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M Know-How for Preparation

1. ColumnType KitE 0| &5+0 FZE A2 elution Al tube| capO| THX|X| R == ShH=

* Centrifuge Al 1.5 m@ tube cap= W XtS}0] 2OFFEA|H capO| THX| = A S X|A3HE = AESLICH

2. MG O] freshdt sample2 F=517| & HEEELICL

3.Washing Buffer(BMW1, BMW2, BMW3)= R A| 2t T fresh S| BHS 01 A AL SHA| 7| HEEFLICH

4, Elution Buffer AF& H0f| column2 33| 5t0] EtOHS 2t 3] M| L C.
5. Kt 2| Enzyme2 D.W(Buffen 2 =91 5 -20°COf| £ 2HghL| T},
7|3H0] X|LEX| 42 M2 Ak gL}

k=
7. 7083 K| 22} =l Column2 A HelpB™ BufferE 0|8 3}+0{ washing B LI Ct.

8. A2 E Lysis Al 2 [ vortexing= & A|7F M 2|2 2 DNA7} degradation® = 282 &

9.BL2 FH 27} LOtX|H spSZ QIs 270 42 5= ASLICL 0| B0 = HAIK| =

Dry ovenOflA| = Q1 = At BFL|CE.

10.DNA elution Al Elution BufferS 50°CO{| Al 102’3 & pre-heating A| 7] 2 elutiondt™ 2 &0| &0

(5§79, Large DNA fragment 2| 3% 220| 21X 35| wOt& L|C})

IQTAppIication

p Total DNA from microbial cultures

» Typical downstream applications : PCR, Real-Time PCR, Southern Blotting, Enzymatic Reactions

*Kits to be used for research purposes only.
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M Troubleshooting

Trouble Check List

01. Washing buffer & THEX| 22 E 22 otlzta?

BMW1, BMW2, BMW3(+ Ethanol) £ ZHEX| 22l &| A S B2 evaporation2 2 QI5|f ethanol 2|
&2 7F O yield7H GO X[ A EILICE A|2FS M2 BHE O] A8 &L T

02. BMW1/BMW2 / BMW30]| ethanol2 H7}3tilLIR?

BMW1 / BMW2 / BMWS3 Buffer 0l = A& & HFEA| protocolOfl 7| A&l S&THF

96 ~ 100% ethanol & & 7t5A{OF ZHLCt.

03.BMB Buffer 87} £ @ A|ZH W] stAlLIR?

BMB Buffer 87t 2, @ A|Zh &2 K| 2| M genomic DNA F&£2 20|
BMB Buffer 7 = 51 O|L{Of| HEsta A AFLIC

N

OfE 4= AFLIEL

Low Yield DNA g4, Enzyme(RNase A, Proteinase K) 2 OfC|0f| 2 28AILIR?
PrepOfl AL E|= enzymeE2| E2, dry FEfOIlM = &2 E 20| 7HSSHA| Bt DW 2 =0| 7Lt
Buffer £ 7ot 0|20l = W% Ee= dS HSIAOF RHL|CE F7|2 ALESIR| g 22,
& e HYCELICE O%X| %2 42 enzymeactivity’t BO{N FE=880| Y2 = 5
UELICH
05. Colume2 7HE¢H| Y x[ALtR?
Column type2| A2 columnO| S7|F0f 22 ==E|H A|70] S20f e ML AL 2= S
0| S0 DNA ZATHS XNofigtL Ch 7H 88K 22 El columne A& ™ Help B Buffer2
washing A 2|5H0] AL H A2,
06. Column A T Help B Buffer X2|& staiLtR?

Help B Buffer= column filterOfl DNAZ} & & & bindingE == Q=5 =25+ Buffer LI Ct.
ok stepL 2 HH 282 0|4 5= US LI

01. NucleaseZ} LEE H2 ofLl7ta?

PlasticwareLt buffer0i| nuclease”} 2 & & Q1-=X| 22151, plasticware= AHE ™ autoclave 50
AN 2.

Nicked DNA
Degraded DNA

01. Washing TH| £ 33| E staiLtR?

} Elution®! DNAO| EtOHO| 2|0 AUS B2 ChS BHAQ A ZIHo| 2H 7 g ==
Low Quality DNA ol&L|ch

0| & 3| Z5t7| 2{s BMwW1, BMW2, BMW3 EHA| 2 B 2|72 2 min 0|4 =35t == elution 5HH &l L|CH
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M DNA Extraction Procedure

i-f-g-g-e

Preparation Sample disruption Binding Washing Elution

M Comparison of Preparation Times

Time
(min) A . S. aureus . E. coli I:l S. cerevisiae

250
200+
150+
100+

50

_ He |

Competitor Q Competitor S BioFACT
+ Lyticase + Lyticase
+ Lysozyme + Lysozyme

The prep time of HiGene™ Genomic DNA Prep Kit for Microorganisms[Grinding Bead & Column Type] was compared
with competitor products by processing Staphylococcus aureus, Escherichia coli, and Saccharomyces cerevisiae.

HiGene™ Genomic DNA Prep Kit shows shorter prep times in all three cases.
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Step 1

Step2

M Work Flow

!

N

Grinding
Tube Holder

Sample ( Cell Pellet)

+BL 450 u@

+ Proteinase K (20 mg/m@) 10 p@
Vortex 10 sec &,
P1 Grinding Bead TubeO|| transfer.

+Help B 200 @

cfg.*(11,000 rpm, 1 min)
L2942t SolutionS | 3t

Spin column} Collection tube CHA| 2%}

+BMB 450 u@
Vortex 10 sec 2,
cfg.* (11,000 rpm, 30 sec)

Step 4. Lysate 750 02 ColumnOj| &7

cfg. * (7,000 rpm, 1 min)
LH 247} Solution, Collection tube A| 74
MZ-2 2 me Collection tube 2 & A}

Bead
Beating
(4~15min)

+BMW?1(+ Ethanol) 500 p2

cfg. *(11,000 rpm, 1 min)
Lif 217t SolutionX| 74

+ BMW2(+ Ethanol) 500 p¢

cfg. *(11,000 rpm, 1 min)
L 242t Solution M|

+ BMWS3(+ Ethanol) 500 p@

cfg. *(11,000 rpm, 1 min)

L 242t Solution X

cfg. *(11,000 rpm, 2 min - & 2| T **)

Spin column=

MZ& 1.5 m Micro tube0i] &%}
+ Elution Buffer(RNase A 2
100 ~ 200 @

Incubation (&2, 1 min)

DNA Elution
cfg.* (11,000 rpm, 1 min)

g AR

*Z%| T : ColumnOil OFR A &= E K| 411 4] & 2| (EtoHA] )
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M Preparation.
1.BMW1 BottleOf| = HFEA| 100% Ethanol 54 m (100 Prep 7| =)S 2O AFE8tL|Ct.
2.BMW2 BottleO| = HFE A| 100% Ethanol 42 m@ (100 Prep 7| &)S L 0f AL 8L L}
3.BMW3 BottleOf| = 2= A| 100% Ethanol 48 m@ (100 Prep 7| &)S & 0f AL 8L L}
4.KitOf] Z2HEl Enzyme(freezing dry & EH)-= D.WOI| = 0] AFESFA| 11 4°C(or -20°C) Of &2-2+3f LTt
5.Sample

<16 ~24 A|Zt O] & B F=l cultured cells 1 ~2 m@* 1.5 m@ Micro tubeOl ‘& 11 13,000 rpm, 1 min & 2*
Al 22| 2 mediaE Mot = A LICH (F 7|2t AL SHX| @E 2 E 2, -70°COl| 22HetL|C})

|§f Protocol.

Cell Lysis
1 : Harvested Cell + BL 450 p€ + Proteinase K (20 mg/m@) 10 p@ =8t
—Vorteving(10sec) 5t cellS & 01 3= 0] grinding bead tube(P1) £ transfer
2 : P1tubeS HiGene™ Grinding Bead Holder(Cat. No. GBH-012)0f| 178t =
Vortex mixer(Genie 2)0f| Z+A+5}0] X|CH 25 &= 0f| A vortexing= 4 min ~ 15 min S 9F =34 *

* Gram Negative Bacterium (ex. E.coli, Salmonella &) : 4 min
* Gram Positive Bacterium (ex. S.aureus, Listera ) : 12 min

* Yeast : 12 min * Filamentus Fungus : 15 min

(B M2t AN E L HIAIZI0| Y2hE & AgLch

Column Preparation
3 : Spin column= 2 m¢ Collection tubedi| &%t — Help B Buffer 200 p2 & 7} — cfg.(11,000 rpm, 1 min)
— LH 27} Solution A| 74 — Spin column CFA| &%t

Column Binding
4 : Step 2.P1 tubeOfl BMB 450 p¢ & 7} — Vortexing(10 sec) — cfg.(11,000 rpm, 30 sec)

5 : Step 4. Lysate 750 p€ = Spin ColumnOfl & 7} — cfg. (7,000 rpm, 1 min)
L{f 217t Solution< Collection tube2t BHH| K| 7

Spin column= M 22 2 m Collection tubeOf| &£t
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M Protocol.

Column Washing & Dry
6: Spin columnOfl BMW1 (+ Ethanol) 500 p¢ &7} = cfg. (11,000 rpm, 1 min)
LH 247t Solution &|7H — Spin column CHA| &%+
7 : Spin columnOl BMW2 (+ Ethanol) 500 p& &7} = cfg. (11,000 rpm, 1 min)
Li 247t Solution K| — Spin column CFA| 2%k
8: Spin columnOil BMWS3 (+ Ethanol) 500 u@ 7} = cfg. (11,000 rom, 1 min)
L{f 217t Solution X 7 — Spin column CHA| &}
9: cfg. (11,000 rpm, 2 min - & 2| 7*) — Collection tube X| A
Spin columne MZ-2 1.5 m2 Micro tube0f] ZH4}
X 2| T*: Ethanol S 2HH S| M| 57| I8l A| 20| K| 74 El Spin ColumnE 2 min 04 4

AT
o
-
0%

DNA Elution

10: Elution Buffer 100 ~ 200 p@ &7}
X Elution TI 24 S [T Elution Buffer: RNase A(4 mg/m@)=100:1H| 22 S8510] ALESHY AL,
— Incubation (&2, 1 min) — cfg. (11,000 rpm, 1 min) — Spin column x|
— Agarose GelOf| T 7| S50 S 2@l — 4°C EE=-20°COl| A 22

Table 1. BioFACT™Grinding Bead TubeS 0

Sample Material Grinding Bead Tube Disruption Time

Gram-Negative Bacterium

o X . X BioFACT™P1 tube 4 min
e.g., Escherichia coli, Salmonella typhimurium
Gram-Positive Bacterium .

R BioFACT™ P1 tube 12 min

e.g., Staphylococcus aureus, Listeria monocytogenes
Yeast
e.g., Saccharomyces cerevisiae BioFACT™ P1 tube 12 min
(50 mg ~ 250 mg AFEE A< : 15 min ~ 20 min)
Filamentous fungus )
e.qg., Aspergillus spec., Alternaria brassicae BioFACT™ P1 tube 12 mily
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x |
M ol ALEt.
2 ME2 A4y M2 Q0| AFESIEE it

MBS FRYIU2 FULREH 1H 671 Z0|Th
- MO L= X0 W2t HF2 AHESHRIE d2012 ME2

o
FO|2 QI8 M7t 2SS R0l s L0l

o
I

- MBixto| HRE AFZOILt £

o
=R gC
oMM U SIZX 2%
X LR -EERE
cEol SOz U sEE 2

= E% —= A
o D20 HEWS I - YHE 22E HF 22 SES Ne A
A=0] X HE|H oA 2R E HE A
« S0 2TO| US| HIEA| BT 2 2 AT A
A XL Fo|ArEt
« FR27|2H0| K|t ®EL| AHES SAIBHCL
+ RNase A/ Proteinase K- = 1At AFE 2 'l S (AT 225 H A8 S & BTt
< A MES AF 2|0 =0 PE S HHEY 42, 240 MotE = o8z
-r°|°“:|' oot 42, - S 2FI0 Ei AF8SHEF Bt}
o RE2 Hol| 7l =M0f et Hets| 5Hojof 5HH, 7| E= Ve T FA| AFESICE
« 2|l ZH DNA/RNA MERO|| 2t 0ot ZUHE B == QICH
« QAUE HH= 2Pt Z0E LEHE 5= QOB 2 FO[BiCE

35T

15C
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M Qc DATA

1. HiGene™ Genomic DNA Prep Kit for Microorganisms M| 25 0| 2%+ gDNA =& Z 1t

E. coli S.aureus _ S. cerevisiae

2.Fungi 252 H gDNA = Z PCRZ

Cercophora sulphurella

Alternaria brassicae

1% Agarose gel 5 p€ Loading

I} [ITS 1/ ITS4 Primer Set]

Botryotrichum piluliferum Aspergillus niger

1. gDNA 50 2. gDNA 57

3. gDNA 52

4. gDNA 53

3.Fungi 22 E gDNA =& 2 0] & &7 Sequencing Z 1t [ITS 1/ ITS4 Primer Set]

Cercophora sulph urella
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