 1. BRI K PCR &

‘ | SIF%  per R
i Ll primers it 1% Agarose Gel
#iE | KEB#EHE E. coli DH5a PCR or HotStart| _ 1

Bacteria | {(single colony or cell pellet) 165 PCR
Yarrowia lipolytica
B&E | (single colony) First cycle: 2
Yeasts . o i
Saccharomyces cerevisiae 94°C 5min
(single colony) (for YT007,
BEE | B Auricularia polytricha (1 mm?) u1gs |Uti DNA 9
Fungi | KE Pleurotus eryngii (1 mm?) polymerase)
B = . ; ; = a4 A
Insects BERHE One entire Drosophila (Fruit fly) or 8-1,8-2
21M(2 ul mouse blood) 94°C 15min
ZH | EE4% mouse tail tip(1 mm3) (for YT101-100, 2
MOUSe | Zp 3 38 #4442 Paraffin embedded RealStart, a -
mouse liver (1 mm?) Hot start DNA
B-GBN polymerase)
OPeR5 4NN Oral mucosal cells -
....................
A 5218 Hair (root end of 3 pieces of hair) 35-38 cycles of
Human |EDTAZHeparingg®E;z 2 1fl Human |94°C 30-45sec
1 pl Blood treated with EDTA or Heparin, | IP-10 |55°C 30-45sec 9
fresh~4 weeks stocks gene |72°C 30sec -2
min
ZEEEVERRET
(length & 5
= j
=y | A variety of samples dspiendent]
Higher |leaves or seeds (1 mm?3) P18S | oo
Plants | 42 % 28854 Green and Oolong tea bag, followed by _
- : BERRER
10~100X serial dilution from 1 mg sample 72°C 10min
B® | 4~36 transformed E. coli cells Real-Time PCR
E. coli A \ ] pUC18FR 105 20 7
plasmids (containing pUC18 derived plasmids) (YT103, ime
8 qPCR Premix,
Less than 1 t of -Acti ™
Fiah ABAA Less than 1mg, meat of Grouper | B-Actin 2%, SYBR) BRARER




& 2. 5IFFE5I

g Forward sequence Reverse sequence PCREMEE
5-CTCCTACGGGAGGCA 5-GWATTACCGCGGCKG
168 4
BE  goaca CTG3 198 bp
TES BEE,  5-GCTTGTCTCAAAGAT 5-TGATCCTTCTGCAGG | _, -5, bp
EH, 8% TAAGCC-3 TTCACCTAC-3'
5-AACGGCTACCACATC 5-CCGAAGGCCAACACA
= 446 b
P18S | BEEY  cance-3 ATAGG-3' B
5-CAACTTCATCCACGT 5-GAAGAGCCAAGGACA
-GBN
B BY  Icacca GGTAC-3' 265 bp

Univers All™ Extraction Bufferz ZmREE IR

A R KRTEE

(1) #&Univers All™ Extraction Buffer& R 37°C Kk 67°CHE %3
(2) BNESE Pleurotus eryngi /NI A (~1 mm)EAMEEROLE
(3) MMAS50 plzzUnivers All™ Extraction Buffer

(4) ~ (B)ABI1Z(2) ~ Q)T R

(6) PCR fi&f: 28 %1 » 5| FH{EH: P18S (BRK2)

B. #%: RE10

10. BIP18SS| FHETHESBE 1 icPCRAT »
#HEREAR » Univers All™ Extraction Bufferi@EM R »
BRANESBRERIE T 2 H&

Lane 1 : 100 bpAF1Z:0 (ERAR$EYD002)

Lane 2 : gfFUnivers All™ Extraction Buffer

Lane 3 : 37°C#Z k35 Univers All™ Extraction Buffer
Lane 4 : 67°C#& #4338 Univers All™ Extraction Buffer




EEERHERE Troubleshooting

F5%E Problem aJgEREA Possible Cause k730 Solution
AL DNASIE—ATERSI4 « &
PCREMGMTER | paamm - MEPCROSHTHA
HRIERAAE BT FHRARE
BRTESEARN PCREMERS » F{E2E MR 2 & (
452 AR ISER104E51 0045 RER)
BRAASREANKE | BENPEDORSIESRTINE
IR, DNAZEIATES B SR RS
R EPCREHE
= 3 DNA

RESTREHDNAR | = | s mDNAREFPCR
BAREE
10 BB R AT B ASE (40 TS MBI SAMERZEA - 8
2R ASARRE) ERERA04E
Taq DNABR & ESHA SR %355 HotStart DNARA BB
EREREER DNA B NEE)RE— A LERRGC
SERKGEHERPCR | 5B - TASESREONASELS
REEETRE M R(BEE)
ST e R HRED| TR ENRHET
FRe

PCREYRIERE RIS AEWPCRIES » BlINE| TS
PCREH R X SEBE RS SRR - 5|

FRE




A EIEAEY

EmimiR EmBE an
YGFO01 Univers All™ Tissues Extraction/ PCR Kit 10 rxns
YGF10 Univers AlI™ Tissues Extraction/ PCR Kit 100 rxns
YGF-B Univers AlI™ Tissues Extraction Buffer 5ml
YTO07 Uti DNA Polymerase w/dNTP 200 rxns
YT101-100 RealStart DNA Polymerase Premix (2X) 100 rxns

YTOO7 for regular amplification, YT101-100 For more sensitive detection

B E2Univers All™ Tissue PCR=E B4 — it F fYPCRE 218 :

SHEBRARZERINREEDNAETRENE - HELERRELZUI DNAREH
(YTO007 > Univers Al™ Tissue PCR B4 552 —) R E MM PCRIEBES » th—
K Tag DNARCHAEERBHE - Ui DNAR S B AIE S —MROkb A BREITH
BARKE °

BYEE SEEARCENRLSELE - BELSY - ESBRE ERAKRBFED <
HEPHWDNAKE » FRABALUAE R S Univers AlMTissue PCRIEEIAE SEH fh a5 4 4
# 4 > HotStart (YT101,YT102) 5z Real-time PCR (YT103,104,105,106)Z& 5| & & -

RTYREBFNER » sE4RIEHT —RFIMWPCRE & AT £2Univers All™ Tissue PCRZ,
B4 —F#EEER -

EmiRs EmaH B8
YT101-100  RealStart DNA Polymerase Premix, w/o dye (2X) 100 rxns
YT102-100 RealStart DNA Polymerase Premix, w dye (2X) 100 rxns
YT103 EZtime Real-Time PCR Premix (2X, SYBR Green) 1.25 ml
YT104 EZtime Real-Time PCR Premix (2X, SYBR Green, ROX) 1.25 ml
YT105 EZtime Real-Time PCR Premix (2X, TagMan) 1.25 ml
YT106 EZtime Real-Time PCR Premix (2X, TagMan, ROX) 1.25 ml
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