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Abstract

This protocol shows how to generate a MICROBES ISOLATION FROM ENVIRONMENTAL SAMPLES into LAB
COLLECTION. Please follow the instructions and do not modify the protocols by yourself. If any changes are
needed please inform the lab manager or admin.

Troubleshooting
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Isolate Primary Culture from Environmental Samples

1 Once you received your environmental samples.

Please catalog them in your Environmental Samples spreadsheet.

Shared withme > Huanglab collection ~ 2 :: I G}
Name Owner Last modified v File size

N —— s S "

Archived &7 Jun 10, 2022 EHFH| -

B HuangLabNanoporeData storage &% =il Apr1,2023 2 536 KB

5. HuangLab Item borrowing &% =EH Feb 24, 2023 BR4EF Baldwi.. 1KB

4. HuangLab Things to order &% ythuangmycolab User Apr 14,2023 SEPE 4KB

3. Huang Lab accomplishments 2% Yin-Tse Huang Apr 13,2023 HFE| 27 KB

2-step PCR barcoding template for nanopor... &% #F4t Apr 4,2023 14 KB

B3 2 Field Collection Label Citzen Sciecnce Fu... &» &FE| Mar 27,2023 & F8| 29KB

1MolecularWork (Direct edit) HE BRI ... 2 FHFEH 3:14PM Silmi Yusri Rahmada... 1.5 MB

B3  1insectCollection Template (Copy it, DON'T... &% HFH| Oct 27,2022 101KB

B3  1FungiCollection Template (Copy it, DON'T ... &% &#E| Aug 3, 2022 =FEI 28 KB

Ed  1Fungi Isolation Plates (Direct edit) E#k%.. 22 =HFEI Apr 14, 2023 Silmi Yusri Rah... 1.1MB

[0 1EnviralmentalSamples Template (Copy it, .. 4% EPE Apr 13, 2023 me 7KB & & 2

Make a copy of the template for yourself. The template "1 EnvironmentalSamples
Template" marked with blue box is available in HuangLab Collection.

2 Fill in the columns of the spreadsheet step by step (As shown in the following steps

2.1-2.15)

*In the template, some template data are there for your reference, please delete themin
your copy and fill in only your data.
* Remember to scroll to the right and fill in as much as information you can.
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1EnviralmentalSamples Template (Copy it, DON'T edit) ¥k R & SpecifyliiR (GBEH » Rr] EiEiRE)

File Edit View Insert Format Data Tools

o e & § 100% v $ %

00 123

12/08/2021

A B c

Extensions  Help

Calibi ~ |- (1 |+ B

o

1 Catalog Number Accession Number Field Vial Vial Extracted From Genus 1

3 HMW002

4 HMWO003

5 HMWO004

b HMWO005

ks HMWO006

8 HMWO009

9 HMWO010

10 HMWO011

" HMWO012

12 HMWO013

13 HMWO014

14 HMWO015

% HMWO16

15 YTHOO1 129107092
7 YTH002 129106880
18 YTHO03 129108922
L HMWO017 129523381
20 HMWO018 129523381
2 HMWO019 129790495
2 HMW020 129790495
23 HMW021 129791181
24 HMW022 129791181
3

+ = O HuanglablnsectCollection Templa ~

Column in the left

Species 1

ColletionMethodPickList ~

Habitat / Substrate

Hospital
Park
Park
Hospital
Hospital
Park
Park
Park
Park
Park
Park
Park
Park
Trail
Trail
Badland
Park
Park
Trail
Trail

ForestUnderston ~
ForestUnderston ~

1EnviralmentalSamples Template (Copy it, DON'T edit) iE1Z#% S SR &E SpecifytEiR (H1EE -
Extensions  Help

Calibi ~ | — (1 |+ B

File Edit View Insert Format Data Tools

5 o & F 8% - $ % 0 00 3

. a

M3 v
u f o
.
o —
-
i
s
.
v
f
©
B
w
n
.A
s
0
"
m

A HuangLablnsectCollection Templa ~

Kaohsiung ML Gushan
Lotus Pond  Zuoying
Kaohsiung ML Gushan
Kaohsiung MeSanmin
Kaohsiung Mesanmin
Sanmin Park Sanmin
Sanmin Park Sanmin
Kaohsiung mu Gushan
Kaohsiung mu Gushan
Aozihdi Fores! Gushan
Aozihdi Forest Gushan
Sanmin Dunsi Sanmin
‘Sanmin Dunsi Sanmin
Day Lii Moun Jingfeng
Day Lili Moun Jingfeng
Liji Badland  Beinan
Yang-Ming Pai Taoyuan
Yang-Ming Pai Taoyuan
Sha-Hsi Fores! Sandiman
Sha-Hsi Forest Sandiman
Dashuichong 'Sandiman
Dashuichong 'Sandiman

R

s

Kaohsiung.
Kaohsiung
Kaohsiung.
Kaohsiung
Kaohsiung.
Kaohsiung
Kaohsiung.
Kaohsiung.
Kaohsiung.
Kaohsiung.
Kaohsiung.
Kaohsiung.
Kaohsiung
Taitung
Taitung
Taitung.
Taoyuan
Taoyuan
Pingtung.
Pingtung
Pingtung.
Pingtung

ColletionMethodPickList ~

Scrolling to the right and fill them in

2.1 Leave the Catalog Number (Column A) blank. The Catalog Number will be generated

.

Locality  District County State/Pronvince Country

Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan

A

Latitude
22565500
2268300
2265600
2267450
22568030
2264600
2264600
2265600
2265600
2265968
2265968
2264919
2264919
2263601
2265139
2281581
24.98210
24.98210
2276580
2276580
2278630
2278630

* B &

Isolation Method Verbatim Date Cataloged Date

Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct

FrIEHARE)

12/08/20217

12/09/2021
12/09/2021
03/01/2022
03/01/2022
03/05/2022
03/05/2022
04/24/2022
04/24/2022
06/30/2022
06/30/2022
07/10/2022
07/10/2022
07/30/2022
07/30/2022
07/31/2022
08/05/2022
08/05/2022
08/07/2022
08/07/2022
08/07/2022
08/07/2022

*

04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023

Collector First Name _ Collector Last Name [

Hsin-Mao
Hsin-Mao
Hsin-Mao
Hsin-Mao
Hsin-Mao
Hsin-Mao
Hsin-Mao
Hsin-Mao
Hsin-Mao
Hsin-Mao
Hsin-Mao
Hsin-Mao
Hsin-Mao
Yin-Tse

Yin-Tse

Yin-Tse

Hsin-Mao
Hsin-Mao
Hsin-Mao
Hsin-Mao
Hsin-Mao
Hsin-Mao

&

Wy
wu
wu
wu
Wy
Wu
wu
wu
Wu
Wu
wu
wu
Wu
Huang
Huang
Huang
wu
Wu
Wu
wu
wu
Wu

I

Explore

ac | w0

Longitude irep Typ ~ Prep Count Room Storage Cataloger First Name Cataloger Last Name Note

12029100 Fridge
120.29600 Fridge
120.28600 Fridge
12027950 Fridge
12027310 Fridge
12030500 Fridge
12030500 Fridge
120.28600 Fridge
120.28600 Fridge
120.2839 Fridge
12029839 Fridge
12029523 Fridge
12029523 Fridge
12095336 Fridge
120.95794 Fridge
12113829 Fridge
12130904 Fridge
12130904 Fridge
12065800 Fridge
12065800 Fridge
12064000 Fridge

12064000 Fridge

027

ac HsinMao
ac HsinMao
ac HsinMao
ac HsinMao
ac HsinMao
4c HsinMao
4C Hsin-Mao
4c HsinMao
4C Hsin-Mao
4c HsinMao
4C Hsin-Mao
ac HsinMao
4C Hsin-Mao
ac HsinMao
ac HsinMao
ac HsinMao
ac HsinMao
ac HsinMao
4c HsinMao
ac HsinMao
4 HsinMao
ac HsinMao

Wy
Wu
Wy
wu
wu
Wy
Wy
Wy
wu
Wy
Wwu
Wy
wu
Wy
wu
Wy
wu
wy
wu
wu
Wy
wu

Exloe

automatically from Specify. Copy and paste it directly after the upload.
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A
I Catalog Number
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+ = I

2.2 Accession Number (Column B) is for your own reference, you can name your sample as
you want, there is no specific format for this.
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B
Accession Number

HMWO002
HMWO003
HMWO004
HMWO005
HMWO006
HMWO0O09
HMWO010
HMWO011
HMWO012
HMWO013
HMWO014
HMWO015
HMWO016
YTHOO1

YTHOO2

YTHOO3

HMWO017
HMW018
HMWO019
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HMWO020
HMWO021
HMW022

A HuangLabinse:

2.3  Field Vial (Column C) is the iNaturalist code. You only need to fill this column when you
got the samples from citizen scientists.
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C
Field Vial

129107092
129106880
129108922
129523381
129523381
129790495
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125790495
129791181
129791181

ctCollectic

2.4  Leave the Vial Extracted From (Column D) blank.
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nTempla ¥ Cc

25 ForColumnE,F, G, G:
If your samples are SOIL SAMPLES, please follow this example.
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E F G H
Genus 1 Species1 Habitat / Substrate Isolation Method
Hospital ~ Direct i
Park ~ Direct ™
Park v Direct i
Hospital ~ Direct v
Hospital ~ Direct i
Park ~ Direct s
Park v Direct v
Park ~ Direct ¥
Park ~ Direct "
Park ~ Direct s
Park v Direct v
Park ~ Direct ¥
Park ~ Direct "
Trail ~ Direct e
Trail ¥ Direct i
Badland ~ Direct >
Park ~ Direct i
Park ~ Direct e
Trail ¥ Direct -
Trail ~ Direct >
ForestUnderstory ™ Direct v
ForestUnderstory ¥ Direct o

lletionMethodPickList ~

This is the example for Soil Samples.
Genus 1 & Species 1: Leave it blank.

Habitat/Substrate: What is the environment you collected your samples.

v

Isolation: How you isolate your samples (the default is Direct).

If your samples are ENVIRONMENTAL SAMPLES, please follow this example.

protocols.io | https://dx.doi.org/10.17504/protocols.io.n2bvj8mk5gk5/v1
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2.6

E

Genus 1

Anisandrus
Euwallacea
Planiculus
Euwallacea
Corticoid
Phellinus
Oligoporus
Phellinus
Agaricales
Phellinus
Polyporus
Phellinus
Oligoporus
Agaricales
Polyporus
Oligoporus
Irpex
Hyphodontia
Cerrena
Trametes
Trichaptum
Pleurotus
Polyporoid
Polyporales
Laetiporus
Oligoporus

This is the example for Environmental Samples (e.g., ambrosia & bark beetles, fruiting
bodies, etc).

Genus 1 & Species 1: Fill in the scientific name of your samples (unable to identify just
leave it blank).

Habitat/Substrate: What is the environment you collected your samples (e.g., the host

F
Species 1
ursulus

interjectus
bicolor
fornicatus

Ssquamosus

laceratus

zonata

G

Habitat / Substrate Isolation Method

Ficus fistulosa

Ficus fistulosa

Ficus fistulosa

Mucuna macrocarpa
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies
Dried fruiting bodies

plant for the ambrosia & bark beetles).
Isolation: How you isolate your samples (the default is Direct).

protocols.io | https://dx.doi.org/10.17504/protocols.io.n2bvj8mk5gk5/v1

H

Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct

April 26, 2023
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v
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-

Fill in the Verbatim Date (Column I) with the date you COLLECTED the samples.
Fill in the Cataloged Date (Column J) with the date you UPLOADED the data to Specify.
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12/08/2021
12/09/2021
12/09/2021
03/01/2022
03/01/2022
03/05/2022
03/05/2022
04/24/2022
04/24/2022
06/30/2022
06/30/2022
07/10/2022
07/10/2022
07/30/2022
07/30/2022
07/31/2022
08/05/2022
08/05/2022
08/07/2022

J

Verbatim Date Cataloged Date

04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
04/11/2023
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08/07/2022 04/11/2023
08/07/2022 04/11/2023
08/07/2022 04/11/2023

2.7  Collector First Name (Column K) and Collector Last Name (Column L)
Fill in the name of the collector.
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K L

Collector First Name Collector Last Name

Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Yin-Tse Huang
Yin-Tse Huang
Yin-Tse Huang
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hecin-Man Wi
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DI IN N W N el W A

Hsin-Mao Wu

1 Templa ¥ ColletionMethodPickLis

2.8  Fillin these columns when the sample is identified with a scientific name, remember to
fill Column E and F (Genus and Species names) as well. If not, leave it blank.
Fill in the date you did the determination (identification).
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M N 0

Determination First Name Determination Last Name Determination Date

2.9  Fillin these columns with the geographical information of your samples.
Leave it blank, when you don't have the information or the materials is outsourced
lacking this info.
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P Q

R

S

T

u

Locality District County State/Pronvince Country Latitude

Kaohsiung Mt Gushan
Lotus Pond  Zuoying
Kaohsiung Mu Gushan
Kaohsiung Me Sanmin
Kaohsiung Me Sanmin
Sanmin Park Sanmin
Sanmin Park Sanmin
Kaohsiung mu Gushan
Kaohsiung mu Gushan
Aozihdi Forest Gushan
Aozihdi Foresi Gushan
Sanmin DunSi Sanmin
Sanmin DunSi Sanmin
Day Lili Moun lJingfeng
Day Lili Moun lingfeng
Liji Badland Beinan
Yang-Ming Pa Taoyuan
Yang-Ming Pa Taoyuan
Sha-Hsi Fores Sandiman
Sha-Hsi Fores Sandiman
Dashuichong ' Sandiman
Dashuichong ' Sandiman

Kaohsiung
Kaohsiung
Kaohsiung
Kaohsiung
Kaohsiung
Kaohsiung
Kaohsiung
Kaohsiung
Kaohsiung
Kaohsiung
Kaohsiung
Kaohsiung
Kaohsiung
Taitung
Taitung
Taitung
Taoyuan
Taoyuan
Pingtung
Pingtung
Pingtung
Pingtung

Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan
Taiwan

ion Templa v ColletionMethodPickList ~

2.10 The values of these columns were set using a formula. You only need to choose the Prep

22.65500
22.68300
22.65600
22.67450
22.68030
22.64600
22.64600
22.65600
22.65600
22.65968
22.65968
22.64919
22.64919
22.63601
22.65139
22.81581
2498210
2498210
22.76580
22.76580
22.78630
22.78630

Type (Column W), which is the way you preserve your samples.
*Inform admin when other Prep Type is needed.

protocols.io | https://dx.doi.org/10.17504/protocols.io.n2bvj8mk5gk5/v1

v
Longitude

120.29100
120.29600
120.28600
120.27950
120.27310
120.30500
120.30500
120.28600
120.28600
120.29839
120.29839
120.29523
120.29523
120.95336
120.95794
121.13829
121.30904
121.30904
120.65800
120.65800
120.64000
120.64000

April 26, 2023
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W X Y Z

Prep Type ~ Prep Count Room Storage

Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C
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Fridge v |1 927 4C
Fridge  ~ 1 927 4C
Fridge  ~ 1 927 4C

ethodPickList ~

2.11  Fillin the name (Column AA and AB) of who uploaded the data to Specify.
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AA AB

Cataloger First Name Cataloger Last Name

Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hsin-Mao Wu
Hecin-Man Wi
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DI IN N W N el W A

Hsin-Mao Wu
Hsin-Mao Wu

2.12  You can leave any informative notes of your samples. If not, leave it blank.
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AC
Note

25
25
25
25

25

25
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25
4
25

213 Done!! Download the spreadsheet as .csv format.
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214

1 EnviralmentalSamples Template (Copy it, DON'T edit) IR iE & RiR&ESpecif

File Edit View Insert Format Data Tools Extensions Help

o [ New > 3 calibi v | —(Mn)+ B I

B3 Open $¥0
S4

-] Import D E F
1 ¢ |_D Make a copy Extracted From[ Genus 1 \ Species 1
2
3 2+ Share >
4
5 8 Email >
6
- 4, Download * Microsoft Excel (.xIsx)
8 OpenD t (.od
- g T, penDocument (.ods)

PDF (.pdf

10 Move opeif)
U Web P -html
S {2y Add shortcut to Drive ab Page (hiril)
13 tras) Comma Separated Values (.csv)
14 Tab Separated Values (.tsv)
15
o €Y Version history >
17 ® Make available offline
18
1 (@ Details
20
21 3 Settings
22
23 &= Print RBP
24
25
26
27

= I HuangLablnsectCollection Templa ~  ColletionMethodPickList ~

Delete the row with existed Catalog Number if any.
**Leave the not-uploaded rows only.

. A B (o} D 12 F G H I J K |5
Catalog Number Accession Nu Field Vial Vial Extractel Genus 1 Species 1 Habitat / Sub Isolation Met Verbatim Dai Cataloged Dz Collector Firs Collector Las

2 [2023»000133 HMWO002 Hospital Direct 12/08/2021 04/12/2023 Hsin-Mao  Wu
& HMWO003 Park Direct 12/09/2021 04/12/2023 Hsin-Mao  Wu
4 HMWO004 Park Direct 12/09/2021 04/12/2023 Hsin-Mao  Wu
5 HMWO005 Hospital Direct 03/01/2022 04/12/2023 Hsin-Mao  Wu
6 HMWO006 Hospital Direct 03/01/2022 04/12/2023 Hsin-Mao  Wu
7 HMWO009 Park Direct 03/05/2022 04/12/2023 Hsin-Mao  Wu
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2.15 Rename the file with the date you are going to upload the datasheet to Specify.

<« v A ‘ > ThisPC > Downloads
A Name
» Quick access
Bl5] 230217.csv
Desktop
Bz 230217 _2.csv
¥ Downlosds B5) 230217_3.csv
=/ Documents £ 230221.csv
| Pictures B=] 230221-2.csv
images B 230222.csv
output =] 230224.csv
PlateSegmentation ) 230303.csv
£z 230303_2.csv
Take 3
B 230310.csv
@ OneDrive - Personal B 230311.csv
5] 230320.csv
& This PC
Bl5] 230327.csv
BDObjRcts 6] 230330.csv
[ Desktop £1:] 230330DNA.csv
|Z] Documents 1z 230407.csv
& Downloads 8] 230411.csv
J\ Music 023041202
. E15] 20230412_Total.xlsx
&=/ Pictures

_ . v £
19items  1item selected 1.93KB

Upload your datasheet to Specify database

3 **The account setup is skipped**

Login to the Specify database. Choose the first collection (HuangLab-Insect &

Environmental & MacroFungi).
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g: Choose a Collection

m HuanglLab-Microbes
m HuanglLab-Moleculariark
m HuanglLab-ManoporeSequencing

LandCnaccount

m Taiwan Fungal Diversity Citizen Science

!g HuanglLab-Insect & Environmental & MacroFi

oK

Saame

[_ogin (Zance]

3.1 Go to the Workbench tab.

(57 Specify 6.8.03
Ele Edit Data System Tabs Help

G B " m 212 ¥ Q

B
: O] &£ 3
Welcome Data Trees Reports Inferactions Statistics Query BatchEdit Attachments.

Actions

¥ importData

@ importimages

=

O, New Data Set

il Export Data Set

7] Exporthig Excel Template

¥

il Create Data Setfrom Record Set
A Refresh

230412

COLLECTIONS

FOUNDING PARTNERS:

UNIVERSITY OF MICHIGAN

Z;uar‘:smunel ' L]
1 Data setsummary
L y CONSORTIUM

DANISH - F ' LSA
xﬁ;lslégi\/l [S HISTORY (V] COLLEGE OF LITERATURE,

FLORIDA SCIENGE, AND THE ARTS
MUSEUM

TneUniwersity of Kansas

BIODIVERSITY INSTITUTE
S&NATURA
HISTORY

SEUM

Trash [ welcome © , Q) Workbench ©

| Entomology | HuangLab-ncect & & MacroFungi| LabUniversal | &
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3.2  Click Import Data.

sty sa0:

A, Refresn

Reports.

(&5 BasicLanel

B9 pata setsummary
g cnant

@ e

Data Sets

3.3 Choose the file you wanted to import (upload), and click Open.

[58 specify 6.2.03

P EportData Sel

5 export s Excel Template

il Create Data Setfrom Record Set
Ay Refresn

Reports.

&5 BasicLanel

B Data st summary

gl crart

@ Toc 0

Data Sets

3.4 Leteverything as default. Then, click OK.
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[ spectyincs

e
i Create Data Setfrom Record St
A, Refresn

Reports.

(&5 BasicLanel

B9 pata setsummary

gl onan

@ T

Data Sets

oz | [ TR

CSIRO

3.5  Select the second option: Use an existing Data Set mapping.

[58 specify 6.8.03

Sz
agons
(@ importimages
08, New Data Set
il ExportDaia Sef
71 Export MS Excel Tempiate
0l Create Data Set from Record Set
A, Refresh

(55 Data Set Column Hesdings X

3.6 Check for any invalid cells (red highlighted cells).
Remember to tick Auto-fill Catalog Number (marked with red box).
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(53 Specify 6.8.03

X
Ele Edt Data System Tabs Help
. W

G B% I 22 # Q O | O
Welcome Dafa Trees Reporls Interacions Statistics Query Workbench BatchEdit Atachments -
Adtions atalog Number | @ Felovia [@ @ Genus1 [ Species /@ Havtat/Substrate [ Isolation etnoo (@ ] a
7 importData 1 DNA0DT Fungus garden Lower 1 nz023 42023
@ Importimages

o8, New Data set

B Create Dats Setfrom Record Set
A Refresh
Reports

Data Sets

-

i | invalid Cells - 0 A Y/ | [IHighiight New Records I\ ¥ Auto-fil Catalog Numoerlé;

T»
00. SP$B@ALES | = |Hrom~

Trash (55 Welcome © | @ Workbench © ; @ 2304110 /|

x
| Entomology | HuangLab-Insect & Environmental & MacroFungi | LabUniversal | &

3.7  Click Upload (pointed with red arrow).

[57 specify 6.2.03

- 8 X
Eile Edit Data System Tabs Help
- N
G E% b 22 # Q@ & O o ——
Welcome Data Trees Reporls Interactions Statistics Query Workbench BatchEdit Attachments =
Actions Catalog Numoer | ) @ Felavial @ [ cens1 [ species /@ Habitat/Substate (&) isolation Methoa ) Vervatim Date [ al
7 Import Data 1 DNAODT Fungus garden Lower 1 37312023 411112023
@ Importimages
&, New Data et
il Create Data Setfrom Record Set
A Refresh
Reports
Data Sets
- f D
QOSSP WRAE 9 | 5o | PFHrom ~
i [v[Highlight Invalid Cells - 0 A\ ¥/ | [JHighlight New Records | [ Auto-fill Catalog Number (2)
Trash (53 Welcome © / @ Workbench © , @ 2304110

x
| Entomology | HuangLab-Insect & & MacroFungi | LabUniversal| &

3.8  Click Upload again (pointed with red arrow).
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3.9

53 Specify 6.8.03
File Edit Data

(53

Tabs  Help

22 # Q

@ £ Y

Welcome Data Trees Reports Interactions Statistics Query Workoench BatchEdit Attachments

Actions

- X

[ import Data
@ Importimages
o8, New Data set

A Create Dats Setfrom Record Set
A Refresh

Reports

Data Sets

-

Genus 1

§) Habitat/ Substrate i) Isolation Method ) Verbatim Date (@) Cataloged Date

(@ cotector
() oetermination
@ Geography

WorkBench Uploader

Afected Tables Messages

(1 Accession ] Dataset structure verified. Click Validate'to continue. vpdte
J Agent 2zﬁ::ye|valma|eﬂ UBload
Caollecting Information Settings...
(@ cotection osiect Close

00 2% &RIW L | [5os]| From -

Trash

(53 Welcome © | @ Workoench © , @ 2304110 |

x
| Entomology | HuangLab-Insect & Environmental & MacroFungi | LabUniversal | &

Then Click Commit (marked with red arrow).

[53 Specify 6.8.03

File Edit Data Sistem Taos  Help

5 B " ks

Actions

2  Q 0 & 9

. _

Welcome Data Trees Reports Interactions Statistics Query Workbench BatchEdit Attachments.

[ import Data
@ mportimages
[afl, New Data et

i Create Data Setfrom Record Set
A, Refresh

Reports

Data Sets

L

|1 Accession Number [

@ Vial Extracted From [

Genus 1 (@) Habitat/ Substrate

D
WorkBench Uploader
Affected Tables Messages
Table [ Records Added ]_| Dataset structure verified. Click Validate'to continue Validate
[ Accession 0 B Datasetvalidated
L Agent 0 Rea
Collecting Information 1 o °yn
[€4] Collection Object 1 Plosiing
Collector [} Success. 3 objects created or modified.
Determination 1
(2% Geography [}
Locality 0
Locality Detail [
Preparation [
Preparation Type [ &

00D ¥ G R o |[sae] | From ~

Trash (53 Welcome © | @ Workbench © , @ 2304110

| Entomology | HuangLab-Insect &

& MacroFungi | LabUniversal | &

3.10  Click Yes to finish the upload progress.
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(53 s R
File EGt Data Sistem Help
(S 2 # Q 0 ¢ Y TEEEE—

’) |
Welcome. Trees Reports Interactions ~Statistics Query Workbench BatchEdit Aftachments =

Actions

[ import Data
@ Importimages
a8, New Data Set

[ Accession Number

§) Vial Extracted From [

Genus 1

il Create Data Setfrom Record Set

A Refresh
Reports
WorkBench Uploader X
Data Sets
o Are you sure v i 230411 to your database?

WorkBench Uploader

Affected Tables Messages
Table | Records Added Dataset structure verified. Click Validate' to continue.

Datasetvalidated

Ready

Uploading

Success. 3 objects created or modified.

Dl

7 Accession
1 Agent

[4] Collecting Information

[€4] Collection Object

[ Cotlector

) Determination

(@ Geography

EEEE
=
8
Z|

1] Localty Detail
Preparation
Preparation Type

S PP P PR R P B B P PR

COSOPF oW [ | s

Trash (5 Welcome © / @ Workbench © , © 2304110 /

x
| Entomology | HuangLab-Insect & Environmental & MacroFungi | LabUniversal| &

3.11  Now you can go to Query - catNumber determination...(under the Saved Queries in
left panel) to check if the upload succeeded.
Click Search to start querying.

[57 specify 6.8.03 - x
File Edt Dala System Tabs Help
e ( N P ——
S B " B 22 # Q 0 2 3 (a
Welcome Data Trees Reporls Interactions Stafistics Query Workvench BatchEdit Atiachments
Create Query s
cj Agent Accession P2
Collecting Information AtCat Number
Collection Object
Loan| Cataloged Date
Locality Cataloged Date (Day)
Taron Cataloged Date (Month)
(8 viore Tavles Cataloged Date (Year)
Saved Queries Cataloger Pels| +
(€9 Beetie rearing info with location il >
b o " Not Operator Criteria Sort Show Prompt Always
(@ Forsaten eat @ Catalog Number [ |Contains ~|| [elw w o o]
(& General search w. subCat locaity 3 Taxon [Formatted] [o] o
(@) Molecuar sample ful
Remarks Contains ~ v
o 3 0 [conare - TR IR
(& viat sice Lael (Det} Current o [l w O o
T
(@ viaiTop Lavel Substrate Catalog [ [contains || (=] &M O o
Record Sets
Locality [Formatted] ° o
Q@ Verbatim Date [ [contains || |[e M O 0
©
ﬁ @ [ Series (] Search Synonyms [] Distinct (] Count Save v
Traeh Q cathumber fon subCatlocallyverbatimDate ©

x
| Entomology | HuangLab-Insect & Environmental & MacroFungi | LabUniversal | &
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3.12 Ta-Da!! The upload was succesful.

[53 Specify 6.8.03
File Edt Data System Tabs Help

(53 " 2 # Q O & »

R a A |
Welcome Data Trees Reports Interactions Statistics Query Workbench BatchEdit Attachments.

Record Sets

230411.2023-413_1:31 | [cataloq Number |Taxon [Formatied] Remarks |Current |Substrate Catalog Locality [Formatied] |Verbatim Date
2023000097 Eccoptopterus spinosus true Dagangshan; Taiwan, Kaohsiung; 228701... 3112023 =
2023000098 Xyleborinus andrewesi true Dagangshan; Taiwan, Kaohsiung; 22.8701... 31112023
2023000099 Hypothenemus true Dagangshan; Taiwan, Kaohsiung; 22.8701... 3112023
2023-000100  Eremothecium gossypii tue  seed of Koelreuteria elegans ND; Taiwan, Taoyuan; 250016720000, 121... 31312023
2023-000101  Eremothecium leptocoridis tue  Leptocoris augur ND; Taiwan, Tainan; 233568060000, 120.4... 31312023
2023.000102  Eremothecium leptocoridis tue  seed of Cardiospermum halicacabum  ND; Taiwan, Taichung; 24.0955680000, 12... 3/13/2023
2023-000103  Eremothecium leptocoridis true  Jadera haematoloma ND; Taiwan, Kaohsiung; 22.7420760000, 1... 31312023
2023-000104 Park Wei Wu Ying; Taiwan, Kaohsiung; 22.61778... 03/13/2023
2023-000105 Field Yi He L Taiwan, Kaohsiung; 22 640356000... 03/13/2023
2023-000106 Hospital Chang Gung Memorial Hospital, Taiwan, Ka... 03/13/2023
2023.000107  Mangiferaindica tue  RoadSide Namasha National High School; Taiwan, K... 2023-03-11
2023000108 Mangifera indica tue  RoadSide Namasha National High School; Taiwan, K... 2023-03-11
2023-000109  Mangifera indica tue  RoadSide Namasha National High School; Taiwan, K... 2023-03-11
2023.000110  Bidens alba e RoadSide Namasha National High School; Taiwan, K... 2023-03-11
2023-000111  Heterotrigona tama. true  Beebread Rumah Amami; Indonesia, West Sumatera;.. 21712023
2023-000112  Geniotrigona thoracica tue  Bee bread 2712023
2023.000113  Tetragonula lasvicep tue  Beebread 272023
2023000114 Tetragonula fuscobalteata true  Bee bread 2712023
2023000115 Tetragonula testaceitarsis tue  Beebread Melipo bee; Indonesia, West Sumatera; -0.0... 27/2023
2023-000116  Tetragonula minangkabau tue  Bee bread Anton Farm; Indonesia, West Sumatera; 0.... 27712023
2023-000117  Trtomini tue  Lentinus squarmosulus Xibaoshan; Taiwan, Hualien; 24.212417000... 311912023
2023-000118 Forestland South Shoushan; Taiwan, Kaohsiung; 226... 04/0372023
2023-000119 Publicland National Sun Yat-sen University, Taiwan, Ka.. 040372023
2023-000120  Fungus garden Lower 1 true 3312023
2023-000121  Fungus garden Lower2 true 332023
2023000122 Fungus garden Lower 3 true 31372023
2023-000123  Fungus garden Lower 4 true 3312023
2023.000124  Fungus garden Upper 7 true 332023
2023-000125  Fungus garden Upper 8 true 332023
2023-000125  Fungus garden Upper9 true 3312023
2023.000127  Fungus garden Upper 10 true 332023
2023-000128  Fungus garden Lower 5 true 312023
2023-000129  Fungus garden Lower & true 331023
2023-000130  Fungus garden Upper 11 true 332023
2023-000131  Fungus garden Upper 12 true 023
2023.000132  Fungus dlay 13 true 332023
2023-000133  Fungus ciay 14 true 023
023-000135 _ Fungus garden Lower 1 true A |
7 [Saectm ]| Demectn
“ (2) Tell me more about these results.
Toah Q catumver | Qauery of ;

**Remember to delete the Data Sets & Record Sets before closing the Specify.

(53 Specify 6.8.03
File Edt Data System Tabs Help

,e 4 Ww
S B %22 ¥ QO & 09
Welcome Data Trees Reports Interactions Stalistics Query Workbench BatchEdit Attachments

| Entomology | HuangLab-Insect & Environmental & MacroFungi | LabUniversal | &

- X

Actions

[ import Data

@ Importimages

a8, New Data Set

i Export Data Set

] Export 1S Excel Template

il Create Data Setfrom Record Set
A Refresh

o 22

Edit Properties
EditData Set Mapping
Transferto Another User

ANISH
A

S
TURAL HISTORY
USEUMS

Z2Z0

Reports

1 BasicLavel

B Data set summary
fall chart

@ Tor 10

Data Sets

ecity... .

COLLECTIONS

FOUNDING PARTNERS:

LA

V] COLLEGE OF LITERATURE, "0
FLORIDA SCIENCE, AND THEARTS 1100/ L
MUSEUM Eete s ety ol oes

Trash

; Welcome © ; @ Workbench © |

x
| Entomology | HuangLab-Insect & Environmental & MacroFungi | LabUniversal | &

3.13 Paste the Catalog Number of uploaded data back to your spreadsheet.
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Isolate the microbes from your environmental samples

4 Prepare the equipment and materials first for sample isolation. Put them on another
bench first.

1. Alcohol lamps

2. 95% ethanol cooling bottle
3. Beakers (small & large)

4. Tweezers

5. Scalpel with blade

6. Separator

7. Grafting tube

8. Lighter

9. Marker pen

10. Media

4.1  Sterilize the microbes isolation area (air and bench) using a 75% ethanol sprayer.
**Make sure the mist is emitted.**
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Wipe the bench unidirectionally using paper towels.

4.2  Now, move the equipment and materials for microbes isolation back to the sterilized
area.
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4.3  Before isolation, key the information about your isolation (how many plates you are going
to isolate, what kind of media you will use, etc) into the 1Fungi Isolation Plates (Direct

edit) BN EHTR LT (B #¥4H8) spreadsheet first

G

H

Plate numt ?|.Project

P701
P702
P703
P704
P705
P706
P707
P708
P709
P710
P711
P712
P713
P714
P715
P716
P717
P718
P719
P720
P721

Plate number: The number is auto-generated.
Project: Choose an existing one or create one for yourself for latter identified.

Trichosporon project
Trichosporon project
Trichosporon project
Trichosporon project
Trichosporon project
Trichosporon project
General Isolation
General Isolation
General Isolation
General Isolation
General Isolation
General Isolation
General Isolation
General Isolation
General Isolation
General Isolation
General Isolation
General Isolation
General Isolation
General Isolation
General Isolation

= Media

CO

DG18
DG18
DG18
DG18
DG18
DG18
PDA
PDA
PDA
PDA
PDA
PDA
PDA
PDA
PDA
PDA
PDA
PDA
PDA
PDA
PDA

ARERERERERER R REEREREREIR IR R R R R R

Isolation part
Bird feces
Bird feces
Bird feces
Bird feces
Bird feces
Bird feces
Fungus
Fungus
Fungus
Fungus
Fungus
Fungus
Fungus
Fungus
Fungus
Fungus
Fungus
Fungus
Fungus
Fungus
Fungus

O

Insect_Env_Cataloge« = Dilutio = Cataloge = Cataloger = Cataloged D: = Notes

2023-000007
2023-000007
2023-000007
2023-000008
2023-000008
2023-000008
2023-000009
2023-000009
2023-000010
2023-000010
2023-000011
2023-000011
2023-000012
2023-000012
2023-000013
2023-000013
2023-000014
2023-000014
2023-000015
2023-000015
2023-000016

Media: The media to isolate your microbes.

Isolation part: The part of the environment samples you isolated your microbes.
Insect_Env_Cataloged #: The catalog number of the environmental samples.
Dilution: The dilution factor of this particular plate for isolation (e.g., 0.001, 0.01, or

Direct).

Cataloger First Name & Cataloger Last Name: The name of who uploads the data.

0.25

0.25

0.25

0.25

0.25

0.25

Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct
Direct

Yu-Hsuan
Yu-Hsuan
Yu-Hsuan
Yu-Hsuan
Yu-Hsuan
Yu-Hsuan
Yu-Hsuan
Yu-Hsuan
Yu-Hsuan
Yu-Hsuan
Yu-Hsuan
Yu-Hsuan
Yu-Hsuan
Yu-Hsuan
Yu-Hsuan
Yu-Hsuan
Yu-Hsuan
Yu-Hsuan
Yu-Hsuan
Yu-Hsuan
Yu-Hsuan

Cataloged Date: The date on which the data is uploaded.

Notes: Any information you wanted to remark on the certain plate. Leave it when you

didn't have any notes.

4.4  Write the plate information on the downside of the plate following the example photo

shown below.
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Fan
Fan
Fan
Fan
Fan
Fan
Fan
Fan
Fan
Fan
Fan
Fan
Fan
Fan
Fan
Fan
Fan
Fan
Fan
Fan
Fan

1/5/2023
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1/5/2023
1/5/2023
1/5/2023
1/5/2023
1/6/2023
1/6/2023
1/6/2023
1/6/2023
1/6/2023
1/6/2023
1/6/2023
1/6/2023
1/6/2023
1/6/2023
1/6/2023
1/6/2023
1/6/2023
1/6/2023
1/6/2023
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Plate number, Media, Date, Your name

4.5 Make sure that you sterilize every tool before using them for each isolation:
1. Dip the scalpel, tweezer, or spreader into 95% ethanol cooling bottle, and flame it
immediately.
2. Repeat the step(dip and flame) THREE times for sterilization of equipment.

4.6  Now, you can start to isolate microbes from your environmental samples. We called them
primary cultures.
**Isolation method varied depend on the type of sample, check published papers or
consult with seniors if needed**

4.7  After finishing all the isolation, seal the plates with grafting tape for 2 rounds.
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\1'\ x“ |

4.8 Pack all the plates using a PP bag (no. 8, 10, or 12 depending on how many plates you
have). Incubate the plates in your slot in the incubator for 7~21 days (depending on the
growth rate of the microbes).

no. 8: 8 plates

no. 10: 24 or 32 plates
no. 12: 48 or 56 plates
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Flip the PP bag over when keeping it in the incubator. The cover of the plates needed to be
facing downwards to prevent the microbes from drowning by the water vapors.

4.9  Check the growth condition of the primary cultures every day. Make sure they are not
overgrown.

Once they are matured, you can start to subculture them.

Record and upload the data of primary cultures

5 1. Examine the microbes colonies under a dissecting microscope.
2. Choose your desired colonies, which are your targeted colonies.
3. Mark the targeted colonies with their later corresponding secondary plate number.
4. If there is more than one morphotype targeted colony in a certain plate, you need to
record them into a distinct plate number, e.g., TWO morphotypes will have TWO
distinct secondary plate numbers from the same primary plate number.

protocols.io | https://dx.doi.org/10.17504/protocols.io.n2bvj8mk5gk5/v1 April 26, 2023 41/58



https://www.protocols.io/
https://www.protocols.io/
https://dx.doi.org/10.17504/protocols.io.n2bvj8mk5gk5/v1

@ protocols.io Part of SPRINGER NATURE

51 Record all the data of primary cultures to the second worksheet: Secondary Isolate PDA

(in 1 Fungi Isolation Plates (Direct edit) Rk EESE T (BEIEMmE)).

Fill in all the columns following the photos and instructions shown below.

c

E

E

G H

A B
Plate number ?|.Saurce primary plate = Project

51016
51017
51018
51019
51020
51021
51022
51023
51024
51025

Plate number: It is auto-generated.
Column B to Column I: You can copy and paste directly from the Column A to Column H of
the first worksheet Primary Isolate MEA; (Hint: GREEN columns to GREEN columns)

P84
P895
P896
P897
P898
P899
P900
P901
P902
P903

General Isolation
General Isolation
General Isolation
General Isolation
General Isolation
General Isolation
General Isolation
General Isolation
General Isolation
General Isolation

400

= Media

MEA
PDA
MEA
PDA
MEA
PDA
MEA
PDA
MEA
PDA

Head
Head
Head
Head
Head
Head
Pronotum
Pronotum
Abdomen
~ Abdomen

dddddddddE

Isolation Methoc

OO

Substrate Cataloge: = Dillution

2023-000073
2023-000073
2023-000073
2023-000073
2023-000070
2023-000070
2023-000070
2023-000070
2023-000070
2023-000070
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0.1 ~ Guan lie
Direct ~ Guan lie
Direct ~ ~ Guan lie
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0.1 ~ Guan lie

April 26, 2023

Phang
Phang
Phang
Phang
Phang
Phang
Phang
Phang
Phang
Phang

= Cataloger Fir = Cataloger La: =

42/58


https://www.protocols.io/
https://www.protocols.io/
https://dx.doi.org/10.17504/protocols.io.n2bvj8mk5gk5/v1

@ protocols.io Part of SPRINGER NATURE

A

K

L

M

N o

Plate number = Source primary plate = Morph description

51018
§1019
§1020
§1021
51022
51023
51024
§1025
51026
$1027
51028
51029
§1030
51031
§1032
§1033
51034
§1035
51036
§1037

Morph description: This is generated automatically by the formula. Replace YOUR
DESCRIPTION with what you do observe on your targeted colony under a dissecting
microscope. Type contaminated if you got others than your target or all the colonies were
overgrown by common molds.

CFU: The number of colonies of your target in a plate.

P896
P897
P898
P899

P896_contaminated
P897_contaminated
P898_fusarium_like
P899_fusarium_like
P900_fusarium_like
P901_fusarium_like
P902_fusarium_like
P903_Fusarium
P884_hairy_yeast
P890_thick_aerial_hyphae
P892_spiky_yeast
P893_circular_yeast
P894_circular_yeast
P894_white_aerial_hyphae
P898_circular_yeast
P899_circular_yeast
P900_circular_yeast
P901_circular_yeast
P902_hemisphere_yeast
P902_cerebriform_yeast

640
1600
500
5000
600
4000

160
100
200
120

1380
2400
1500
5000
600
100

= CF= CFU_tr= CFU_pro= Cataloged Di = Notes

02/27/2023  discard
02/27/2023  discard
02/27/2023
02/27/2023
02/27/2023
02/27/2023
02/27/2023
02/27/2023
02/27/2023
02/27/2023
02/27/2023
02/27/2023
02/27/2023
02/27/2023
02/27/2023
02/27/2023
02/27/2023
02/27/2023
02/27/2023
02/27/2023

CFU_true: It is auto-filled based on the dilution factor of each plate.

CFU_proportion: The proportion of your targeted colony in a certain plate (i.e. what
percentage of your target among all the observed colonies on the plate).

Cataloged Date: The date you do the subculture and upload the data.

Notes: Any information you think is important to record. If you have contaminated in

Morph description, please type discard here.

5.2  Record or take a photo of the order of your plates that are ready for scanning. 6 plates as
a group, so you can refer back during the photo editing.
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5.3  Before scanning plate, you need to sterilize the environment and scanner glass using

paper towels with 75% ethanol.
= | | I M

5.4  Wipe the scanner glass using paper towels with dishwashing detergent (this prevents
water condensation on the glass).
l’ s
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5.5  Keep the order of the plates, remove the plates cover, and put the plates upside down
onto the scanner glass.
**Do not change the order before and after scanning**

5.6  Search and open EPSON Scan software. Choose Professional mode. Go to the File Save
Settings (red arrow), and make sure the image format is .jpg (follow all the settings as
the photo below shown).
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Mode:
EPSON Scan  Trweontiote |

Seftings:
Hame; Curient Seting v
& FileSave Settings
= T
Localion
Oiiginal 2| OMyBocuments
Discuett Type [Fetecve =] @ Fictures
Documert Saurce: Document Tabls v] el Beti s
Ao Egposure Ty [ = il Name (Prefic + 3-digt rumber] a:
Destination Pref: fma ] StatHumber | 026/3] o
5 e Toe: [Bocw ]| eeroma oo [ o srmes
Resalution: 300 v| doi Tgpe JPEG (*jpg) ~| | Ogtiars..
e i w smn nmf e
Embed ICC Frofl: ON
O Thigal Sia (sl Al
Adustrients
@ img024jpg img025jpg
¢ = == o=t
"1_4 “‘7 |ﬂ7 sl ‘ - [ Overvente any Bl vith the same nare.
B I Urrarp M 2] Sha this diaog o before nedt scan
5 Clngstissiivg [ Openimage folder after ssarming
[ SHiow Add Page diaiog after ety
[ CelerRestoration e i
5 [IBackight Conectien L, || aneel | Heb
Ao | a5
[ | Carigusion: Gow |
i SystemC)
= Data (D)
Sitems

5.7  Then, click OK. (It will start scanning like the photo shown below).

& EPSON Scan = X
Mode:
EPSON Scan Professional Mode v
_— _
Settings
Name: Current Setting v
Save Delete
e ~
Original
Document Type: Reflective v
Document Source: Document Table v
Auto Exposure Type: Photo v
! Destination
[+ Im¢ — 4
| Scanning
Re
.
Dg
£ ‘J Time remaining: less than a minute. Cancel E
Adjustments
- s Reset
° R NEIN-
+ [ Unsharp Mask
+ [ Descreening
[ Color Restoration
+| []Backlight Correction v
\j Preview Q Scan L@
l-;alp 7{;ﬁg7uration... Close
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5.8  Move the files from your Pictures folder to the D:\PlateSegmentation\images

| &

M=l Manage images
Home Share View Picture Tools
« © 4 s ThisPC » Data(®) » PlateSegmentation » images v o o Search images
% Documents 2
&= Pictures '
images
output
PlateSegmentation img054,jpg img035.jpg img057.jpg img038jpg img039,jpg

Take 3
@ OneDrive - Personal

O This PC
1 3D Objects
[ Desktop
|5 Documents
4 Downloads
b Music
=] Pictures
B videos
i System (C)
= Data (D3]
— Local Disk (G:)
= Local Disk (H:) v

3items

o x

]

5.9  Search and open Anaconda Navigator software.

All Apps Documents Web More =
Best match

Anaconda Navigator (Anaconda)
App

Search the web :
Anaconda Navigator (Anaconda)

£ navigator - See web results App

T Open

- Run as administrator

L\ Open file location

Unpin from taskbar
- Pin to Start

Uninstall

You will see the interface as the photo shown below.
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2 Anaconda Navigator — (=) X
File Help
{0 ANACONDA NAVIGATOR ' Qe
A Home " :
( 5=3 nments Q ) Installed v Channels Update index.. Q)
@ i ts base (root) Name ~ T Description Varsion &
_r-mutex O 100
W Leaming R-tutorial
argon2-cffi o] 2130
e . RevBayes
mw Community argon2-cffi-bindings 2120
XK (»] attrs O 21.40
backeall »] 020
rstudio
< beautifulsoupd Q 4141
blssich o aio
ca-certificates o] 2021.10.8
AFull Python IDE certifi »] A 3
directly from the
cffi O 1450
Documentation
colorama O A oaa
Anacenda Blog
ey a 0110
Tou - _ — debugpy O 151 5
vy & ¢ ® 5 & @
Create  Clone  Import Backup Remove 274 packages available
5.10 Select onxx under Environments tab (as the photo shown below)
O Anaconda Navigator - o X
File Help
A Home
ments ) Installed v Channels Update index.
Eviroamants _ Name ~ T Description Version =
_r-mutex Q 1.0.0
N8 Learning R-tutorial
argon2-cffi O 2130
e RevBayes
- Community srgon2-cffi-bindings. O 2120
ok (»] Open Terminal 2140
Open with Python 020
rstudio
Open with Python wiis
Open with Jupyter Natebook
210
Tl o 2021.108
Afull Python IDE certif o A 20
direetly from the
offi o] 1.15.0
Documentation
colorama Q A sas
Anaconds Blog
eyeler a 0110
’ You (] debugpy O 154 <
® - 5§ t ¥
Create  Clone  Import  Backup Remove 274 irdlagesawlonl

Left click the play button. Select Open Terminal.
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CAWINDOWS\system32\cmd.exe = o X

5.11  Follow the commands, and you will have the similar output as the photos shown below.
Type D:, then press enter

E¥ CAWINDOWS:system3Zicmd.exe — o ®

Type cd PlateSegmentation , then press enter
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B CAWINDOWS\system32\cmd.exe — B hd

Type python ONXX_predict.py, then press enter

B CAWINDOWS\system3?\cmd.exe - python ONXX_Predict.py - o X

Press enter again and again. You will see a _flashing.

hon ONIXX Predict py
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BB CAWINDOWS\system32\cmd.exe - python ONKK Predictpy - o x

pping and retain proper bl

14. (default is 0.99

Then, a new command line comes out, which represent the program execution was
complete.

BE CAWINDOWS\system32\cmd exe - =] x

5.12 The output files are in the D:\PlateSegmentation\output.
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M : 4 Manage output
« “ 4 > ThisPC » Data(D) » PlateSegmentation > output vy Search ou stput

PlateSegmentation

s i demon img055.jpg demon img05Tjpg demon img058.jpg
@ OneDive - Personal
v s pC
30 Objects
I Desktop

img0s4.0jpg img0s4_1jpg img0s4_2jpg img0s4 3jpg

img055_1jpg imgoss 2jpg img0ss. 3jpg img0s7.0jpg

demon_img059,pg

img0ss 0jpg

img0s7_1ipg

. ot oupt
« 0 THPC » DuaD) » Pltsgmentation » ouput

Doc

& pictures
images
output

PlateSegmentation
4o demon img054jpg demon_img035ipg demon_imgo57jpg demon img05&jpg

@ OneDive - Personsl
= misec
3 30 Objects

P1052jpg P10S3jpg PI0S4jpg P10S5jpg

PiDsjpg P1083jpg P100jpg

demon_img059jpg

P1051jpg

P106jpg

Upload them to the HuangLab Collection/Plate picture/20XX

Shared withme > HuanglLab collection > Plate picture > 2023~ &

Name Owner Last modified v File size
B rosoipg = me Apr 8,2023 me 84 KB & & 2
O P1068jpg == me Apr 8, 2023 me 79 KB & & 2
. P1067jpg &% me Apr 8,2023 me 77 KB

Subculture the primary cultures
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6

Follow =9 goto step #4.4 t0 =9 goto step #4.9 for the subculture of primary cultures.

Now, we called them secondary cultures.
You may need to keep the primary cultures for a while before the secondary plate are all
secured.

Ready for preservation

7

7.1

After 7-21 days (depending on the growth rate of your targeted microbes), the secondary
cultures are ready to be preserved. If the secondary cultures were contaminated, please
redo the subculture from the primary cultures.

Before prepare preservation vials, the For Specify cateloging COPY to MODIFY!!!
worksheet need to be filled.

A B (<] D E F G H

Catalog Number = Accession Number = Genus 1 = Species1 = ion Method = Cataloged # = Verbatim Date = Cataloged Date =
51169 Fungus 2023-000117 04/08/2023
§1170 Gut 2023-000117 04/08/2023
S1171 Gut 2023-000117 04/08/2023
S1172 Gut 2023-000117 04/08/2023
S1173 Fungus 2023-000117 04/08/2023
2023-000XXX S1174 Fungus 2023-000117 04/08/2023

Catalog Number: It is auto-generated from Specify, fill in after you upload the data.
Column B, Column E to Column G: It is synchronized from the Secondary Isolate PDA
worksheet.

Genus 1 & Species 1: Only fill in when you can identify them.

Cataloged Date: Same as previous spreadsheet.

1 d K L M
Collector First N\ame = Collector Last Name = Determination First Name = Determination Last Name = Determination Date =
Guan Jie Phang
Guan Jie Phang
Guan lie Phang
Guan lie Phang
Guan lJie Phang
Guan Jie Phang

Collector First Name & Collector Last Name: Same as previous spreadsheet.
Column K to Column M: Same as previous spreadsheet.

There is 2 part for all the locality information, you need to replace the each information:
spreadsheet code (red arrow pointed), worksheet name (purple arrow pointed) with your
own spreadsheet information.
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Part 1

<« C 0 (a docs.google.com/ 11ZUBuwO-ND8leMFhtiAdDWoJIsn13Sd8ZW899WVwaKHg,
i Apps %X [ Plate reader wame (@) Fiick [T Atlas of mushroo... @) Elevation Finder [ Erotylidae DEEHET (K] BHHEGUH-EM.. S integrated Search.
g oy g B Lo AR o = o
6 e & F 0% - § % O 9 M Geoga v —[n]+ B I 5 A @ E-i-ph A o B @ Y-:
A ~ | fi Catalog Number
N o P Q R S it
Locality = District = County = State/Pronvince = Country = Latitude = Longitude =
#N/A A FY7 N #N/A ToEN/A Y BNA T ENA
#N/A M C/ SR #N/A ToanA T oaNA Y oaNA
#N/A T ofana Y oana #N/A Toana Y oanA Y ENA
#N/A RN Y oana #1U/A Toana Y oenA Y N
#N/A WENA Y oaNa #N/A ToEN/A  BN/A T BNA
F § GCkYFkduss@luxD14bHiHxsry0l3oRxpb8k", "YTHsybstrate!A1:A"),"0"),
1uxD14bMiHxsry0130Rxpb8k" ,CONCATENATE ("YTHsubstrate !P" ,MATCHAM 1
IMPORTRANGE ("15ZkaJfW1GCKYFkdu$s@1uxD14bHiHxsry0130Rxpb8k" , " ' YTHsubstrate' 1A1AA") ,"0"))) , "fal§b"
#N/A T HN/A | EN/AJN A T ENJA | BN/A | EN/A
+ = A Environmental Samples ~  ColletionMethodPickList ~

Part 2

Part 1: Replace the red arrow pointed region of the written formula with your own
spreadsheet code (highlighted region).

Part 2: Replace the purple arrow pointed region of the written formula with your own
worksheet name (blue shaded region).

If the Cataloged Date is filled, the Column U to Column Z is auto-filled with the written
formula. Do not change it unless it needed. The Column AA is synchronized with the
Column O of the Secondary Isolate PDA worksheet.

u1047 v | fx =IFS( T <>"", "Water Vial")
u v w X Y Z AA
1 PrepType = PrepCount = Room = Storage = Cataloger First N\ame = Cataloger Last Name = Note =
1035  Water Vial 2 927 25C Guan Jie Phang
1036 Water Vial 2 927 25C Guan Jie Phang
1037 Water Vial 2 927 25C Guan Jie Phang
1038  Water Vial 2 927 25C Guan Jie Phang
1039 Water Vial 2 927 25C Guan Jie Phang
1040 Water Vial 2 927 25C Guan Jie Phang
1041 Water Vial 2 927 25C Guan Jie Phang
1042 Water Vial 2 927 25C Guan Jie Phang
1043 Water Vial 2 927 25C Shan-Yu Chen
1044 Water Vial 2 927 25C Yu-Hsuan Fan
1045  Water Vial 2 927 25C Guan Jie Phang
1046  Water Vial 2 927 25C Guan Jie Phang
1047 |:|. discard
1048 discard

7.2  Once the spreadsheet is filled, download the data with .csv format.
Open Specify, go to HuangLab-Microbes collection.
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dj Choose a Collection

HuanglLab-Insect & Environmental & MacroFL
«ly Huanglab-Microbes

a HuangLab-MoleculariWark

a Huanglab-ManoporeSequencing

LandOnAccount

g Taiwan Fungal Diversity Citizen Science

&3:‘!{-.’ Key

Halp

Initializing Specify...

7.3 Follow =5 goto step #3.1 t0 =9 go to step #3.13 for preservation vials data upload.

7.4  For each Catalog Number, you must prepare 2 water vials and 2 glycerol vials. You also
need a 2 ml microtube with lysis mixture and beads (for details, check DNA extraction
protocols).

Each tube needed a sticker with its corresponding Catalog Number on top of the cap.
The label should be written with a black color marker pen or a technical pen alternative.

Please follow the example in the photo shown below.
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)

A % 37 \:Q;
A%

For water vials: either tube must have a RED underline.
For glycerol vials: both tubes must have a BLUE underline.

The lysis mixture microtubes that are ready for use will look like this.
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7.5  Operate UV sterilization of the laminar flow for 15 minutes. After UV sterilization, you
need to ethanol-sterilize the materials that are going into the laminar flow.

Light up the alcohol lamp and flame the material.

**The materials you need are the same as =9 go to step #4 , butyouonly need a

scalpel instead of atweezer and a spreader. **

Culture preservation
8 Preserve the plates with one water and one glycerol vial for one colony. The rest is for
DNA extraction. Make sure you flame-sterilize the scalpel every time before slicing the

agar.

**The details of culture preservation are not provided here.**

8.1  Store the preservation vials in their corresponding freezing box.
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For water vials, you can keep them directly.

For glycerol vials, you need to keep them in a freezing container and then freeze them
inside a -20°C fridge for 1 day before keeping them in the -80°C fridge collection.
**The freezing boxes of water vials are kept in the steel cabinet in front of Prof.
Huang's office; the freezing boxes of glycerol vials are kept in the -80°C fridge
outside N927**

The tubes are needed to be kept in the order shown above, but not the other way around.
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