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Kit Information

DESCRIPTION

« lgenomic BYF OMA Extraction Mini Kit provides a fast and easy way to purify DNA
from microcrganism samples such as vanous gram positive bacleria, yeast, fungal
lissue and fungi. Furthemmore, we have fested i-genomic BYF DNA Mini Kil to gat
more practical data with twenly of BYF samples. You can see vasl sample photos,
vest samples, and vast practical data,

+ l-genomic BYF DNA Mini Kit provides 5 kinds of profocols, Type A Type B, Type C,
Type D and Type E. You can also extract genomic DhlAs from various BYF samples
in addition to 20 BYF samples by selecting an appropriate protocal. Vihen you
choose a protocel, please refer to BYF Sample Group (Table 1), If you need some
more information in selecting a protocal, please do not hesitate o contact our
Technical Assist Teams.

CHARACTERISTICS

* Speed ' Takes only 20~ 30 minutes 1o extract genomic DNA,

* Smart : High quality and quantity of DNA recovery

» Steady - Complete removal of inhibitors and contaminants for accurate down
gtream applications. And the fresse-dried formulated enzyme has  been
improved DNA extraclion stability.

+ Stage-up ; Mo need varicus DNA Exiraction kit — vas! applicability. The Kit is
suitable to use various kinds of biological samples. Advanced Gx technology for
rapid and efficient purification of DNA without ethanal precipitation.

Instrpction Manued A, A2 IET-OMSEY 1738 (RGN0 2-00) @ iNtRON
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‘ Label Description Contain
MYP Buffer Yeast Pre-Lysis Buffer f2ml
MP Buffer ! Pre-Lysis Buffer 7ml
MG Buffer Lysis Buffer 18 mi

! MB Buffer Binding Bufer 15 mi

Washing Bufler
L
MW Buffer (concentrate) (acdd 40 mi of E10H) 10 mi
ME Buffer * Flution Buffer 20 m
Spin Columns Inserted into the cellection tubes.
(Blue color O-ring) (2.0 ml tubes| i
Collection Tubes :
i ied: 1
(2.0m! tubes) Additionally supplied 00 tubes
RNase A Dissodve in 0.3 ml of DW Img
Protelnase K! Dissolve in 1.1 mi of DW 22 mg
Lysozyme* Dissolve in 0.2 mi of DW 20mg
1 This buffer confams chaotripic sat
2 Buffer MW are supplied as concenirates. Add 40 miof gihancl [36<100%) sccording tothe bottie

label batore 1Be:
2 Buffier MW ang Bufer ME are finaly 10 mid Tris-HCI (pH 800, You may use your 1ab's buffér
4 The: lyophllized: srzyme can be stored at soom temperature (15-257C) untd the &t exqiration dats
without stfecting performance, Tha lyophiized anzyma can only ba dissolvad In D.W.; dissotved snzyms shid
be immedialely stored al -20°C. These solufions & shable al -20°C for up to 24 months and 20 fimes frozen-
hawing il e kil epiralion dals.

STORAGE

i-genomic BYF DNA Extraction Mini Kit should be stored dry at room temperature (15—
25°C) Under these cenditions, --genomic BYF DMA Extraction Mini Kit can be stored
for up o 24 months without showing any reduction in performance and quallty. The
Iyophilized enzyme can be stored at room lemperature (15-25°C) until the kit
expiration date withoul affecting performance.

iNtHOH oo BYF DNA Extrection M il
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CONSIDERATION BEFORE USE

= Buffer M\ (Washing Buffer)
Buffer MW is supafied as poncentrates. Before using for the first fime, be sure to sdd 40 mi of
absoiute ethanol {55 - 100% EYOH) to oblain & workng solubion,

* Lyophilized enzyme

Dissoive the lyophiized enzyme in appropriate volume of purs D.W.

- Lyophilized RNass A : Dissolve the RNase A in 0.3 ml of pure DWW,
/T\ -Lyophilized Proteinase K : Dissolve the Protsinase K in 1.1 m of pure DW.

- Lyaphilized Lysozyme : Dissalve the Lysozymein 0.2 ml of pure DW,
The lyophilized enzyme can be stored &t room temperature {15-25°C) until the axpliration date
without affecting performance. The lyophilized enzyme can only be dissoived in D.WN.; dissoived
enzyma shoukd be immadiataly stored a1 -20°C. The enzyme solution is stable at -20°C for up
10 24 months and 20 times frzen-thawing unti the ki sxpiration date

« Preheat a water bath or heating block to 85°C.

= Centrifugation
Alf eentrifugation steps are cammisd out at AT (15~ 25°C ) In & misrecantrifuge.

= Chaosing the Right Protocol according to microorganism Sample
Fiva kinds of different protoools in this handbook provide detalled insfructiona to use lgenamic
BYF DNA Mini Kit for purifying genomic DNA from various bactenia, yeast fungal fissue and
fungi samples These protocels are oplimized for use,

= Collection and Storage of Microorganism Samples
In case of baclara and yeasl. progress newly culturs before beginning experiment in order to
user fresh cell, If gram positve bacteria and yeast will not be Lsed freshly, divide cultured csll
After quickly froze in fiquld nitrogen, and then store at-80°C.  In oase of funpal asue such as
mushroom, fungal tasue sample is eg size. So cut off suitable size and grind with mortar and
liquid nitrogen. If fungal fissus sampie will not be used dirclly, cut off suitable aize. After
auickiy froze in lquid nitrogen, and then store 3t B0°C.
When working with furgi such as mold, harvest mycelium direetly from a culturad dish or liquid
cuiture. For hguid culture, first paliet cells by cantrifugation. Remove the supermatani completely,
it fungl sample will not be used dinectly, peliet cells by centrifugation, After quickly freeze in
liquid nitrogen, and then stor-at -B0°C. Allernatvaly. store &t room lemperature afier progress
freeze-drying

= Disruption and Homogenization
Mast microomaniem samplez-except funpal fissue ean not be disrupted and homogenized.
Fungal fissue cnly apply. Nameiy, disruplion can be performed without lysts buffer by keeping
the samgale submerged in iquid nirogen before and durng disruption on a monar, We do net
recammend disrupting frozen matenial in lysis bufer as this can result in low ylelds and
degradad DNA. For optimal results, we recommend o keep the distuption tme as shor as
possible. Disruption for more than 1 minute may lead to shearing of genomic DNA

Terstngtion Marsal, Aug. 2012, [BT.OMELEYITIE (RO2-3012:08) @ iNtRON
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ADDITIONAL REQUIRED EQUIPMENT

i-genomic BYF DMA Extraction Mink Kit provides almast all reagents for extracting DNA,
including lycphilized enzyme. However, you should prepare some equipments and
reagents as follows for a fast and easy extraction. When working with chemicals,
always wear a suitable lab coat, disposable gioves, and protective gogales.

Minog ipment and re Is
= Eguipment for disruption and homogenization, mcluding Grndimg Jar Set {morar)
= Pipeties and pipetia tipe = Water bath or haating block = Yorlax mixar
= Absolute ethanol (E10H, 96-100%) = 30% EtOH
= Liguid nitmgen = Microcentrifuge with rotor for 2.0 ml tubes
» Micracentifuge ubes (15 ml) = lce = 15l fube
= Lyticase or rymalase soflution = Other general lab aquipments

= |n accordance with INTRON's 1IS0cerdified Total Quslity Management System, each
lot of Fgenomic BYF DNA Extraction Mini kit is lesied against predelemined
specifications o ensure consisten! produc! quailty. The quality of the isolated
genomic ONA was checked by restrction analysis, agarose gel electrophoresis, and
spectrophotometric determination,

= |-genomic spin column control @ The DNA binding capacily was lested by
determining the recavery with 10 ~ 15 pg of genomic DNA from 1 « 108 cells

s RNase A / Protelnase K / Lysozyme @ In case of RNase A, the aclivity was
determined 20K - 25K unit per mg of protein using talura yeast RNA hydration test,
In case of Proteinase K, the actlvity was determined from cleavage of the substrate
releasing p-nitroaniling which can be measured spectrophotemetrically -at 410nm,
Alsg in case of Lysozyme, the activity was determined 25 ~ 30 Kunit per mg of
protein using Fichia pastors lysis lest.

= Buffer control : Condudtivity and pH of buffers were tested and found to be within the

pre-determinated ranges descrbed below
Table 1. Quality control criteria of each companents
Buffer Conductivity pH
Buffar MYP 10 =12 mSitm T9-~83
Buffer MP 21~ 25 mSfom T.5~84
Buffer MG 13~ 16 mSicm 79-89
Buffar MB 98- 108 mS/em T0=77
Buffer MW 10.5~13 mSicm TO~77
Buffer ME 500 ~ 700 pSicm T1=74

(@) INERON
o Blotechnology
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APPLICATIONS

* Bacterial genamic research

= Pathogen detection study

= Delection Assay | PCR, real ime PCR

« DONA hybndization : Souten bietling, microarray

PRODUCT WARRANTY AND SATISFACTION GUARANTEE

All products undergo extensive qualily conlrol test and are warranted o perform as
describad when used correclly. Immedialely any problerns should be reporied. Salisfaction
guarantes is cenditional upon the customer providing full details of the problem fo INIRON
within €0 days and returning the product 1o INIROM for examination,

FRODUCT USE LIMITATIONS

All i-genomic series Klis are developsd, designed, and sold for research purpose only,
They are not to be used for human or animal diagnosis of diseases. Do not use intemally
or extemally in humans or animals. Be careful in the handling of the products,

TECHNICAL ASSISTANCE

iNIRON cuslomers are a major source of information regarding advanced or specialized
uses of our products. This information is helpful to other sclenfists as well as 1o the
researchars at INIRON. Wae therafore encourage you to comtact us if you have any
suggestions about product performance or new applications and lechnigues,

Far technical ‘assistance and more information please call INIRON Technical Service
Department or local disiributors,

SAFETY INFORMATICN

All chemicals should be considered as polentially hazardous. When working with
chemicels, always wear 2 suitable lab ceat and disposable giove. Some buffer contain
the chactropic salt which may be an irritant and carcinogen, so appropriate. safety
apparel such as gloves and eye protection should be womn. If a spill of the buffers
occurs, clean with a suitable [aboratory delergent and water.

If the liquid spill contains potentially infectious agents, clean the affecisd area firs! with
laboratory deiergent and water, then with a suitable |sboratory disinfectant. Only
persons tralned in laboratory techniques and familiar with the principles of good
laboratary practice should handle these producis.

DO NOT add bl acidic solulions di
A g et e o

irehbructaon Mariusl, Reg. 2012, (B7-0MS-BY1706 (ROZ-2012.08) @ i"tRON
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Table 2, Protocols according to the BYF Sample Groups (5 Protocols)
BYF Samples Protocol Type
Gram Pasttive Bactana Type A Pretocol
Bacteria
Gram Negative Bactera Type B Protocol
Yeast Type C Pratocol
Fungal Tissue Type D Frotocol
Fungi
Fungi Type E Protocol

COLUMN INFORMATION

Table 3. Column information of i-genomic Series

ﬂnlum:u H;;mhrnne 3 Silica-based membrang

Spin Column ? Individually, s inserted in & 2.0 ml collection tbe ?,
Loading Capacity Maximum 800 pl

DNA Binding Capacity  Maximum 48 ug

Recovery 85 ~ 95% depending on the elution valume

Elution Valume Generally, ahited with 20 ~ 200 4l of elution buffer or water.

1 After use. seal the pack containing spen eolumins gntly without gettmg dry. Then, the

- spin columns are stable for over 2 years under thase conditions. Its not good for DNA
binding to be dried complately.
2. Addifional collection tibes (100 ea) are atsa supplied for your convaniant handling

@ iNtRON guimmic B DN Ectracion Misl K
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NOTES FOR SAMPLE S/ZING

# Measuring the Amount of Bample Before Pre-Lysis

We recommend to measure the amount of starting material without disruption and
homogenization excepl fungal tissue. In case of the gram positive bacteria and yeast
sampios, don't use high O0g,, value sample. [t makes to measure conveniently the
amount of starling material. Followed table shows a recommended amount of starting
malerial before pre-lysis. Please follow the manual instruction not 1o be over the
required amounts.

# Sample Volume

i-genomic BYF DNA Minl Kit procedures are optimized for 1 = 5 ml of bacteria culture
and yeast cuiture, 80 ~ 100 mg of fungal tissue, and 2 ~ 3 piace of 0.5 x 1em of fungi
grown piate. Followed table provides guidelines according to microorganism.
Exceeding the recommended amount of starting material will resull in ingfficiant lysis,
resuliing in low yield and purity. In the large, DNA yields and punily vary depending on
genome size, sample viscosity, and age of sample.

Table 4. Recommended Volume of Starting Material according to Micraorganism

Sample Amount
Bacteria 1~2mi
Yeast 35ml
Fungal Tissue 50~100 mg
Fungi 2~3 pieces of 0.5 x fom*
* The pigce is out of cultured plats:

Waruciion Mansal, Aug, 2012, BT.OMS £Y1738 (RO2- 201208 w iNtRON
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Quick Guide - G{+) Bacteria gDNA Extraction

(0~ l
| g Incubation @ ' sonEOH-2504,
L = ~ Mixwell
0 . |
« ¥ Transfer culture
L g
(o97.1-200) Y o
“1 13000 i, 1 min, RT
: ; 1 12,000 mim, 1 min, AT
@ - Polating o P Discard the
N il *  with Collection Tube
0O - | #
Resuspension :
. — . Insen column into 2
0 | new Collection Tube
" Bulfer MP - 100 o
© Lysozyme-3pl ® " autermw-00 u,
I_ {check the addition of ETOH)
T Mixwell |+ 13,000, { min, AT
| “ Discard the flow-through
0 - 15minat37eC. ~
| (Prelysis) “4 13000 ram, 1 min. RT
13000 mm 1 min AT 8 Discard the flow-through
0 " Pelletting, = with Collection Tube
= Discard the Sup. | €
- ].- Buffer MG - 200 pl, i« Insertcolumn into a
O 7 potsinese-20p | MewlSmiTube
RNase A -5 pl 8
@ 7 Buferme.50-100p
E Mix well {stay for 1 min)
| t 13000 gpar, 1 i, AT
© - tsminatssec. s
'y COVer
LD (Lysh (DNA solution)
) J' P 13,000 e, 1 i, BT
@ b Buffer MB - 230 i,
L Mix well g
i"tRo" |giamdris BYF DA, Exlraction M Kit
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PROTOCOL A (Gram Positive Bacteria)

1. Prepare Gram positive bacteria sample.
Mote | innuculate the bacleral sample into Smil of Bppropreate culture broth, then Incubate the
cutture st adequate temperatune untl DDB0D valus of 0.8 = 1.0 on a specirophotometar, OOE0D
values depend an the length of the light paith and tharefore differ between spectrophotomelars,

2.Transfer 1~ 2 mi cultured bacteria cell into 2 ml tube.
Note : Ensure comect amount of star matenal When excesd the recommanded oplimal amount
of starfing material, will rezult in mefficent iysis, As a result, obfain low yield and purty.

3.Pellet bacteria by centrifugation for 1 min at 13,000 rpm, then discard
supernalant except 50 pl of supernatant.
Mote : Remain about 50 pl supematant for resuspension, and then resuspend by tapping or
pipatiing.

4.Resuspend completely the bacterial pellet into remnant supernatant by tapping
or vigorously velexing,
Note : It is esseniial thal the peliet and remnant suspematant are mied tharughly yisld &
homogeneous solution.

5.Add 100 pl Buffer MP and 3 pl lysozyme solution into sample tube, and
resuspend by vortex for 30 sec or pipetting vigorousty.
Nete : Cell wall of gram positive bactena is composed of thick peplidoglycan. So nomal lysis
buffer doesn't breek & cell wall. For efficiant lysis of mest gram positive bacteria, enzymes such
as lysuzyme may be necessary For cerain species, such as Staphylocoecus spo., lysis is much
maora efficient with lysostaphin,

B.Ineubate the lysate for 15 min at 37 °C.
Note : During incubstion, the lysozyme enzymaticatly breaks down the bacterial cell wall, while
the detsrgent in MP bufler ansure complele fysss of the bacteria. And for complete break of o2l
wall, mix 5 ~ 6 times during incubation by mverting tube. The incubation tima can be prolongad
for more yields of DA

7.Centrifuge the pre-lysate for 1 min at 13,000 rpm at rcom temperature. Discard
supernatant, ensuring that all liquid is completely removed. And then resuspend
by vortexing or tapping of cell pellet to pre-lysis cell
Note : The cell wall is remaoved giving rise bo the formation nlsphan:aplam §a, should be lysed
bactena cell mare easily and rapidly. It s better that the call peilet is resuspended by vorlasing or
tapping before adding Buffer MPG.

B.Add 200 yl Buffer MG, 20 pl Proteinase K, and 5 pl RNase A Solution into sample
tube, and resuspend by vortex vigorously.
Note : Resuspand pellet by vorax or pipetting. After mix MG buffer, bacteria cell Iysate changs
cpaguely.

Irmreannn Mansal, Apg: 3012 TET-OMSEY 17 (RIZ2072-00) @ iNtRON
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8.Incubate the lysate for 13 min at 65°C,
Mote : For complets lysis, mix 5 - 6 times during incubation by inverting tube, The Incubation
tirme Gan be prolonged for more yields of DNA. The complete lyzis lel you sse dear lysale.

10. After lysis completely, add 250 p| Buffer MB to the lysate, and mix by pipefting
or gently inverting 5 to 6 times. DO NOT vortex, After mixing, spin down to
remove drops from inside the lid,

Note : This step is an equilbration step for binding genomic DNA 1o column membrane.

11. Add 250 pl 80% ethanol to the lysate, and mix by pipetting or gently inverting

5 to 6 times. DO NOT vortex. After mixing, spin down to remove drops from
inside the lid.
Note : [t i5 essential that the sample and 80% ethanol are meced thoroughly to yield a
homogensous solution. it is possible to apply varcus methed of sample: mixing (pipetting,
inverting or gently vorexing) until nol showing 2-phasa whech is not mined, But do NOT vorfex
vigarousty, because high spead of vortasing can give occasion fo shearing of ganomic DNA,

12. Pipette 750 pl of the mixture from step 11 into the spin column Inserted in &
2.0 ml collection tube. Centrifuge for 1 min at 13,000 rpm (RT), and discard the
flow-through and collection tube altogether.

Note | Th rmaximum vohime of the spin column resarvoirs is 800 pl. In case of the langer volume.
of binding mixture, divide the binding méixure into halves and bad the halve of binding mixture, If
a small amount will ot pass through, please centrifuge again for 1 min al 13,000 mm.

13_Place the spin column into a new 2.0 ml collection tube (additionally supplied),
add 700 pl Buffer MW to the spin column, and centrifuge for 1 min at 13,000 rpm.
Discard the flow-through, and again centrifuge for additionally 1 min to dry the
membrane (reuse the collection tube).
Note : Ii &5 very important fo dry the membrare of the spin colurmn sines residual ethanal may
inhibit subsequent reactions. Foliowing the centrifugation, remove carelully the spin column from
the collection lube without eartacting with the fiow-firough, since this will result In camyower of
situanol. Ensure that 40 mi of sthanal (EIOH) has been added 1o Buffer MY

14.Place the spin column into 2 new 1.5 ml tube {not supplied), and 50 ~ 100 pl
Buffer ME directly onto the membrane. Incubate for 1 min at room temperature,
and then centrifuge for 1 min at 13,000 rom to elute.
Mote | Elution with 50 Ul Increases the final DA concentration, bul neduces overall DNA yield
conventionslly. Alternatively, If you need larger amounts of DNA, efuting with 100 pl incraases
generally oversll ONA yield. A new 1.5 mi uba can be used for the second elution step Ip
prevent diluton of the first eluate. Atematively, the lube can be reused for the second elution
sl 1o combing the eluaies,

fé) INtRON
Biotechnology
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PROTOCOL B (Gram Negative Bacteria)

1.Prepare Gram negative bacteria sample.
Note : Innoculate the bacterial sampie into Smiof appropreate cullure broth, then Incubate the
cliure at adequate Emperaus untl ODE0D valua of 0.8~ 1.0 on a spectrephotameter. ODE00
values depend on the length of the light path and therslore differ between spactrophotometers.

2. Transfer 1~ 2 ml cultured bactera cell into 2 mi tube.
Note * Ensure comect amaount of start material. When ascead the meommended opfimal amount
of slarting materal, will result i1 inafiicient lysis. As a resull, oblain low yield and purity.

3.Pellet bacteria by centrifugation for 1 min &t 13,000 rpm, then discard
supematant except 50 pl of supematant.
Note ! Remain about 50 pl supsmatart for resuspension, and then resuspend by tapping oo
pipetiing.

4.Resuspend completely the bacterial pellet into remnant supernatant by tapping
or vigorously votexing,
Note : It 5 essential that the pellet and remnant suspematant are med thoroughly yisld a
homogeneous solution,

5.Add 300 pl Buffer MG, 20 pl Proteinase K, and 5 pl RNase A Solution inte sample
tube, and resuspend by vortex vigorously.
Note : Resuspand pellst by vartex or pipeting. Afier mix M3 huffer, baciera cell lysate change
opacuely.

6.Incubate the lysate for 15 min at 65°C.
Note | For complete lysis, mix 5 ~ 6 imes durng incubation by inverting lube. The incubation
fime can be profonged for mom yields of DNA. The compiete lysis ket you see clear lysale.

7. After lysis complately, add 250 pl Buffer MB to the lysate, and mix by pipetting
or gently inverting 5 to 6 times. DO NOT vortex. After mixing, spin down to
remove drops from inside the lid,

Note : Thig step is an equilibration step for binding genomic DNA to column membrane.

8. Add 250 pl 80% ethanol to the lysate, and mix by pipetting or gently inverting 5

to 6 times. DO NOT vertex. After mixing, spin down to remove drops from inside
the lid.
Note : It Is essential that the sample and 60% ethanol ae mixed thoroughly o yield a
homegeneous solution. 1 Is possible to apply varous melhod of sample mixing (pipetiing,
inverling or gently vortsxing) until not showing 2-phase which s not miked But do NOT vordex
igorously, bacause high speed of vorlexing can give ceoasion to shearing of genomic DNA

estnaion Meswial, Aug, 2092 IBT-OMS-EY1735 (RO2-2012.08 @ iNtRON
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9.Pipette 750 pl of the mixture from step B into the spin column inserted in a 2.0
mi collection tube, Centrifuge for 1 min at 13,000 rpm (RT}), and discard the flow-
through and collection tube altogether.

Nate : The maximum volume of the spin eolumn reservairs i 800 UL In ease of the lamer volume
of binding mixiure, divids the binding mixture inic halves and load the halve of binding mixiure. If
a smal amount will not pass through, please centrifuge again for 1 min a1 13,000 om,

10.Place the spin column into a new 2.0 mi collection tube (additionally supplied),
add 700 pl Buffer MW fo the spin column, and centrifuge for 1 min at 13,000 rpm.
Discard the flow-through, and again centrifuge for additionally 1 min to dry the
membrane [reuse the collection tube).
Note : It is very important to dry the membrane of the spin column since residual ethanol may
inhibit subsecuant reactions. Ensure that 40 mi of ethanc! (St0H) has bean added to Bufier MW,

11. Place the spin column into a new 1.5 ml tube (not supplied), and 50 ~ 100 pi

Buffer ME directly onto the membrane. Incubate for 1 min at room temperature,
and then centrifuge for 1 min at 13,000 rpm to elute.
Note : Elution witts 50 11l increases the final ONA concentrabon, but reduces overall DNA yield
conventionally AHematvely, if you nead lamer amounts of DNA sluting with 100 pl Increasas
genarally overall DNA yisd. A new .5 ml tube can be used for the second alution step fo
pravent diution of fhe first sluate.

INtRON
Biotechnology
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PROTOCOL C (Yeast)

1.Prepare Yeast sample.
Note : Fick up the single colony from agar plate. Inoculate picked single colony to 5 ml liquid
culture media (ex. YPD, 2xYT ete}, then intubate for ovemnight in adequate temperature condition
unfil Q000 value of 1.8 ~ 1.0 an & spactropholmetsr. GDE00 values depend on the length of
the light path and thensfcre differ belwean speclopholomefers.

2.Transfer 3 ~ 5 ml cultured yeast cell into 15 ml tube.

3.Pellet yeast by cenfrifugation for 1 min at 13,000 rpm, then discard supematant
except 30 pl of supernatant.
Note : Remain about 50 pi supematant for resuspension, and then resuspend by tapping or
pipatting.

4.Resuspend completely the yeasf pellet into remnant supernatant by tapping or
vigoreusly votexing.
Note : I Is essential that the pellet and remnant suspematant are mixed thoroughly yieid a
norogentsous solution,

5.Add 200 pl Buffer MYP and 2 pl B-mercaptoethanol into sample tubs, and mix
well by vortex for 30 sec or pipetting vigorously,
Note ; Major structural constituents of the cell wall of yeast are polysaccharides (80 ~ 90%),
mainly glucans and mannans, with a minor percentage of chiting Glucans ars very sturdy and
weeve together fightly te form a tough ball profecting the inside of the yeast cell and chitin is
only 2~ 4% of the cell wall, Also, cell wall is composed with glyeoprotein. Glycoprotein is mast
manncpritein. 3o, nomal lysis buffer doesi’t break call wall

B.Incubate the lysate for 15 min at 37°C.

7.Centrifuge the pre-lysate for 1 min at 13,000 rpm al room temperature. Discard
supernatant, ensuring that all liquid is completely removed. And then resuspend
by vortexing or tapping of cell pellet lo lysis cell perfectly.
Note : I is batter that the cell pellet & resuspended by vortexing or tapping before adding Buffer
MG

8,Add 100 pl Buffer MP and 3 pl Iyticase or zymolase solution [not supplied,
20mgiml) into spheroplast sample tube, and mix well by vortex for 30 sec or
pipetting vigorously.
Note : Lyticase or zymolase enzyme break cell wall components such as: qlysoprotein and
polysacchande. For sfficlent lysls of some yveas! species, zymolase rather fhan Iylicase is
recommended. Please use e agpropriate enzymea for the particular species.

9. Incubate the lysate for 15 min at 37°C.
Mote : During incubation, the lyticase or zymolase enzymatically breaks down the yeast cell wall
And for pomplete lysis, mix 5 ~ & times during. incubation by inverting twbe, The incubation time
can be prolonged for mare yizlds of DA,

Instruticn Manual, Aug 2003 1BT QME-BY 1T [RO2-2012.08] @ i"tRON
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10.Centrifuge the pre-lysate for 1 min at 13,000 rpm at room temperature. Discard
supernatant, ensuring that all liquid is completely removed, And then resuspend
by vortexing or tapping of cell pellet to lysis cell perfecty.
Note : Because pre-lysate pellel fs removed cell wall. should be lysed veas! cell more easily and
fast. Itis better that the cell pellet is resuspendad by vorlexing or tapning before adding Buffer
ME.

11.Add 200 pl Buffer MG, 20 pl Proteinase K, and 5 pl RNase A Solution into
sample tube, and vortex vigorously.
Note 1 Resuspend pellst by vortex or pipetting. After mix MG buffer, bacteria cell lysawe change

opanuely

12.Incubate the lysate for 30 min at 65°C.
Note : For complate lysis, mix 5 ~ & fimes during incubation by invering tube. The incubation
fime can be prolonged for more yields of ONA. The complete lyais be! you see clear ysals

13.After lysis completely, add 250 p| Buffer MB to the lysate, and mix by pipetting
or gently inverting 5 to 6 times. DO NOT vortex. After mixing, spin down to
remove drops from inside the lid.
Note : Tha step is an equilbration step for binding ganomic DNA 1o column membrans.

14.Add 250 pl B0% ethanol to the lysate, and mix by pipetting or gently inverting 5
to 6 times. DO NOT vortex. After mixing, spin down to remove drops from inside
the lid.

Note © It is essential that the sample and BO% ethanol are miked shoroughly to yield a
hameganeous solulian,

15.Pipette 750 pl of the mixture from step 14 into the spin column inserted in a 2.0
mi collection tube. Centrifuge for 1 min at 13,000 rpm (RT), and discard the fow-
through and collection tube altogether.

16.Place the spin column into a new 2.0 mi collection tube (additionally supplied),
add 700 pl Buffer MW to the spin column, and centrifuge for 1 min at 13,000 rpm.
Discard the flow-through, and again centrifuge for additionally 1 min to dry the
membrane (reuse the collection tube),
Note : It is very impartant to dry the mambrana of the spin column since residual ethanol may
inhibil subseguen reactions.

17. Place the spin column into a new 1.5 ml tube (not supplied), and 50 ~ 100 pl
Buffer ME directly onto the membrane. Incubate for 1 min at room temperature,
and then centrifuge for 1 min at 13,000 rpm to elute.

Naote : Eltion with 50 pl increases the final DMNA concentration, but reduces averall DNA yield
conventionally. Allematively, if you need larger amounis of ONA, aluting with 100 pl increases
generally overall DNA yield.

INtRON sy meepye
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PROTOCOL D [Fungal Tissue)

1.Prepare Fungal tissue sample.
Hote : We recommend to collect the fresh fungal fissos such as mushmom sample The mare
fungal fissue sarmple = like o plant leal or slem fissue sample, Alse, fungal tssue sample is big
size, therefore it is disrupt and homogenize. To later use, should slice off fungal tissue sample io
suitable size and then siored at -80) °C afler frozen in Rquid nitogen. )

2.5lice prepared sample to suitable size by pre-chilled scalpel or scissor,
Note : When the handling of liguid nitrogen, be careful and wear a glove and protectve sud.
When homogenize karge size of sample, bound sample’s pieces out of mortar. Alsa, sample of
small size i homogenized saslly and speady.

3.Place the sliced sample into prepared a grinding jar (mortar). Add liquid nitrogen
to the mortar and freeze. Keep the sample submerged in liquid nitrogen, and
grind carefully until the sample is homogenized completely. Allow the liquid
nitrogen to evaporata, and proceed immediately to next step.
Note i We recommend to be homogenized completely until fissue clumps are not visiole, I
fungal tissue clump remain homogenized sample. do nof lyse compledely in Iysis step. It's very
impartant to keep the sample frozen in liquid nitrogen during disruption and homogenization stap.
The keeping frazen sample inhibit low DNA yields 2nd degraded DA,

4, Measure 50 ~ 100 mg of sample powder, and then transfer into 1.5 mi tube using
a spatula.
Note : To prevent thaw the frozen sample during transfer it previously pre-chilling the spatula
and 1.5ml lube in liquid nfrogen. The freeze-thaw repatition of frozen sampla will result in the
DA degradation: And more, exceeding the recommendsd optmal amount of starting material
will ressudt I Inefficient tysls, resuiting in kvw DIA yisld and purity,

5.Add 100 pl Buffer MP and 3 pl Iyticase or zymolase solution (not supplied,
20mgimi) into sample tube, and resuspend by vortex for 30 sec or pipetting
vigorously.

B.Incubate the lysate for 15 min at 37°C.
Note | For complete break of cell wall, mix 5 or 6 imes during incubation by inverfing tube. The
inzubafion fime can ba prolongad for more yields of DA,

7.Centrifuge the pre-lysate at 13,000 rpm for 1 min {RT). Then discard supernatant,
ensuring That all liquid is completely removed.

G.Add 200 i Buffer MG, 20 pl Proteinase K, and 5 ul RNase A Solution into sample
tube, and vortex vigorously.
Note : With fungal tasue sample absorbs lysis tuffer, and bacomes swollen. Whan apply
exceeding the recommended amount of starting material, it may be dificult fo handle fungal
tissue due to (s sticky. Therefore, always keap the recommended amoun! of starling material
Also, when MG buffer and rapadly, should be pravent degradation of DNA by DNase

iowiruction) Masaal, Asg. 2013, 15T-QMS BY 1736, (RO 2012:08) @ iNtRON
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8. Incubate the lysate for 30 min at 85°C,
Note : For compiete lysis, mix 5 ~ 6 times dunng incubation by inverting tube. The mcubation
time can be prolonged for more yiglds of ONA- The complete lysis let you see clear lysate.

10.After lysis completaly, add 250 pl Buffer MB to the lysate, and mix by pipetting
or gently inverting 5 to 6 times. DO NOT vortex. Aer mixing, spin down to
remove drops from inside the lid.
Mote | This step is an equilibration step for binding genomic DMA to column membrane.

11.Add 250 pi 80% ethanol to the lysate, and mix by pipetting or gently inverting 5

to 6 times. DO NOT vortex. After mixing, spin down to remove drops from inside
the lid.
Note : Il is essential that lhe sample and B0% ethancl are miged thoroughly fo yisld a
homogeneous solution it s possible to apoly vanous method of sample miting (pipstting,
imvarting or gently vertexing) undil not showing 2-phasa which is not mixed. But do NOT vortex
vigorously, because high speed of vertexing can give oocasion to shearing of genomic DMA, Do
niot uze aleshols other than ethano! since this may result in reduced yialds.

12.Pipette 750 pl of the mixture from step 8 into the spin column inserted in a 2.0
mi collection tube. Centrifuge for 1 min at 13,000 rpm (RT), and discard the flow-
through and collection tube altogether .

Note | The maxmum volurne of the spin column resenvotrs is 800 ul. In case of the larger volume
of binding mivture, divide the binding mixture into halves and Inad the halve of Binding miture. If
a small amount will not pass through, please centrifuge again for 1 min 2t 13,000 rpm,

13.Place the spin column into a new 2.0 ml collection tube (additionally suppliad),
add 700 pl Buffer MW to the spin column, and centrifuge for 1 min at 13,000 rpm.
Discard the flow-through, and again centrifuge for additionally 1 min to dry the
membrane {reuse the collection tube),
Note : It is vary imporant fo dry the membrane of the spin column since residual ethancd may
inhikit subsequant reactions. Following the centrifugation, remove caretully the spin column from
the colecion fube without comacting with the flow-througn, since this will resilt in casmyover of
gthanol, Ensure that 40 mi of ethanal (E4GH]) has baen added to Buffer MW,

14.Place the spin column into a8 new 1.5 ml tube (not supplied), and 50 ~ 100 pl
Buffer ME directly onto the membrane. incubate for 1 min at room lemperature,
and then cenfrifuge for 1 min at 13,000 rpm to elute.
Mote : Elution with 50 pl increzses the final DA concentration, but reduces overall DNA yisld
comventionally, Alematively, Il you need larger amounts of ONA, eluting with 100 pl increasas
generally overall DMA yigld, A new 1.5 mi tube can be used for the second elution step ko
prevent diufion of the first eluate Altemaiively, the tube can be reused for the secand elution
slep to comiting the sluatas.

@ iNtRON l-ganoric BYF DNA Extracton Mini Kt
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PROTOCOL E (Fungi)

1.Prepare Fungi sample.
Note : Fungi reproducs by 2 spore, and well grow in humid weather. So seed on £SZ (Czapek
anar), MEA (Malt Extract agar), or PDA (Patatn Dextrmas agar plate, and then incusate far 4 ~ 8
day In sdequale temperature condition(15 ~ 37°C)

2.Cut off 2~ 13 pieces of 0.5 x 1 cm by scalpel.
Note : Becaiise difficut pick up fungl samgpie drectly, cut off & state thit be grown fungi on plate.

3. Transfer sliced plece to 15 ml tube.
Nate : Progress for pre-treating step.

4. Add 5 ml of 1x PBS buffer into sample tube and vortex vigorously,
Nate : Whan progress vertas, spores and hypha saparate from funglon piae.

5. Transter suspended fluid into 1.5 ml tube.
Mote : In order to collect spore and hypha, franster suspended fiuid except plate plece.

B.Centrifuge suspended Auid for 5 min at 13,000 rpm at room temperature.
Discard supematant, remaining 50 yl of suspernantant without disturbed pellet.
And then resuspend by vortexing or tapping of ceil pellet fo pre-lysis cell
perfectly.

Note : It is befter that the cell pefiet |5 resuspended by vonexmg of tapping before adding Buffer
MF.

7.Add 100 pl Buffer MP and 3 pl Iyticase or zymolase solution (not supplied,
20mgiml) into sample tube, and resuspend by vortex for 30 sec or pipetting
vigorously.

8.Incubate the lysate for 15 min at 37°C.
Note : For enmplete heeak of cell wall, mix 5 ~ B imes during incubation by invering fube. The
incubation fima can be pralonged for mone yiskds of DNA.

9.Add 200 ! Buffer MG, 20 pl Proteinase K, and 5 pl RNase A Solution into sample
tube, and mix by vortexing vigorously.
Note : The sporeand hypha of fungi sampls s low amount. Also, when MG buffer add rapidly,
should be prevent degradation of genomic DNA by Dnase.

10.Incubate the lysate for 30 min at 65°C.
Hote : For complets Iysis, mix 5 = 6 times during incubsation by inverting tube. The incubation
tima can be prolonged for more yigids of DNA. The complete lysis el you see claar [ysaie.

Irsinuction Makuol, hug. 2012, IBT-QMS-BY 1736 (ROZ-2112-08) @ iNtRDN
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11.After lysis completely, add 250 pl Buffer MB to the lysate, and mix by pipetting
or gently inveriing § to 6 times. DO NOT vortex. After mixing, spin down to
remove drops from inside the lid.
Mote : This stap s an equilibration step for binding genomic DNA o column membrane.

12.Add 250 pl 80% ethancl to the lysate, and mix by pipetting or gently inverling 5

to 6 times. DO NOT vortex. After mixing, spin down to remove drops from inside
the lid.
Mote : It is essential that the sample and B0% ethanol are mined thooughly lo yield a
homogeneous solufion. It 1§ possible to apply vanous method of sample mixing (pipeting,
irverting cr gently woetexing) until not showing 2-phase which fa not mixed, But do NOT voriex
vigorously, bacause high spead of vorlexing can give occasion to shearing of genomic DNA, Do
not use alcchols other than ethanol since this may result in reduced yields,

13.Fipette 750 ul of the mixture from step 12 into the spin column inserted in a 2.0
ml collection tube. Centrifuge for 1 min at 13,000 rpm (RT), and discard the flow-
through and collection tube altogether.

Mote : The mazimum volume of the spin column resenoirs is BOO pl. In case of the fanger volume
of binding mixture, divide tha bindirg mixture into halves and oad the heive of binding mixtuge. I7
asmal amaunt will not pass through, please centrifuge agam for 1 min at 13,000 rpm.

14 Place the spin column into a new 2.0 ml collection tube (additionally supplied),

add 700 pl Buffer MW to the spin column, and centrifuge for 1 min at 13,000 rpm.
Discard the flow-through, and again centrifuge for additionally 1 min to dry the
membrane {reuse the collection tube),
Note : It is very important o dry the membrane of the spin columin sinca residual ethanol may
infitit subsequant reactions. Following the centrifugalion, remove carefully the spin cofumn from
the collection tube without contacting with the fiow-through, since this will result in camyower of
ethanol. Ensure that 40 mi of ethanol (E1OH) has been added fo Bulfar MY,

15, Place the spin column into a new 1.5 ml tube (not supplied}, and 30 pl ~ 50 pi

Buffer ME directly onto the membrane. Incubate for 1 min at room temperature,
and then centrifuge for 1 min at 13,000 rpm to elute.
Note : Elution with 30 pl increases the final DNA concentration, bul reduces overall DNA yield
conventiorally, Alematively, if you need farger amounts of DA, eluting with 100 pl ncreases
generelly overall DNA yield. & new 1.5 mi tube can be used for the second efution s%ep to
prevent dilution of the first eluate, Allemaiively, the tube can be mused for the second elution
step io combing the sluates.

fly INERON
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TROUBLESHOOTING GLIDE

Problem  Possible Cause Recommendation

Low Mow rate  Clogged spin column  Completaly perform the Disruption & Homogenization
in column by particulate step

-matenal Increaze the incubation time a1 85°C in Lysis siap.
High viscosily of Reduce the amounts of starting material.
Lysate Increase the incubation ime a1 65°C in Lysis step.
Broblem in Check your cenirifuge, and then spaad up or increase the
o eenirifugation centrifugation time.
Low DNA Inatequate lysis Reduce the amounts of starting material.
yield Increase the incubation time-at 85°C in Lysis step.
Increase ysozyme of iyficase volume in Pre-Lysis step.
Errarin DNA binding  After adding Butier MB in DNA Binding step. please mix
well by gently inverting.
Check that the amount of Buffer ME is added comectly to
the supematant.
Check that the amount of 80% E10H is added correctly o
binding riture.
Incorrect Washing  Check again that the amount of sthanol (Et0H) & added
=) correctly lo Washing bufier,
When storing Washing Buffer, abways keep & lid shut
il without evaporaton,
Insuficiant DNA Increase the volume of Buffer ME or water to 100 pl
elution Increase the incubation time on the column 1.5 ~ 10 min

4l room lemperature prior fo centrifigation.

Exoess addiionof  Raduce the amaunt of Buffsr ME.

elution bufier Incraase the incubation fime on fhe column fo 5§ - 10 min
al room lemperature prior fo centrifugation.
Reload the elute inio used spin column, and then rapeat
elution step.

raisuction Mangel, Aug 2012, 15T-OME-BY1TH (R02.2012-08) @ iNtRON
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= = T
TROUBLESHOOTING GUIDE
Problem  Possible Cause Recommendation
Low fiow rate  Clogged spincolemn - Completely periomm ihe Disruption & Homogenization
in column by pariculate step
matenal Incraase the incubation time at 85°C in Lysis step,
High visoosity of Reduce the amounts of starting matarial,
Lyaje Increass the incubation fime at B5°C in Lysis step.
Problem in Check your centrifuge, and then speed up or increase the

centrifugation cenirifugaticn tme,
Low DNA Inadequats lysls Reduce the amounts of starting material

yigld

Problems in  Ethandl Ensure that dunng Washing Step B, the column
down-stream  contamination mesmbrang should be dried completely, Please centrifuge
expariments alfull speed for 5= 10 min to dry the membrane.

During Washing Step B, afier -centrifugation, remove
carafully the spin columen from the colleetion fubes without
contacting with the flow-through, This careless contact
will resultin contamination of ethanol

Sallcontamination  Chech again toadd EICH previously into Buffer MW,
Store Bufier MW at room temperalure (15 ~ 20°C).

Amount of DNA used  Optimize the amount of DNA used in your downsiream

I expedments. experimeants,

m iNtRO" Hpepomc EYF THA Exteachion Mini i
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TECHNICAL ADVICE

# Ganeral remarks on handlino genomic DNA

DMNA is a relatively stable molecule. However, introduclion of nucleases to DNA
solutions should be avoided as these enzymes will degrade ONA. Genomic DNA
consists of very large DMNA molecules, which are fragile and can break easily. To
ensure the intagnty of genomic ONA, excessive and mugh pipetiing and vorlexing
should be avoided. DA is subject to acld hydrolysis when stored in water, and should
therefore: be stored in TE butfer or Buffer ME from INERON

# Sample storage prior to isoiation ol genomic DNA

The quality of the starting malerial affects the quality and yield of the isclated DNA. The
highest DNA vield and quality is achieved by purifying genomic DNA from freshly
harvested tissues and cells. If samples cannot be processed immediately after
harvesting, they should be stored under conditions that preserve DMA integrity. In
general, genomic DNA yields will decrease if samples, parficulary animal samples, ars
stored at either 2 ~ 8°C or -20°C without previous freatment. In addiion, repeated
freezing and thawing of frozen samples should be avolded as this will lead to genomic
DINA of reduced size, and in clinical samples, [0 reduced yields of pathogen DNA.

Bacteria cell cultures and Yeasl cell culture Cenbiluge harvested cell cultures, emove
the supematant, and then store the cells at -20°C or —50°C,

Fungal material Myczlium of fungal sample should ba harvasted diractly from & culturs dish or
fiquid cuflure. For fiquid cultures, he cells should be pelleted by cantrifunation and the supematant
remeved befare DA (solation or storage. Hanested sampies can be aifner direcly froren or
freaze dried, and stored at —80°C.

migtruchion MoamiE, Aeg. 2012 BT DMS-EY(T38 (ROZ-2012-08) m i NtROH
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# Slorage, quantification, and determination of quality and yiald of gONA

Siorage of DNA _

For long-term storage, DNA should be dissolved in TE bulfer or Buffer ME, and stored
at -20°C. DNA stored in water is subject (o acd hydrolysis. Any cantaminants in the
DNA sclution may lsad to DNA degradation. Avoid repaaied fraeze-thawing as this will
lead to precipitates. We recommend storing genomic DNA samples in aliquats.

Quantification of DNA

DNA cencentration can be determined by measuring the absorbance at 260 nm (A260)
in & specirophotometer using a quartz cuvette: For the greatest accuracy, readings
should be between 0.1 and 1.0,

An absorbance of 1 unit at 260 om carresponds to 50 ug genomic DNA per ml [A260
=1 == 50 pgimi). This relation is valid only for measurements made af neulral ~ slighly
alkalme pH, thersfore, samples should be diluled in a low-salt buffier with slightly
alkaline buffer (e.g., 10 mM Tris:Cl, pH 7.5~8:0)

Note . I you will use more than one covelie 1o measune multiple samples, the cuvettes mus! be
matchad,

Mote : Spectraphctometric measurements do not differentiate between DNA and RNA, so RNA
contamination can lead o overestimation of DMA concentration.

Note : Phenc! has an abserbance maximum of 270=275 nm, which is close to that of DNA. Phendl
conlamination mimics both higher yields and higher purity, because of an upward shiff In the AZ80
yalue,

Purity of DNA

The ratio of the readings at 260 nm and 260 nm (A280( AZ80) provides an estimatz of
DNA purity with respect to conlaminanis that absorb UV light, such as protein. The
AZ60/ 8280 ratio 15 infiuenced considerably by pH. Since water is not buffered, the pH
and the resulting A260/ A280 ratio can vary greatly, Lower pH results in 3 lower AZ60/
AZE0 ratio and reduced sensitivity o protein contamination. For accurate AZ60/ AZBD
values, we recommend measuring absorbance in-a shightly alkaling buffer (e.q., 10 mM
TriseCl, pH 7.5~8.0). Make sure lo zero the spectrophotometer with the appropriate
buffer. Purs DNA has an AZ80f A280 ratio of 1.7-1.9: Szanning the absorbance from
220-320 nm will show whethier there are contaminants affacting absorbance at 260 nm.
Absorbanes scans should show & peak at 280 nm and an overall smooth shape,

RNA contamination

Depending on the DNA isolation method used, RNA will be copurified with genomic
DNA. RNA may inhibil some downsiream applications, but it will not inhibit PCR,
Specirophotomatric measursments do not differentiate betwsen DNA and RNA, so
RNA contamination can lead jo overestimation of DNA concentration,

iNtRON genomic SYH DA Exirechion Min Wit
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EXPERIMENTAL INFORMATION

& Electrophoresis Results From Various BYF Sample

igenomic BYF DNA Mini Kits provide a reliable and pracical method to purily efficiently
genamic ONA from all kinds of gram-positive bactena, yeast, fungal tissue and fungi.
DNA purified by i-genomic BYF DNA Mini Kit is up toover 40 Kh, and has an Aggom
ratio of 1.7 =~ 1.9, indicating high purity of the DA The following Figure 1 shows
overall electrophoresis dala from representative various BYF samples.

2 3 4 5 6 T & 910 11 12 13 4 15 16 17 18 19 20

YAG-2

Armdtans Mibosa

T
Tricholoma matsitace

Sacclmomyces fypa !

Blewrnlus osbwatus
Flammdins velutipes

Acpergilus oz
Aspergilz nigar
Periiciiam clrinum

Caidda aticans
Fanidida perapsioss

LA megher

Bacillus cereis
Bailivg subiily
Lactobacifus &5,
Etaphplacaccien g5,
Sirepfacoccus 5.
Ssccharomyoes fype 2

Saccharomyces fype 3

Gram Positive Bacteris Yaas! Fungal Tissue  Fungs

Figure 1. Agarose Gel Electrophoresis of Eluted Genomic DNA (1.0%)

After eluting genomic ONA with 50 pl Buffer ME, each 25 ~ 50 ng of DNAs wers used
in DiNA Elactrophoresis,
* Elgctrophoresis condition. 1.0% Agarose Gel at 100 Volt for 30 min,

bmtruction Maoual, Agg. 3012, BT-OME-BY 1736 [ROT-2012:08) @ i"t RO"
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# Determination of Yield and Purity Dotz of DNA

= Type A & B Protocol : Gram Positive & Negative Bacteria

(A) DNA Yield and Purity
Lane  Samples Amaunts (ml)'  DNA Yield {ug) Aogen
1 Boluscersus 2 6-13 178
2 Baclis sublifis 2 5-12 184
3 Lactobacilus 5p 2 f~13 1.80
4 Corynebactarium 2 6-13 1.79
5  Staphylococcus sn 2 -1 188
6 Streplococcs sp. ? 6-12 1.84
7 Escherichia coll Z =1 1.85
§  Poeudomonas aeruginosa 2 T-H 1.86
" Thi yofume o cullured cell
(B} DNA Purification and Enzyme Digestion (RE)
(1] 1 2 3 4 5 i [ i
RE - =+ - - - - - - | B

Figure 2, Results of DNA, purification and enzyme digestion with EcoRI

After eluting genomic DMA with 50 pl Buffer ME, each 100 ng of DNAs were used in
DA electrophoresis and enzyme digestion, respactively Restriction enzyme digestion
was performed with 5 units of EcoRl at 37°C for 1 hour,

@ iNtRON fganonie BYF OMA Extrastion Mo Kit
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B

= Type C Protocol : Yeast
{A) DNA, Yield and Purity

Lane  Samples Amountsiml)'  DNAYRHGE) A

1 Candida abicans 5 10~-13 178

2 Candide parapsiesis 5 10=12 183

3 Candioa troplcatis 5 10~ 13 179

4 Seccharomyces type 1 5 12~ 185

5 Saccharamyoes type 2 i Té=15 1.84

g Saccharantycas lype 3 ] 10~14 182

7 YRE-2 i 12-14 181

" The volume of cultimed ol

{B) DNA Purification and Enzyme Digestion (RE)

Figure 3. Resulis of DNA purification and enzyme digestion with EcoRI

After eluting genomic ONA with 50 pl Bufier ME, each 100 ng of DNAs wera used in
DNA electrophoresis @nd enzyme digestion, respeclively, Restriction enzyme digestion
was parformed with § units of EcoRl at 37°C for 1 hour.

lrucion Nemuial, Auvg. 2012, 1BT QWS- BY 1 736 [ROG2012-08| @ iNtRON

- Biaotechnology



27
Additioral Information

= Type D Profocol | Fungal Tissue

[MDHA?HIIandPu:jIT_ ———— -
[ Gampias Emounes ()’ Db el {a} Pnspimsn
1 Armilfars bulboss 50 9-13 .84
2 Trichodeing madsulsks 50 g=~12 .82
3 Plaurolus o6l salus 50 9~13 1.86
4 Flammuling veiKipas 50 10=13 .28
¥ The ameunt of ground Tungdl lissue powdsr
(B) DNA Purification and Enzyme Digestion (RE)
M 1 b & 4
RE - + & - z + = +

Figure 4. Results of DNA purification and enzyme digestion with EcoR|

Afier eluting gencmic DN& with 50 i Buffer ME, each 100 ng of DNAS wers used in
DNA slectrophoresis and enzyme digestion, respectively, Restriction enzyme digestion
was performed with 5 units of EceRl at 37°C for 1 howr,

@ iNtRON [
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e
= Type E Protocol : Fungi
{A) DNA Yield and Purity
Lares Siamples Arncunis {mg|' Db el o) Brids

1 Agpernilus oryze i ka7 tH

2 Asparmilius miget 2 5-8 182

3 Paniciium cltrinum 7 5B 180

T The volume of cuttured osll

{B) DNA Purification and Enzyme Digestion (RE)

I 1 2 3
HE - £y - + N 3

Figure 5. Results of DNA purification and enzyme digestion with EcoRI

After eluting genomic DNA with 50 pi Buffer ME, each 100 ng of DNAs were used in
OINA electrophoresis and enzyme digestion, respectively, Restriction enzyme digestion
was3 performed with 5 units of EcoRl at 37°C for 1 hour.

irtrution M, Aug. 212, 18T -CMB-BY 1730 (ROD-2045:08] @ iNtRON
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Tabwan
Asian Life Scisnce Co. L.

Ehcna : +886 2 2998 6238
Faux ; <886 2 8500 EGEE
I.IFEL

Tawan

Heng-jing Ca, Lid
Phone | «886 7 3233 8535
Fax . =852 3233 9585
UFL

Thlind
Pazific Science To. Lid:
Phone @ +66 2 433 0068
Faw * +6R 7 438 3609
URL:

Turkay
BIOCEM Lid Co.

Phone + =80 212 534 0103
Fax: &WZIIBEI 281
URL 5 Ao Ve -




Additional Infarmation

# Molecular Reagent

United Kingdom
CHEMBIO LTD.
Phone-: 144 208 123 3115

Fax - +44 810 007 311
LR Foo winie chbm |

UsA

Boca Soientdia

Phone * +1 5R1 885 5077
Fax - +1 561 996 5018

URE s hEn Sewe Docimnipstie gor

Vigtnam

WVIETLAB Ca., Lit
Phore | <844 Jr821730
Fax ; «BA4 TTR21T36

& Molecular Dingnosis

Iran

Sinal Bio Medical Chemistry Co.
Fhone - 98 71 2244 2458
Fae | <88 21 2244 0348

URL Wi i aERTE

Kazakhstan

BigHim Pribioy

Phang ;47 727 278 23 18
Fax; «7 T27 2369 274
Emgl b g e o

Spain

ELRCVET VETERINARIA 5.L.
Phone | 34 91 8341374

Fax ; +H B188TEH

URL ; bt o 44

ran
Sing Big Medca Chemsiry Co.
Phone.; +98 21 2244 2408
Fax =3 271 2244

= o ST
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Hazakhstan

BinHim Pribar

Phorie = 47 727 278 118
Fai: +7 T27 268 279t

Phone | +34 91 BB41374
Fa | +34 510675465
LRE

# Molecular Reagant
Molecular diagnosis

Austria

Anopoll Biomedica Systama
Phone: +43 2773 42564
Fax - +43 3773 44303

Jordan | brag

Gamabics Company
Phone - +962 6 5536407
Fax  +56d B 5535398
[T R . BErRd

SOn )

Phang - +60.3 7087 8218
Fax © +80 3 YAAT B3
URE

Mongolia

& Biotech Co., L.
Phone | 4876 5006 DET7
Fax < +876 70111787

Spein
EURCVET VETERINARIA 51

Pukistan

HR B0 SCIENCES
Phone : +82 42 F7247650
Fax. 32 42 $7247650

Email

Philippines
Heboom Angylics
Phone . -532 451

INC.
H73

Fa:.-'tﬁ?ﬂd!ﬂ_ﬂ!?}'

Romania

S Bio Zyme SRL
Phone - 400 264 52 32 1
Faoe = +dl] 264 52 32 81

URL -
Switzerland
LermaChem AG
Phona - +41 (01
URL

Tunista

420 9638

Fra o 41 (0141 420 5656

RiEC Phamaceuique &

Dlagnostigue

Phona : <216 71981003
Fax: +216 71981473

Emgil.

usA
Bulidog Bio inc.

Phoae * +1 503 570 4248
Malaysia Fax : +1 603 763 0524
NI BIOSCIENCE SOLUTIONS g - o 00 -

[k 200
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Tel t 4+A2-505-550-5500
Foix | +82-505-550-54450

Ml infronbi o ETEor D .com

rou gon find your poriners, INIRON Dishibistar in Page.,

Takesonly 20 ~ J0 minutesta extract gencmic DhA.

High quality and quantity of DA recovery

complete removal of Inhibilon o confaminants for cocurate
dowen stream applicalioms. And he reeze-died formuiQied enzyme
hos peen Improved DA sslraction statility,

Mo need varigus DNA Exroction kit — vast applicabilty, The Kb s
suitable o use vomigus kinds of blological samples. Advanced G
lechnology Tor rapld ang efficlent purificotion of DNA  withowt
ethono! pracigiiotion.



