Team Name--XHD-Wuhan-China

2020.8.17

Reorganization and transformation validation

It's a good selection of six clones.

From left to right wereSOSOO (1), sosoo (2) and vazyme.
Six clones were selected from sosoo and vazyme respectively.
Shaking at 37 °C at 220 rpm.

Clonal shaking bacteria.

2020.8.18

1. Colony PCR: (860 BP) Qing family red enzyme
2 x T5 Super PCR Mix: 25ul

liner pSB1C3_ bottom: 2ul

Pasr-pSB1C3- bottom: 2l

Template: 1 pl

dd H20: 20pl



No.1, 2 and 3 appeared normal band (2000 marker, 860bp target band)

2, The length of recombinant plasmid was verified by plasmid

Recombinant plasmid: 3275 BP

The concentration of recombinant plasmid was as follows :

No. Sample ID ID#
1 Pasr—-pSBIC3EHID
2 Pasr—pSB1C3E#I@
3 Pasr—pSB1C3EHI®
4 Pasr-pSBIC3EH@
5 Pasr-pSB1C3EHI®
6 Pasr-pSB1C3EHI®

Electrophoresis verification:

Sanple TyS¥ (nm)

1 dsDNA
2 dsDRA
3 dsDNA
4 dsDNA
5 dsDNA
6 dsDNA

260
260
260
260
260
260

SV Abs
1.32
1. 615
0. 481
0. 486
0.51
0.49

260 Abs (280 Abs (260 / 28(260 / 23(Conc.
. 092

1.32
1.615
0. 481
0. 486

0.51

0.49

ecooooo

699
877
252
264
274
271

e e e

. 888

842
909
841
861

. 808

el ]

792
775
642
635

. 561

66
80. 75
24.05

24.3
25.5
24.5

e e e

(ngDilution Tinme

:23:57
124:26
124:56
:25:25
126:10
:26:47



the concentrations of No. 1 , 2 and 3 were normal, and there was a normal band (5000marker, 3295bp target

band)

3, Preservation of bacteria

2020.8.19

1. Transfer of Pasr-pSB1C3 plasmid strain by shaking last night

1: 100 transfer capacity
Three tubes of 5 mllb + Sulem + 50ul Pasr-pSB1C3 plasmid bacteria.
The plasmid was composed of 200 ul / L SBL and 20 pl / L PbSr 3.

2, Preparation of M9 medium

M9 mother liquor preparation: (980ml deionized water) high pressure sterilization
Na;HPO,4.12H,0: 17.1g (molecular weight 358.14)

KH,POys: 3g (molecular weight 136.09)

NaCl:0.5g

NH.Cl:1g

ImMgS04.7H,0: 2.46g was added to 10ml dd H>O and autoclaved

20% Glucose: 4g Glucose added to 20ml dd H-O, filtered and sterilized
ImCaCl,.6H,0: 2.191g was added into 10ml dd H»O, and autoclaved

2ml MgS04100ul CaCl, and 20ml filtered and sterilized Glucose were added into the above 980ml mother
liquor.

M9 medium was prepared successfully.

3. The bacteria liquid was cultured to logarithmic growth stage and put into 4°C refrigerator to avoid the

growth of bacteria as far as possible

Adjust the pH of M9 medium

The pH of the original medium was 7.03.

Firstly, 75 ul HCI was added, and the pH is 3.89. Secondly, 500 pul M9 medium was added, and the pH is
4.44. Thirdly, 20 pul M9 medium was added ,and the pH is 4.47.

Firstly , 80 ul HCI was added, and the pH is 4.43. Secondly, 500 pul M9 medium was added,and the pH is
4.93. Thirdly , 20 pll M9 medium was added , and the pH is 5.01.



1 ml of bacterial liquid (Pasr-pSB1C3 plasmid strain) in logarithmic growth phase was centrifuged at 3000
RMP for 5 min, and the supernatant was discarded

200 ul of the above medium was added, and three biological repeats were made for each gradient.



100 pl was added into 96 well plate and determined every 3 minutes for half an hour

The data of OD580 and OD600 were as follows:

A B C D E F G H | ] K L M N (o] P
1 1 2 3 4 5 6 1 2 3 4 5 6
2 0.039 0.04 0.039  |Resd 1:580 | 0509 | 0.039 0.04 0.039  |Reas 1800
3 0.041 0.041 0.041  |Resd 1:820 0.04 0.041 0.04 Read 1800
4 0.041 0.039 0.039  |Resd 1220 0.041 0.039 0.039  |Reas 1200
5
6 1 2 3 4 5 6 1 2 3 - 5 6
7 D 0.039 004 0039 |Resazs20 D 0.039 004 0.039
8 E 0.041 0.041 004 |Resazsio E 0.041 0.041 0.04 2
9 F 0.041 0.039 0.039  [Read 2580 F 0.041 0.039 0.039  |Reas 2800
10
11 1 2 3 4 5 6 1 2 3 4 5 6
12 0.038 0.04 0.039  |Resd 3580 0.039 0.04 0.038  |Resz 380
13 0.041 0.041 0.04 Read 3:580 0.04 0.041 0.04 Read 3800
14 0.041 0.039 0.039  |Resd 3220 0.041 0.038 0.039  |Reaz 380
15
16 5 6 1 2 3 * 5 6
17 D 004 0039  [Reas 4220 D 0.039 004 0039  |Reascom
18 E 0041 0.041  [Ress 420 E 0.041 0.041 0.04 |Reaceso
19 F 0.039 0.039  [Read 4520 F 0.041 0.039 0.039  |Reas a2
20
21 5 6 1 2 3 4 5 6
22 0.04 0.039  |Resd 5500 0.039 0.04 0.038  |Ress 580
23 0.041 0.041  |Resd 5520 0.04 0.041 0.04 Read 5:000
24 0.039 0.039  |Read 820 0.041 0.039 0.039 |Reszsem
25
26 5 6 1 2 3 4 5 6
27 D 004 0039 |Resanzz D 0.039 004 0038 |Reazoem
28 3 0.041 004 [Resaczeo E 0.04 0.041 0.04 |Reacoso
29 F 0.038 0039 |Reacszzo F 0.041 0.039 0.039 |Reacocm
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2020.8.20
1. Transfer of Pasr-pSB1C3 plasmid strain shaken yesterday

1: 100 transfer capacity
The plasmid was composed of 200 ul LB, 20 pl Cm, and200 pl Pasr-pSB1C3
2 hours later, the OD was 0.454.

2, Transfer to M9 medium
Take 1000ml and centrifugate at 4000rpm for 10min.
Abandon supernatant solution.

200 ul M9 medium (pH=4.5, 5, 7) was added.
Each pH was repeated in three groups.
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Sampling:
When 200ul was added into each pore, the pH values were 4.5, 5 and 7 respectively.

The first three wells were samples, and the last three wells were M9 medium corresponding to pH.



The shaking time of the microplate

In the first hour, measure every 3 minutes.

In the second hour, measure once every 10 minutes.

In the third hour, measure every 20 minutes.

At the fourth hour, the fifth hour and 30min.

The data are attached
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vowes  w Vouiw  V.weT  wwen  wowas arau ow.uvw
c 0.601 0. 0.589 0.038 0.038 0.042 Read 1:580
0.574 0. 0.563 0.038 0,038 0. 042 Read 1:600
0.587 0. 0.578 0.038 0,038 0.042 Read 2:580
0.567 0. 0.558 0.038 0.038 0.042 Read 2:600
0.587 0. 0.578 0.038 0.038 0.042 Read 3:580
0.566 0.5 0.568 0.038 0.038 0.042 Read 3:600
0.592 0, 0.584 0.038 0,038 0.042 Read 4:580
0.571 0. 0.562 0.038 0.038 0.042 Read 4:600
0.599 0. 0.589 0.038 0.038 0.043 Read 5:580
0.577 0. 0.567 0.038 0.038 0.042 Read 5:600
0.609 0 0.506 0.038 0,038 0. 042 Read 6:580
0.589 0. 0.575 0.038 0,038 0.042 Read 6:600
0.626 0. 0.611 0.038 0.038 0.042 Read 7:580
0.606 0. 0.5 0.038 0.038 0.042 Read 7:600
0.640 0. 0. 62 0.038 0,038 0. 042 Read 8:580
0.620 0. 0.607 0.038 0,038 0.042 Read 8:600
0.652 0. 0.642 0.038 0.038 0.042 Read 9:580
0.631 0. 0.622 0.038 0.038 0.042 Read 9:600
0.664 0.7 0.664 0.038 0.028 0. 042 Read 10:580
0.643 0.7 0.633 0.038 0,038 0.042 Read 10:600
0.673 0. 0.667 0.038 0,038 0.042 Read 11:580
0.651 0. 0.646 0.038 0.038 0.042 Read 11:600
0.686 0. 0.687 0.038 0.038 0.042 Read 12:580
0.664 0.7 0.665 0.038 0,038 0. 042 Read 12:600
0.706 0. 0.732 0.038 0.038 0.042 Read 13:580
0.683 0. 0.712 0.038 0.038 0.042 Read 13:600
0.731 0. 0.756 0.038 0.038 0.042 Read 14:580
0.710 0.7 0.733 0.038 0,038 0.042 Read 14:600
0.749 0. 0.766 0.038 0,038 0.042 Read 15:
0.725 0. 0.745 0.038 0.038 0.042 Read
0.750 0. 0.776 0.038 0.038 0.042 Read
0.726 0.7 0.764 0.038 0.028 0. 042 Read
0.764 0, 0.783 0.038 0,038 0.042 Read
0.740 0. 0.762 0.038 0.038 0.042 Read
0.778 0. 0.793 0.038 0.038 0.042 Read
0.755 0. 0.773  0.038 0.038 0.042 Read
0.78 0, 0.806 0.038 0,038 0. 042 Read
0.762 0. 0.784 0.038 0,038 0.042 Read
0.787 0. 0.802 0.038 0.038 0.042 Read
0.764 0. 0.781 0.038 0.038 0.042 Read
0.786 0. 0.809 0.03% 0 038 0. 042 Read
0.763 0. 0.787 0.038 0,038 0.042 Read
0.791 0. 0.825 0.038 0.038 0.042 Read
0.767 0. 0.802 0.038 0.038 0.042 Read
0.806 0. 0.813 0.038 0.028 0. 042 Read
0.781 0, 0.791 0.038 0,038 0.042 Read 2
0.821 0. 0.827 0.038 0.038 0.042 Read
0.797 0. 0.804 0.038 0.038 0.042 Read
0.845 0. 0.848 0.038 0.038 0.042 Read
0. 821 0. 0.824 0.038 0,038 0. 042 Read
0.868 0. 0.872 0.038 0,038 0.042 Read
0.845 0. 0.850 0.038 0.038 0.042 Read
0.894 0. 0.898 0.038 0.038 0.042 Read
0.871 0. 0.879% 0.038 0,038 0. 042 Road
0.937 0. 0.947 0.038 0,038 0.042 Read
0.914 0. 0.924 0.038 0.038 0.042 Read
0.983 1. 0.988 0.038 0.038 0.042 Read
0.959 0. 0.964 0.038 0.028 0. 042 Read
1. 001 1. 1.007 0.038 0,038 0. 042 Read
0.978 L 0.984 0.038 0.038 0.042 Read
1.004 1. 1.012  0.038 0.038 0.042 Read
0.981 1. 0.989 0.038 0.038 0.042 Read 31:
1. 007 1. 1.020 0.038 0,038 0. 042 Read 32:5
0.984 1. 0.997 0.038 0,038 0.042 Read
o111 1.026 0.038 0.038 0.042 Read
0.987 1. 1.003 0.038 0.038 0.042 Read
1.019 1. 1.036 0.038 0,038 0. 042 Read
0.996 1. 1.013 0.038 0,038 0.042 Read 34:600
D Read 1:580

Take photos after taking out the enzyme labeled instrument after running.
The bacteria with pH = 4.5 and pH = 5 turned blue and the acid induced promoter expression.

pH = 7 did not turn blue and the promoter expression was weak.




Drawing graphics:
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