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Programa de Capacitacion.

* Semana 1.
— Organizacion de trabajo.
— Reunion con Jefes, Encargados y Capacitores.
— Electroforesis de Campo Pulsado.
Semana 2.

Manana. SubDepartamento de Patogenos
Emergentes. Fenotipificacion de Clostridium difficile

Tarde. Electroforesis de Campo Pulsado.
MLST.

Semana 3.
Analisis de software. Bionumerics PFGE.
Analisis de software. Bioedit Sequence Aligment

CHROMAS LITE.
MLST.



DEPARTAMENTO DE PATOGENOS EMERGENTES.

Sub-Departamento de
Genetica Molecular




Sub-Departamento de Genetica
Molecular.

* PhD. Jorge Fernandez. Biologo Molecular
* Bioq. Carolina Aguayo.




Electroforesis de Campo Pulsado.
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ANEXON'3
SUBTIPIFICACION MOLECULAR DE CLOSTRIDIUM DIFFICILE
PFGE

1
Subdepartamento Rev. 0
Gendtica Molecular i

% Se coloca los piugs al tubo falcon de 50 mL correspondiente
* Incubar los tubos a 37°C (4 2 *C). en un bafo termorregulado por 2 horas.
Mmmm
« Eliminar el buffer de la incubacién anterior
a

4 Incubar a 54 (¢ 2 °C) en bafio termorregulado con agitacion po«mlnmche

(OMN). 0%
2210 Lavados de los pigs. Seguir s instucciones del punto 7,59, (5) €10 A4 <0 190
Descartar el

Butter de agregar 15 ml Buffer TE 1X previamente calentado a
Slz!:(_i"C) Lavar 3 veces seguidas y luego por un intervalo de tiempo de 5, 10,15
¥

2.2.11 Transferir los plugs a mwmmmmnmluw ito 7.5.9.
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Reactivo Volumen

| Agua destiada desionzada 176l
| Butter 2041
‘ Enzima de resiricion Sma | i
(10U L) LA

[ Volumen total 2005L |

Temperatura de incubacién de la enzima Sma | es de 30°C
24 Pmumlnnmmrmamamumum ¥

Eﬁmmmuwmommmwmm “'J
instrucciones del punto 7.5.11al 7.7.1.
TR, ol —aabhet JU TREOIR (o \o tanke) .
3. Analsis en Bionumerics: se debe ingresar el gel al software segan IT-250,01.007 Andlisis
PFGE en Programa Bionumerics. Seguir con el paso 7.10.11,
La nomenclatura del sublipo es la sgnte: CI-Cdf-Sma-XXX.

4 Expresion de resultados

Los resultados deben ser informados coma ko indica el punto 7.15 con ¢l siguiente formato.
Nimero boratoris Apelidopaterna | Apeiida materno | Procedencis de bt

52 Ll pacnts . Resuitado PIGE

| I \ ]

Técnica
estandarizada en
Quebec - Canada.

POE de PFGE
Clostridium difficile.

Cepas de
Clostridium
difficile.(22)

Procesamiento de
las cepas.

Analisis de
resultados en
software.
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Strain Type A clade

UT07-4632 A2
UT07-4633 A2
 WY96-3418 A2

ATCC6223 A2
| SCHU sS4 A1
UT07-4262 A1
UTO07-4263 A1
UT07-4265 A1
MAQ0-2972 A1
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B- DIGESTION CON ENZIMA DE RESTRICCION Y ELECTROFORESIS
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N
Carrl | Origen | N° ISP | resticoidn | repericion | Subtipo | e [ Abo T dome.
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CLSPCD15002V (Raw 1-D Image)

CLSPCD15002V (Raw 1-D Image)
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391-15w1
410-15#1

388151

380-15w1
3811581
382-15/1
385-151

302151

393151
398-151
| 408-15M1
407-15m1
4041581
403151
© 408-15/81
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Procedencia de la muestra

HOSPITAL CLINICO HERMINDA MARTIN
HOSPITAL CLINICO HERMINDA MARTIN

HOSPITAL PADRE ALBERTO HURTADO

HOSPITAL LEONARDO GUZMAN

HOSPITAL CESAR GARAVAGNO BUROTTO TALCA
HOSPITAL CESAR GARAVAGNO BUROTTO TALCA
HOSPITAL CESAR GARAVAGNO BUROTTO TALCA
HOSPITAL CLINICO HERMINDA MARTIN
HOSPITAL CESAR GARAVAGNO BUROTTO TALCA
HOSPITAL EL CARMEN DR LUIS VALENTIN FERR
HOSPITAL CESAR GARAVAGNO BUROTTO TALCA
HOSPITAL EL PINO

HOSPITAL EL CARMEN DR LUIS VALENTIN FERR
HOSPITAL EL CARMEN DR LUIS VALENTIN FERR
HOSPITAL EL PINO



MULTILOCUS SEQUENCE TYPING
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PROCEDIMIENTO MLST.

Extraccién y purificacion del ADN bacteriano ( chequeo en gel de
Agarosa la presencia de ADN).

PCR de Amplificacion de los 7 genes ( adk, atpA, dxr, glyA, recA,
sodA, tpi).

Purificacion de productos de Amplificacion.
Medicion de la concentracion de ADN.
Chequeo de bandas en gel de Agarosa.

Secuenciamiento.
— PCR asimetrico para secuenciamiento.
— Purificacion de la muestra.

Analisis de las secuencias.
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Biokdit Sequence Alig

File Edit Sequence Alignment View Accessory Application RNA  World Wide Web  Options  Window  Help
il

20

¥ CUsers\DELL\Downloadsiadk (1) fas

[somt/ i ] ENEI)
H" H IEourierNew ;I |11 L] B 4 total sequences
| WSeIchSIide A Selection nul Sequence Mask: None T

Posiion: 1183 Humbering Mask: Nore ol ot

BIOEDIT lg‘ IDIT %mrggﬁg o S | Hiig,,alﬁmvm $wmE Serol|E=] ]

T [CATCAT speed slow o fast
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| 10 20 a0 40 30 60 70 80 50 100 110 120
S EQU E N c E 1 CATATATCARCAGGAGATATATTCAGRRLGRATATA LA R GAGGGREACAGRACTTGGRARR AR RGO T AR AGERTACATGGACCAAGGTTTATTAGTACCAGATGAGTTARCTGTAGGTTTAGTTACT GE
L382-2015 CATATATCRACAGGRGRTATATTCAGRARGRATATARARGRGGGRACAGRRCTTGGRARARARGCTARRAGRATACATGGACCARGGTTTATTAGTACCAGATGAGTTAACTGTAGGTTTAGTTACTGA

B3RA-2015 CATATATCRACAGGRGRETATATTCAGRARGRATATARALGRGGGRAACAGRRACTTGERARRARARGCTARAGEETACATGRACCARGGTTTATTAGTACCAGATGAGTTAACTGTAGGTTTAGTTACTGA
A LI G M E NT 2351-2015 CATATATCALCAGGRAGRTATATT CAGRARGAATAT AR R AGRGGGAACAGRACT TGEARRARRAGCTARAGRATACATGGACCARGGTTTATTAGTACCAGATGAGTTARCTGTAGGTTTAGTTACTGA

BioEdit Sequence Alignment Ec
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File Edit Sequence Alignment View Accessory Application RNA  World Wide Web  Options  Window  Help
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TATGCCAAGGAGRAATTATATCARAGAGCTGATGATAATGAAGRRACTGTATCTAAGAGAATACAAGTTTATCTAGATGAAACTAAGCCTTTAGTAGATTATTATAGCAAACARAGGTATAATAGCAGAT




st s, CuBly:Sequences | Bach sequeces
Plle[ST) Cptions; General

Links: Contents | Home | Isolate Database

Sequence query - Clostridium difficile locus/sequence definitions

Please paste in your sequence to query against the database. Query sequences will be checked firstfor an exact match against the chosen (or al) loci - they do not need to be rimmed. The nearest partial matches will be identified if an exact machis
ot found. You can query using either DNA or penfide sequences. @

—— Please select [ocusfscheme— — Order resuts by —
| Allloci v locs 7]
—— Enter query sequence (single or multiple contigs up to whole genome in size)——— — Altenatively upload FASTA file——— ——or enter Genbank accession - — Action

SeedfASTAE T Red | st
Seleccionar archivo | Ningdn archivo seleccionada / -

' [ Sequence query - Clostrid X‘M secuencias chile - maveorr X‘D mistdbNet user guide X | Y

€ = C |[) pubmistorg/perl/bigsdb/bigsdb.pl?db=pubmist_cdifficile_seqdef&page=sequenceQuery B =
e Query: Sequences | Batch sequences \
PabMLST) optors: Genera

"“*’““-—"') Links: Conterts | Home | Isolate Database

- | Help (3]

Sequence query - Clostridium difficile locus/sequence definitions

not found. You can query using either DNA or peptide sequences. &
— Please selectlocusischeme— —— Order results by —

| All loci v | | locus v
—— Enter query sequence (single or multiple contigs up to whole genome insize)———— —— Alternatively upload FASTA file——— —— or enter Genbank accession— —— Action

.| SelectFASTA file: Reset Submit

CATATATCAACAGGAGATATATTCAGAAAGAATATAAAAGAGGGAACAGAACTTGGAAARARAGCT D Seleccionar archiva | Ningun archivo seleccionado
AAAGAATACATGGACCAAGGTTTATTAGTACCAGATGAGTTAACTGTAGET TTAGTTACTGATAGA
ATATCTCAAGAAGATTGTAAAAATGGATTTATGTTAGATGGATTTCCAAGAAATGTAGCACAAGEA
GAACATTTAGATATCTTCTTAAAARATGCTGGTATATCACTAGATAAAGTTGTCAATATTGAAGTT ™
GATAAGAGTATAT TAGTGTCTAGAGCAGT TGGTAGAAGAATATGTAAGTCTTGTGGAGCTACTTAC |

Flease paste in your sequence to query against the database. Query sequences will be checked first for an exact match against the chosen (or all) loci - they do not need to be trimmed. The nearest partial matches will be identified if an exact match is
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€ - C [) pubmistorg/perl/bigsdb/bigsdb.pl?db=pubmist_cdifficile_seqdef&page=sequenceQuery Ry =
o saceesn Query: Sequences | Batch sequences
PubMIST) octers Genera
Links: Contents | Home | Isolate Database
| Heo C}

Sequence query - Clostridium difficile locus/sequence definitions

Please paste in your sequence 1o query against the database. Cuery sequences will be checked first for an exact match against the chosen (or all) loci - they do not need to be rimmed. The nearest partial matches will be identified if an exact match is
not found. You ¢:an query using either DNA or peptide sequences. O

Please select locus/scheme Order results by

-
:[ngrl “ | (single or mutiple contigs Up 1o whole genome in size) Alternatively upioad FASTA file o enter Genbank accession - — Acbon
[ ~| SelectFASTA flle: Reset | Suomit

Cwp cluster genes
m_g ATATATTCAGAAAGAATATAARAGAGGGAACAGAACT TGGAAAAARAGCT D | Seleccionar archivo | Ningin archivo seleccionado
A AAGGTTTATTAGTACCAGATGAGTTAACTGTAGGTTTAGTTACTGATAGA

C02790 STAAAAATGGATT TATGT TAGATGGAT TTCCAAGARATGTAGCACAAGGA
A TCTTAAMAAATGCTGGTATATCACTAGATAAAGTTGTCAATATTGAAGTT
cdt8 [GTCTAGAGCAGT TGGTAGAAGAATATGTAAGTCTTGTGGAGCTACTTAC

2:3 ’D Sequence query - Clostrid X‘MM W - Mavenr \XTWWWHE x | R
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cwogf € = C [) pubmlstorg/perl/bigsdb/bigsdb.pl?db=pubmist_cdifficile_seqdef&page=sequenceQuery By
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Sequence query - Clostridium difficile locus/sequence definitions

Please paste in your sequence to query against the database. Query sequences will be checked first for an exact match against the chosen (or alf) loci - they do not nesd t be trimmed. The nearest partial matches will be identified if an exact match is
ot found. You can query using either DNA or peptice sequences. @

—— Please select locusischeme — — Order restits by —
| adk \ | locus v
——Enter query sequence (single or muitiple contigs up o whole genome in size)

—— Alternatively upload FASTAfle——— —— or enter Genbank accession— — Action
Select FASTAfle: ‘7| Rest | Sumit |

Ningin archivo seleccionado —_

1 evact malch found

Translate query |
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(ot oo Query: Sequences | Batch sequences
PﬂbMIST,) Options: General
—

Links: Contents | Home | Isolate Database

Search Clostridium difficile locus/sequence definitions database by combinations of loci

—— Please enter your allelic profile below. Blank loci will beignored. ————————————————— —— Autofill profile
| _adk | atpA | do | gyA | recA | sodA | tpi | ST | (Autof)
—— Options —— Display/sort options —— Action
Search: | Exact or nearest match v | Order by: Reset | Submit
| ST v || ascending ¥ | / :

Display: | 25 v |records per page ©

(s oosaooo. Query Sequences | Batch sequences
; PﬂbMI.ST) Options: General
—

o Links: Contents | Home | Isolate Database

& R Search Clostridium difficile locus/sequence definitions database by combinations of loci

—— Please enter your allelic profile below. Blank loci will be ignored. ——————— —— Autofill profile

|_adk | atpA | dx | ohA | recA | sodA | tpi ST:| | [Autofil ]
1 1 1 10 1 ] 3 5
—— Options —— Display/sort options — Action
Search: | Exact or nearest match v | Order by Reset | Submit
Hi v || ascending v | ’ :
® s Display: |25 v |records per page @
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| Gyl Exact matches found (7 loci).
1 record returned. Click the hyperlink for detailed information.
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Analysis tools:

Export: = Seguences |
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