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Cultivation Conditions After Monoclonal Selection Using VELSSON PLATES

INTRODUCTION

VELSSON'’s series of consumables, developed in-house, boasts exceptional technical performance and quality. Our product quality rivals that of leading
international companies, while our pricing retains a competitive advantage. These products are compatible with Velsson's smart solutions and can be flexibly
customized to meet diverse customer needs. Velsson's plate consumables include cell culture plates, shallow well plates, PCR plates, and agar plates. The culture
plates are available in 24-well and 96-well formats, made entirely of polypropylene (PP), ensuring stable chemical properties that comply with USP Class VI
standards. Designed to ANSI specifications, they are suitable for multi-channel pipetting and are compatible with Velsson's automated operating units. They are
sterile, free from DNase and RNase, and lack pyrogens, having been sterilized via gamma radiation for enhanced safety. They can also withstand high-temperature
and high-pressure sterilization at 121°C for 15 minutes, endure low temperatures down to -80°C, and tolerate centrifugal forces of up to 3500xg, thereby
broadening their applicability. The plates allow for complete liquid aspiration (no residual liquid), minimal wall adhesion, and low residual volumes, particularly
when used with deep well plate lids, which reduce evaporation.

EXPERIMENTAL PROCEDURE

1. Experiment Title
Acceptance Testing for Escherichia coli Selection.

2. Experiment Objective
To use monoclonal equipment for the selection of Escherichia coli colonies and evaluate the culture results post-selection.

3. Experimental Plan

Select three agar plates with Escherichia coli colonies and inoculate them into 24/96 well culture plates. Incubate overnight on a shaking incubator at 37°C.
Compare the number of selected colonies with the turbidity of the inoculated cultures, calculate the success rate of Escherichia coli selection, and summarize the
cultivation results.



4. Experimental Procedure
4.1 Medium Preparation and Distribution

Preparation of LB Liquid Medium:
Combine 10 g peptone, 5 g yeast extract, and 10 g sodium chloride in 2000ml of distilled water. Stir until homogeneous, sterilize at 121°C, and cool to 50-60°C
before adding AMP antibiotic to a final concentration of 100 ng/ul. Store in the refrigerator.

Medium Distribution:
Dispense the prepared LB medium into 24/96 deep well plates, 1ml per well, filling ten 24/96 deep well plates, and store them at 4°C.

4.2 Experimental Process

UV Sterilization:
Sterilize the monoclonal equipment with UV light for 30 minutes.

Preparation for Selection:
Retrieve three overnight cultured 12-well plates with E. coli colonies and place them alongside three 24/96 deep well plates at the selection position on the
MONOCLONE sliding platform.

Selection Process:
Initiate the selection process. After completion, dip the selected picking tool into each well of the 24/96 deep well plates containing 1ml LB. Follow up with a
cleaning process after selection.

Repetition and Documentation:
Repeat the selection for three agar plates, recording the number of selected colonies for each.
Document any issues encountered during the selection process.

Page | 2 < VELSSON

AN INNOVEL COMPANY



Incubation:
After selection, place the 24/96 deep well plates in a shaking incubator at 37°C and 250 rpm overnight, observing and recording the cultivation results.

Calculation of Success Rates:

Calculate the selection success rate and inoculation success rate:

Selection Success Rate = Actual Identified Count / Required Selection Count
Inoculation Success Rate = Turbid Wells Count / Selected Colonies Count

A success rate greater than 99% is considered acceptable.
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RESULTS
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The cultivation conditions for the 24-well plate selection are as follows:

2023.10.19 Selection of monoclonal clones of Es

cherichia coli followed by OD600 measurement after cultivation (cultivation co

nditions: 37°C, 200 rpm fo

15 hours).”

Coefficient of

24/24 1 2 3 4 5 6 Success Rate Average OD Value Standard Deviation Variation
A 425 437 454 438 44 434
B 453 428 45 433 454 45 "
C 445 126 439 129 156 228 100.00% 438875 0117299783 267%
D 453 455 431 428 429 418

2023.10.26Selection of monoclonal ¢l

ones of Escherichia coli followed by OD600 measurement after ci

Itivation (cultivation col

ditions: 37°C, 200 rpm for 15 hours)."

Coefficient of

24/24 1 2 3 4 5 6 Success Rate Average OD Value Standard Deviation Variation
A 432 455 454 476 478 47
B 435 466 462 48 48 4.69 ; -
c 176 168 167 188 175 18 100.00% 4691666667 0.145830952 311%
D 489 478 463 458 476 485

2023.11.15Selection of monoclonal cf

ones of Escherichia coli followed by OD600 measurement after cultivation (cultivation co

ditions: 37°C, 200 rpm for 15 hours)."

Coefficient of

24/24 1 2 3 4 5 6 Success Rate Average OD Value Standard Deviation Variation
A 42 438 4.28 433 43 432
B 427 435 421 435 428 4.16 o .
c 121 133 119 113 118 205 100.00% 4.259166667 0.071985304 1.69%
D 435 431 422 416 4.2 4.26
2023.11.23Selection of monoclonal clones of Escherichia coli followed by OD600 measurement after cultivation (cultivation conditions: 37°C. 200 rpm for 15 hours).”

Coefficient of

24/24 1 2 3 4 5 6 Success Rate Average OD Value Standard Deviation Variation
A 435 416 428 419 426 415
B 417 428 425 42 423 4.08 i g
c 42 215 414 101 216 92 100.00% 420875 0.072430626 172%
D 427 435 41 411 427 425
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The cultivation conditions for the 96-well plate selection are as follows:

20231018 The selection of clones of Escherichia col was conducted, followed by of optical density at 600 nm (QD600) atter cultivation under the following condtions: 37°C, 700 rpm for 15 hours
Average OD Standard Coefficient
96/96 1 2 3 ] 7 8 9 10 11 12 Success Rate Value Deviation of Variation
A 379 | a0 425 | 4 417 | 423 395 403 404 a1 401 | 3o7
8 4 41 4 4 426 | 406 4 413 406 4 402 | 399
C 7 41 423 3 4 378 4 41 411 4 405 4
) 2 | a1 407 3 38 4 41 42 4 41 a1
5 -~ an 7t vy e 3o T YTy — . i) . 10000% 4060833333 | 0119795147 295%
3 04| 421 41 8 | 422 3 428 384 39 414 | 406
4 412 404 | 422 387 | 418 | 412 402 42 399 415 408 | 399
H 407 | 398 | 410 395 | a11 389 391 418 406 387 403 | 421
20231025 The selection of f Escherichia col nducted followed by of optical density at 600 nm (ODE00) after cultivation under the following conditions: 37°C. 700 rpm for 15 hours
Average OD Standard | cooesicient
56/56 1 2 3 4 6 7 8 9 10 1 12 Success Rate Value Deviation | of Variation
A 428 | a3 42 a1l | acs a4 431 42 431 436 445 | a3
[T 456 | 424 | 405 4 454 426 419 44 44 43
c 439 | 431 | 416 4 438 451 437 436 4
) 445 4 427 45 43 437
E ey i P 3 o v Fi i 100004 4298448276 | 0131693447 306%
3 428 433 439 421
G 387 417 | 416 445 437 422
H 411 43 418
20231113 The selection of 1 Escherichia col nducted followed by of optical density at 600 nm (OD600) after cultivation under the following condtions 37°C, 700 rpm for 15 hours
Average 0D Standard | coogescient
96/96 1 2 3 4 5 [ 7 8 9 10 1 12 Success Rate Value Deviation | of Variation
A 422 | a16 | 444 | a35 | a2 42 418 435 432 426 425 | az7
8 434 | 413 | 424 | 452 | 418 | 420 419 437 431 437 421 | a2
C 41 4] 428 | 411 416 | 4 4 4 4 433 4 427
) 44; 43 42 417 | 433 | & 4 4 4 43 4 413
E 43 a4 431 | 424 | 441 [ 4 4 4 4 40 4 443 2000 426187 Qdp0enis 22
3 41 408 a1 | 4 424 | 4 4 4 4 42 41 421
G 41 42 429 | 421 418 | 4 4 429 423 43 41! 42
H 43 42 428 | 438 41 4 4 4 4 44 41 439
20231121 The selection of lones of Escherichia coli was conducted. followed by of optical density at 600 nm (OD600) after cultivation under the following conditions: 37°C. 700 om for 15 hours
Average OD Standard | coosgscient
64/64 1 2 3 4 5 6 7 8 g 10 1 12 Success Rate Value Deviation | of Variation
A 442 | a16 | 436 | 422 | 431 | 43 42 454 438 428 433 | 425
8 411 | a15 | 4 428 43 413 435 432 457 421 42 416
[ 406 | 423 | 4 418 | 416 444 442 455 437 43 436
D 421 | a 401 | 426 44 432 442 435 43 439
- o - T o i g vy 10000% 428453125 | 0118065487 2764
3 438 | 409 428 | 19 429 41
G 4 422 43 42
H 4
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CONCLUSIONS

1. Single clones selected from the screening process were cultured using 96-well and 24-well plates. After incubation at 37°C for 15 hours, the culturing success
rate for both the 96-well and 24-well plates was 100%. The results corresponded with the inoculated cell wells, indicating that the cell culture performance of the
plates was satisfactory and that there was no contamination.

2. The optical density (OD) values of the bacterial suspensions in each well were measured. The coefficient of variation for the OD values in each plate after
cultivation was within 5%, indicating good uniformity in the culture across the wells.
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