Bacterial DNA Isolation Kit DENA S, . &

Cat. No.: $-1035-5; 5 applications ®
.

Cat. No.: S-1035; 25 applications d st
Cat. No.: 5-1035-1; 50 applications www.denazist.ir

MANUAL

Description: DENAzist Bacterial DNA Isolation Kit is designed for the extraction of genomic DNA from
microorganisms and gram positive and negative bacteria in biological fluids including ruminal fluid, urine, saliva,
and sputum and cultured colonies, and microorganisms with hard cell wall including mycobacteria in biological
fluids or cultured colonies. The extracted DNA could be used in a multitude of downstream procedures including
PCR, genotyping, DNA digestion, and sequencing.

Expiry date: 18 month after shipping

VERSION: Sept 2023

Important instructions hefore first use

For 5 application kit, add 3.6 ml ethanol (96%-100%) to DB3 container. For 25 application kit, add 18 ml ethanol (96%-
100%) to DB3 container. For 50 application kit, add 36 ml ethanol to DB3 container.
Label the container to record that ethanol has been added before first use.
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umn. Centrifuge the spin column at 10,000 rpm for 1
minute. Discard the flow-through.
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2. Transfer 2 mL of biological fluids or 1 ml of bacte-
rial liquid culture to a 2-ml microcentrifuge tube.
Centrifuge the tube at 13,000 RPM for 2 min-
utes. Discard the supernatant and keep the pellet. 14. Add 50-100 ul from the DB4 solution onto the center

of the spin column. Leave the spin column mounted

13. Separate the spin column from its collecting tube and
place it into a new 1.5 ml microfuge (Eppendorf) tube.

3. Resuspend the pellet of bacterial cells in 0.7 ml of on the microfuge tube for 5 min at room temperature.
the mix from step 1. Add glass beads and vortex Centrifuge the spin column mounted on the micro-
at maximum speed (5 minutes for Gram nega- fuge tube at 10,000 rpm for 2 min.

tive, and 10 minutes for Gram positive bacteria).
. . 15. Return the eluted solution from the previous step
4. Add 10 pl of RNaseA to the lgsate_z, mix byf;pet- back onto the center of the spin column. Leave the
ting, and incubate for 15-20 minutes at 37 °C. spin column mounted on the microfuge tube for 3
min at room temperature. Centrifuge the spin column

5. Add 10 pl proteinase K, mix by pipetting, and in- i
cubate the fube at 60 °C (20 miriates for Cgr o e ﬁgﬁnted on the microfuge tube at 13,000 rpm for 2
ative, and 60 minutes for Gram positive bacteria%.

. . 16. The eluted solution at the bottom of the microfuge
6. Centrifugate the tube for 5 min at 13,000 rpm. tube contains genomic DNA. Until further dow?l—

Transfer the supernatant to a new 2-ml tube. Dis- stream processes store the sample at -20 °C freezer.

card the pellet.
7. Add 0.7 ml from the DB2 buffer. Mix the contents Kit components:
by pipetting. Add 0.7 ml from ethanol. Mix by pi- .
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8. Transfer 700 pl of the lysate into a spin column (in- DB2 36ml | 18ml | 36ml £EE
serted into a collection tube, both provided in the 855
kit). Centrifuge the spin column at 10,000 rpm for DB3 27ml | 135ml | 27ml =25
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10. Add 700 pl from the DB3 solution into the spin Spin columns 5 25 50 k4 §§ g
column. Centrifuge the spin column at 10,000 rpm SE8S
for 1 minute. Discard the ﬂow-through. Store all components at room temperature except the =58

enzymes which should be stored at-20 °C.



