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08/08/21
Plasmid Isolation of BC2 transformed colonies

Nanodrop Result

Sample Concentration A260/A280 A260/A230
(ng/ul)

Cloned BC2 92.4 1 0.96
(A)

Cloned BC2 15.6 1.83 1.83
(B)



Digestion Confirmation of cloned BC1 & BC2 08/08/21
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Result: Both BC1& BC2 are cloned successfully. Go for sequencing

1-8 : BC2 (DH5a) , DD

9-12 : BC1 (BL21DE3),DD
13:
14 :
15:
16 :
ool 17 -

BC1(2,1), MN kit (DD)
pET28a (DD)

BC1(2,1) , Alk. lysis(DD)
pET28a (SD), BamHI
BC1, Alk.lysis(SD),BamHI

: BC2, Alk.lysis(SD),BamH
. pET28a(SD), Hindlll

- BC1, Alk.lysis(SD), Hindlll
- BC2, Alk.lysis(SD), Hindlll

PCR purified product of



9/08/21
Sequencing of BC1 & BC2

e Sanger PCR
e Sequencing Clean up
e Sanger sequencing



Sanger PCR

Sequencing buffer
Big Dye

Primer T7 F(10uM)
Template

Water

Total

1.75uL
0.5uL

1ulL
200-400 ng
Calculated

10uL

9/08/21



Sequencing Result

D12_1_04 . N/A D1 1132 (993 (121 (62 [261 |24 6 7 |7 |6 (7 |NA|INA
2

E12.2 05 NA [E1 1631 [-132[s fo [o o 4 & |3 [a [4 [wA[NnA
£\ 2 5

F12_3_06 . N/A  [F12 970 |8.59 |241 |44 799 |33 16 |15 (20 |13 (16 |N/A|N/A

G12_4 07 NA |Gt 1631 [-1325 [0 [o o 4 |4 Ja fa |4 [NA[NA
£\ 2 5

Legend: Success [ Success with warnings . Failed Analysis /\

System Error @

Result: BC2 is cloned successfully, BC1 is not cloned




Digestion confirmation of BC2 cloned plasmid

Annotations
1: Double digested vector

.- P using BamH1 HF and
e D Hindlll HF
- “ 2: Undigested vector

& 3: Double digested cloned
: : BC2 using BamH1 HF and
. HindlIl HF

Result: BC2 is successfully cloned

11/08/21



Transformation of cloned BC2 in BL21 11/08721

# | sample No. of
colonies

1 Cloned BC2 in 35-40
BL21 cells

2 | Digested vector | 2
in BL21 cells

4 | BL21 cells 0
(negative
control)




