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1.1 � � � 	� � � 	� � � 	� � � 	 



 
 
 1. � �� � � 

� � � �  FACSCalibur � �! " #$ %& ' ( � ��) %* + � � ,- 
 
 
 
 
 
 
 
 

 
 
 
 

 
 2. . / 0 1 �FACS Calibur � �2 �3 4 5 6 488 nm 78 9 : ; <  

 

=FACS Calibur � �> ?@ 
� FSC Diode     A B 488 nm5 6 C < .  
� SSC PMT      A B 488 nm5 6 C < .  
� FL1 PMT       D . . E F G H  I JK L M5 6 515-545 nmN 
� FL2 PMT       D . . E F G H  O P JK L M5 6 564-606 nmN 
� FL3 PMT       D . . E F G H  Q P JK L M5 6  >650 nmN 
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 3. � �� R � 
� �S $ � R 7! #$ �T U � V W X Y Z[ T U \ ] W X Y - 
� V W X � 

 LO�  ̂ _ � V �12 µl /min 
MED� ̂ _ � V �35 µl /min 
HI�     ̂ _ � V �60 µl /min 

  

  
 \ ] W X � 

RUN�` a b ^ cd e %fg h i j kl ^ m l n � ( o -Mp q r s I
Jtu Ja � s � �v p q %wx y z { | e -N 

STANDBY�} ^ _ ~� �a � p q ��%̀ a � j � � � ( %; < \ � � (

� � - 
PRIME�� � � ( o �7� � %� ( o � =� � e � %�j � k� ( o � n

^ _ c%� � 3 � a � � %=� j  � � � � ( o -PRIME �
�%� ��   STANDBY ¡ ¢- 

  
 4. £ j ¤ ¥ ¦ � 

 § �¨ #$ � £ j ¤ ¥ ¦ -©� S ª � %« ¬ � � j ­ Z®j ­ Z� j ¯ °

�Sheath Filter%[ ± � ° ²  Air filter-w� ³ � ´µ e ¶ VENT TOGGLE� �
�- 
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 � j ­ ��· ¥ ¦ ¨ " %¸ ¹ 4º-» � � j ­ %� �©=¼ ½ ¾ ¿  3Àa -

­ b » �j � Á Â �%� j Ã Äa %� �Å ) b Æ �r s -� j ­ Ç b

�È É Ê Ë %Ì Í � j ­ Î Ï - 
®j ­ ��· ¥ ¦ ! " %¸ ¹ 4º-­ b » �j � Á Â �%� j Ã Äa %� �

Å ) b Æ �r s -� ³ ®j ©] �Ð  7Ñ Ò Ó Ô Õ - 
� j ¯ ° ��0.22um ¯ ° �%� � � j �7Ö × %Ì Í l n � ( o 7� j z Ø

Ù 7- 
� ´µ e ¶ �Ú Û Ü $ � Ý ( ¶ Þ � � %� j ­ µ e %� e �   p q - � j

­ » � j a %ß à µ e - 
± � ¯ ° ² �Ã · ¯ ° á â ; < 7± � - 

 
  
 5. b ^ _ ã � 

 
b ^ _ ã z ^ �c7b ^ ��-ä å æ T U ç


%3 U z l ^ m  Sample Injection Tube%�
^ �è n � ( o %é �ê z 4 ë ì  Tube 
Support ArmZíj î ï ð 0 1  Droplet 
Containment System- 

 
l ^ m �z 3 ñ v ò ó c%�g h k^ �m �ô n � ( o -l ^ c� �3 õ c%

z j î Ì ð 0 1 73 ç 
- 
4 ë ì �Ã · 4 ë ^ �cZö ÷ ø ' ( j î ï ð 0 1 -4 ë ì �T U ����·

^ �c� #7��%̂ �c¨ " ~! " - 
  
 ���������� 	 
 � �
 � � � � � � � �

��� 	 
 � � � � � � � � � �  !
 � � �

" # $ % !& �' ( � � ) * + �, - �. /

 !0 1 2 & 	 
 � � � 3 � !4 5 6 7 8 / 9

: ; ) < + �, - =� 	 
 � � � 3 � !
 � �

� > ? @ A B �C D / 9  !E F G H I J K L M

NO !P Q R / S T 4 U V WX D < Y Z [ L \ ] ^ N

O _ !` H �a b V c d e 4 6 f g h i < j %

k 3 �����
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1.2 Macintosh � � 
 � � �� � 
 � � �� � 
 � � �� � 
 � � � 



 
  

 
 
 
 
� � � � � � � �� � � � � � � �� � � � � � � �� � � � � � � �  
 
 1. � ù ^ _ ú û ü ý 1-10 X 105 cells/mlþ3 ��� A ß 0.5 ml7^ _ - 

2. g h ^ _ � � � ý FALCON 2052 � c�%{ � } 	 b �- 
3. b �S � � � � ^ _ �� g h 
 �%=� � c 
́ � þ©fÃ � ° ² FALCON
� c (Cat. No.2235) ~ 35-55 µm7 � � � ² - 

4. � � � 
� 7^ _ z � g h i � j % � � ¾ ç 
̂ _ � ß � D . Ô J-� � 	 


D . Ô J7$ 	 ¾ � � � � ��� �  D . Z� � �  D . Ô J-� ! " # �=

#Ô J$ 	 : 
Lysed - No - Wash Procedure 
Lysed - And - Wash Procedure, SimulTEST & HLA-B27 
Peripheral Blood Mononuclear Cell Procedure 
Leukemia and Lymphoma Procedure 1 
Leukemia and Lymphoma Procedure 2, B-cell Clonality Assay 
� � �  D . Ô J 
î � 	 ) ú û  
q Ã � $ 2 % $ 	  

 
&�b ' �� $ 	 � ß ( %w e-mail�daisy_kuo@bd.com ~ 

Kenny_liu@bd.com - 
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��������� �� �� �� � ����� � � � � �� � � � � �� � � � � �� � � � � �  
  
2.1 FACS Calibur � �� �� �� �  
 1. � ' g h � � � - 

2. � ' ) * + , 2 # � � %&- � �[ MO�- 

3. � ' � ,- 

4. . / � � j ­ � 0 
� 7FACS Flow% . �1 2  ( � j ­ ¸ 3 ?4L)- 

5. �®j 4 5 %ö  ®j ­ �d n 200 ml 6 Ã 7 8 9  (®j ­ ¸ 3 ?4L)- 

6. �µ e ¶ $ � ü  d e MPressurizeN��- 

7. : � j � c´; ¯ ° ��7� � - 

8. < ½  PRIME \ ] � = - 

9. fÃ 1ml PBS%HIGH RUN � 
 > - 

10. ©� ? 
� ^ _ - 

 

2.2 FACS Calibur � �� �� �� �  
 � � �  ! " �� � �  ! " �� � �  ! " �� � �  ! " � 



@ A l ^ cí� õ c%� � l ^ c
 � Z~�Ô B C ð - 

 
1. �^ _ 4 � ì ¨ Ý %D 2 ml FACSCleanM10%BleachNb ^ _ % E � �7 F

± 0 1 ¥ D¿  1 ml 7j ) - 

2. �^ _ 4 � ì � p %G HI RUN% H � E  FACSClean @ A c´10
 > - 

3. G Standby% < ½  PRIME\ ] � = - 

4. D 2 ml dH2O%I J b ' K L 1-3- 

5. � ³ M � A ð ¿  1 ml dH2O  � c�- 

6. G STANDBY N 
 > %f O P á â ; < � %� Ï g h � M � à ( � %=Ì Q
; < . � -N 

7. 4 5 ®j %ö � R  200 ml 7 8 9 - 

8. �µ e ¶ �  �VENT S � ���-�� � j ­ T R ý 0 
� - 

9. U V Å ) WFileX�WQuitX(&�Y Z [ \ % [ ] WDon‘t saveX)-. /U V
� ,� ^ �BD Â Ã Å ) % ^ �_ ` a B b £ ï # c - 

10. � Ï � ,-WSpecialX�WShutdownX- 
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####����$ � % & ' ($ � % & ' ($ � % & ' ($ � % & ' (  
  
 d e f = � � g � l ½ ¾ 3 � �% h ß i # # j ^ _ - 
M1NAuto-fluorescence ControlMv d k l 	 ) N- 
M2NCD3-FITCMFL1 � Ô N- 
M3NCD19-PEMFL2 � Ô N- 
M4NCD3-FITC /CD19-PEMFL1/FL2 m Ô N- 

  
3.1 Calibur � �� �� �� �  
 1. & � ' g h � �) * + � � ,- *n o 1�&p q r � %� �í� ,� � } 	 d s p

q t u %} 	 < ½ “connect to cytometer”� v w � x % � y � � �Z H � =p . $
� I � - 

 
 2. � S ª � £ j ¤ ¥ ¦ %x y � j ­ Z®j ­ 9 3 %& ß T R � j %�µ e ¶ $ � ü

 VENT��MÛ Ü $ � N-� �Æ Y � � j ­ + � d e %w . / ­ Ç . �1 2 - 
*n o 2��µ e ¶ $ � ü  d e M� S N��-µ e ¶ & VENTMÛ Ü $ � N�
�%G RUN \ ] Y a �r s O u JM� s � �v p q %wx y z { | e N%p q
?I Jr s - 

 
3.2 � )� )� )� ) CellQuest Pro * 	* 	* 	* 	 ����+ , - . / 0+ , - . / 0+ , - . / 0+ , - . / 0  
  
 3.  z { \ ] � # | } CELLQuest Pro ~ ( Å ) -� � Æ V � 3 ’Untitled’ ��� � %

© | } ��� � 7! b � 7 � ¾ �%���� � ��� ¾ - 
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 4. k Acquire \ ] � � [ ] Connect to Cytometer% 1 2 � � 3 � � 4 5 6 71 2 � � 3 � � 4 5 6 71 2 � � 3 � � 4 5 6 71 2 � � 3 � � 4 5 6 7 -̀ a

Æ V � Browser $ � -�� Ý ý � � ��- 
  
 

 
 5. k� � R � | } C | �� s - ��� � 7± 8 ã | } %��Y � � ý � � ¾ À%

H � � � � � -` a Â ©= ! $ � � Inspector�Dot Plot Y Z � - 
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 6. kD � b $ Edit \ ] � � [ ] Duplicate \ ] %©� % 3 U � ^ ¾ À7C | �%Ä
� � ©� I % � Ý ý 
 � ! $ - 

 

 
 
 7. kD � b $ Edit \ ] � � [ ] Select All \ ] % � � � ^ ��E 7 � � Æ V � � J

$ �%� s � � -© V � � Inspector�2 Objects $ � �� Plot Type��
Acquisition- 

 
 8. � Â �� ß ( � � �^ ��E �r s � � _ -  3 � Xí Y ¡ � _ 
 ¢ £ ? FSC-H 

1024ZSSC-H 1024t   ¤ � Xí Y ¡ � _ 
¢ £ ? FL1-H 1024ZFL2-H 1024-
� � ( � ?¥ } � E %ö  V � � Inspector $ � ¦ ß à [ ] - 

 
FSC�g h ¾ À 
SSC�g h § < �  
FL1�FITC I JD .  
FL2�PE O JD .  
FL3�PerCP P JD .  

  
� � 8 9 / 0� � 8 9 / 0� � 8 9 / 0� � 8 9 / 0  
  
 � ³ ���_ ` _ × %Dw · M � � � � £ � � � -� � £ � � � v ]  _ ` B D�

* ¨ �% © ª « ¬ � ­    3 = ê fÃ p . 7� � £ � � � -� � £ � � �

MInstrument settingsN%¬ ® ¯ �° e MDetector/ AmpsN%± G MThresholdN%
D . ² ³ MCompensationN´ � � µ � 7 ¶ · -3 �� ¸ %� � £ � 7p q ?
Detector/Amps -- Threshold -- Compensation- 
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 9. k Cytometer \ ] � �[ ] Detectors/Amps- V �  Detectors/Amps��%�) �

ý ± 8 ã - 
  
 10.  Detectors/Amps��. / FSC; SSC¹ LINM � Õ � ¾ N% ) * � _ FL1Z

FL2ZFL3�[ ¹ LOGM Y _ � ¾ N- 
  
 11. k Cytometer \ ] � � [ ] Threshold% V �  Threshold ��%� ) � ý ± 8 ã -

 Threshold ��� . / FSC? £ ±� _ %º K . /» £ ± G 52- 
 
3.3 $ � �$ � �$ � �$ � � ����8 9 � �8 9 � �8 9 � �8 9 � �  
 12. f� �¼ · High RUN%4 ë ì ¨ Ý %b   3 c½ Õ Y ¾ %4 ë ì � �- . /

Browser ��� � Setup S ß + ¿  ( À v £ ï a B )%| } Acquire- 
  
: ;: ;: ;: ; FSC/SSC < = �< = �< = �< = � >>>>� ?� ?� ?� ? @@@@ 
 13. � Á FSC/SSC�7 Â � -FSC � e (Voltage) » £ ? E00%©ü Ã  Amp Gain k

1.00—9.99 f§ à g h Ä Å = @ Æ r s M&g h Ç ¾ %� FSC � e £ �· E-1t
Ç Àg h %� FSC � e £ �· E01N-ü Ã SSC � e f§ à g h Ä Å =@ Æ È �
Mü É FSC/SSC�7
 � % · ] Å � 3 Ê s 9 C 7g h Ë Ä %Ì g h Ä v ;)
* Ë Ä Zg h Í Î �I Ï � Ð -N-  

  
Gating A BA BA BA B  
 Ñ Ò �g h x _ �%q ¬ �¾ Àv � ZÕ × r Ó 7g h Ä ) -� � g h 
� 7 Ô J%

 · ©m Y �³ Õ 7g h Ä ) %= Ö [ $ � � [ ] Õ r s %ö × � [ ] Õ 1 Ø 
� 7

Ù 7-&=#�@�%¼ Ã Ú Û g h FSClow SSClow7 Ô Ü � Ö [ Ì g h Ë Ä - 
  
 14.  � � R � [ ] Ý , Þ 7Region- FSC/SSC C | � b ß � Ú Û g h

Region-&{ à à � R1ã á % â ©= � � j � | [ Gates ã Region 
list %= � � | [  R1%* GDelete Y à � R1 ã á -à � R1ã á � %
©Ã ä� � � R % I å R1CCCC 
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 15.  Inspector $ � � | } Multicolor Gating=f^ _ B D a %Þ « g h �V � » £ æ
JM FSC/SSC C | � b b £ �3 R1g h ã á %&b �%ã á « g h Â Æ È � P
J%©Ý ( ~�Â Þ ¡ � Ö [ �³ Õ 7g h -N- 

  
 16. ¥ } = [ Dç è Gate7 FL1/FL2 C |

�%k Inspector $ � �� No Gate�
[ � G1=R1� 

: ;: ;: ;: ; FL1����FL2 � < = �� < = �� < = �� < = � >>>>� ?� ?� ?� ? @@@@ 
 17.  Detector/Amps ���ü Ã FL1ZFL27� e %f Negative Control g h Ä é H

 ^ [ � $ �~C | � � 100--101¼- 
  
 18.  Threshold ��% � � ê ë ° FSC±G >52%=� � Í Î ~� ì í î - ï ß � ³

v à ð 5 § à g h Ë Ä - 
  
 19. � Ï Detector/Amps ��% ñ ò b £ � ó �³ Õ g h Ä � � ) D . -Ý � ½ Õ Y ¾

c% | } Acquisition Control ���7 PauseZAbort- 
  
: ; D E F G: ; D E F G: ; D E F G: ; D E F G  
  
 Ñ Ò � M � � 7 M � 3 K z ü Ã . E I Ï ->>>>H I J K D E - . L M N O P QH I J K D E - . L M N O P QH I J K D E - . L M N O P QH I J K D E - . L M N O P Q @@@@& z

2J^ �% � à a ß ü Ã FL2-%FL1%FL1-%FL2Mô 3J^ �%� à a ß ü Ã FL2-
%FL1ZFL1-%FL2ZFL3-%FL2ZFL2-%FL37 ² ³ N- 
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 20. k Cytometer \ ] � � [ ] Compensation%� ^ � _ G
õ ö ÷ -High RUN%b � Ô CD3-FITCc- | } Browser
���7 Acquire-ü Ã FL2-%FL1f FITC ø Õ g h  
FL1/FL2 C | �7! # Ð ù - ² ³ ü Ã © t ¯ | } ↑↓� [
] ~�� �( � ú b #Ý ( -ü Ã Ä û % | } Browser�
��7 Pause- 

  
 21. Ý � ` c%b � Ô CD19-PEc-| } Browser���7 Restart-ü Ã FL1-

%FL2f PE+ g h  FL1/FL2 C | �7¨ b Ð ù -ü Ã Ä û % | } Browser���
7 Pause- 

  
 22. M � = CD3-FITC/CD19-PE m Ô ^ �b �% | }

Browser���7 Restart%. � T Ä g h � É ü
�- � â b Ä � 2JD . � M � � a % | }  
Browser ���7 PauseZAbort-� Ï
Detectors/Amps, Threshold,  Compensation�
�- 

 23. Ý � ^ �c% ý b ¤ = þ 9 c% E � �� � ¼ · Standby ¡ ¢- 
  
3.4 R S - . T UR S - . T UR S - . T UR S - . T U  
 24.   Browser $ � �Directory¼% | } Change�%ö ¦ Ù � � � � � � � 7 � � �

Your Folder% � » £ � � � i # £ ï _ ` - � � � %G Select ‘Your Folder’- 
  
 25.   Browser $ � � File¼%

| } Change�%= � � �
� � � -© ` 	 � À �£

ï � � � � � - 

 26.  Parameter Settings P1-P5 � 7± 
 � [ D~è n ^ � � _ � � %f� E �� ¡
� ) r Y Â 7 � _ CCCCè n � _ � Æ ï n �� � � �%r s  � E b -&P1�Size, 
P2�Granularity, P3�CD3 FITC ´- 
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 27. ¥ }  Browser $ � ��  Global Settings S � T �
Þ ú � %ö ¥ } 
 � V � �  Acquisition & Storage 
Settings%y � Inspector $ � �� _ ` £ ï µ � z
{ p . - » £ � �Collection Criteria�?10000%
À £ ï g h � _ -&ß � �© ` � All ��
G1%ö � �_ � � 5000%* G Y � b ReturnY .
/CCCC 

 

V T �V T �V T �V T � Counters 
 28. kD � b $ Acquire \ ] � � [ ] Counters� �� Æ r s ^ _ 
� V � Z; � _

l û - 
  

R S - . T UR S - . T UR S - . T UR S - . T U  
 29. � ©=� ? B � ��_ ` � CCCCHIGH RUN%�   3 c ^ _ � � x � ã % 

Acquisition Control���%� � Setup ��  � Setup%` a CellQuest Pro Æ �
( r s  Your Folder:20021231.001 ? a B � � - | } WAcquire” � ©' ( ^ _ �

 � � � ; a B £ ï - � � , � \ ê B D � � _ ` % Æ � ( £ ï a B �

20021231.001%ö Æ =W�X � � � %CellQuest Pro Æ � ( º � � d � � �
20021231.002-´ � #3 � s - 

  
 30. � ©= � b #3 c^ _ % | } WAcquire” ' ( ^ _ � 
� � � ;a B £ ï -© �


� �� ^ �x _ � 
� Ä û - 
  
3.5 - . W X 4 Y Z 
 � [- . W X 4 Y Z 
 � [- . W X 4 Y Z 
 � [- . W X 4 Y Z 
 � [ 



 
 31. v d e 6 ! fÃ " #£ ï _ ` a B %©$ % = & . #M& 2 � CD-RWNZ' ( "

#MFlash DriveN � # c ¾ 3 ��_ ` %=� ) Ã 
 � " #7 � * ) % + , _ ` ¼
� V û -©� # c � � _ ` %- � . 3 z { � ,~U « PC l ½ 9 �
� - . /#
c � w= � � Ö [ / à � _ ` a B %�) � ª ý Trash 0 1 ­ - 
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3.6 \ ] * 	\ ] * 	\ ] * 	\ ] * 	  
  
 32. x _ 
� Ä û � Ã %� Å kD � b $  File � 2 3 [ ]  Save 

Document As%£ ï ��� � %= # 4 � fÃ %v ß 5 = I 6 7
8- 

  
 33. kD � b $  Cytometer � 2 3 % [ ] Instrument Setting% V � Instrument Setting

��- | 9 printj - ` = ��µ � %© : n �� ; � ð < %* | } Save=£ ï 3
��7� µ � %© 4 � * fÃ - | 9 SAVE� Æ V � � � Ì ï Y Z $ � %[ ] � �
Ù � [ � � � M@�Your Folder�/Your Setting1N% | } Save-| } Done- 

  
  

  
 34. Ã � � kD � b $  Acquire � 2 3 �% [ D Disconnect to Cytometer = = > � ,
; � �� � ? � -� � & v 
� _ ` %â © U V Å ) WFileX�WQuitX( @ �[ \ A B
[ ] WDon‘t saveX)%l ½ � ��q -~ � é 
� b £ ï 7 a B % j - �� ; C � - 

  
^ _ ` a^ _ ` a^ _ ` a^ _ ` a  
 33. = 2 ml 5D 7 8 9 DE ^ _ %�^ _ ì �· ¨ �=� cô � ¿ 1 ml%* �^ _ ì

�· �� HI RUN F 
 > -�Ã  2 ml DI water- I � b ' � q %̂ _ ì b ð ¿  1 
ml DI water -G STANDBY N 
 > - 

  
� b �� b �� b �� b � ����� � �� � �� � �� � �  
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cccc����T U % &T U % &T U % &T U % &  
 
FCS list mode W X d eW X d eW X d eW X d e  
 
f gf gf gf g 



FCS list mode a B � � z � � g h � 7 ú i 
 � � � MFCS2.0N-Ì� � ¬ �k
� � g h � B D7 G H 10000 U g h 7 a B %3 � ¬ � 4-6 � _ -3 � Å ) } 	 + � list 
mode a B � � %ß I J & CellQuest Pro, WinList, ~
WinMDI ´ Flow Cytometry 
� Å ) % K ©� ' Zä
�Zö l ½ 
� 1 Ø - 

 
4.1 � ) �� ) �� ) �� ) � CellQuest - . / 0- . / 0- . / 0- . / 0  
 1. kD � b $ File \ ] � � [ ] New Document- � � Æ V � 3 ’Untitled’ ��� � %

© | } ��� � 7! b � 7 � ¾ �%���� � ��� ¾ - 
 
4.2 h i j 4 k V % &h i j 4 k V % &h i j 4 k V % &h i j 4 k V % & >>>>l Kl Kl Kl K @@@@ 
 2. k� � R � | } C | �� s - ��� � 7± 8 ã | } % H � � ( Y � � ý � � ¾

À-Plot ��Ä � � ©= ! $ � � Y Z �  Inspector�Dot Plot- 
  

 3 k Edit \ ] � � [ ] Duplicate© � % 3 U � ^ ¾ À7C | �%©� � % � Ý ý 
 �
! $ - 
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 4. kD � b $ Edit \ ] � � [ ] Select All \ ] % � � � ^ ��E 7 � � Æ V � � J

$ �%� s L [ ] b -© V � � Inspector�2 Objects $ � �� Plot Type��
Analysis- 

 

 

 
 6. k Inspector | [ Select File%ö [ ] / 
� � _ ` � � % H � | [  Open- 
 

  
  
 7. | [ � b M ú ¡ %ö [ ] / 
� � � _ - 
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 8. | [ FSC vs SSC �%ö  Ì� Inspector $ � �| } Multicolor Gating-G 3 #
Snap-To-Region � � %ö k FSC vs SSC �� | [ Ù ú g h Ä %Å ) Æ � ( Ö �
R1 Ù ú g h Ä %&#�%ã á « g h Â Æ È � P J-N- 

   

  
 9. | [ FL1 vs FL2 �%ö k Inspector� | [ Gate [ ]  G1=R1f Å Ì�h V � R1
Ö [ � g h Ä - 

 

 

 

  
 10. | [  Quadrant � � %ö  � b ��V Ù ú K L - 
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 11. kD � b $ Stats \ ] � � [ ] Quadrant StatsN©= Å � Ì� � � Ð ù 1 Ø �
{- 

  
 

 
m � n om � n om � n om � n o ����p ] k V T qp ] k V T qp ] k V T qp ] k V T q  
 12. kD � b $ File \ ] � �[ ] Print OneN©= j - � � ���� � - 
  
 13. | [ � Ð ù 1 Ø � %kD � b $ File \ ] � � [ ] Export Statistics©è V 1 Ø _

G ý Excel � � - 
  
 14. 
� ) * a B � � Y · ï  � 3 � � � � 0 j � � %© kD � b $ Edit \ ] � �

[ ] Select All= [ D̂ �� E � %k Plots � 2 3 � [ ] Next Data File%Å ) Æ
� ( = 6 � � � O � � � � � % â A à . /Ö [ K L Z; Quadrant Marker 7��
z { P � %À © j - C � Z~è V 1 Ø _ G - 

  
 15. &â ^ Q % £ � ó 3 U 
� Ã ��� � � �  (« ¬ C | �ZÖ [ ã 
 Z � Ð ù 


RZ=[ 1 Ø C � ) %
� ) * a B � � ¥ � S T -ñ ò d e â � 6 7
� Ã ��
� � . ï 6 �  File – Save Document As%= # � ß - 
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4.3 r s j 4r s j 4r s j 4r s j 4 k V % &k V % &k V % &k V % & >>>>J KJ KJ KJ K @@@@ 
  
 1. kD � b $ File \ ] � � [ ] New Document- � � Æ V � 3 ’Untitled’ ��� � %

© | } ��� � 7! b � 7 � ¾ �%���� � ��� ¾ - 
  
 2. k� � R � | } C | �� s - ��� � 7± 8 ã | } % H � ��Y � � ý � � ¾

À-PlotÄ � � ©= ! $ � � Y Z �  Inspector�Dotplot- 
  

  
 3. k� � R � | }  “� $ �” � s - ��� � 7± 8 ã | } % H � � ( Y � � ý � �

¾ À-PlotÄ � � ©= ! $ � � Y Z �  Inspector�Histogram- 
  
  

  
 4. kD � b $ Edit \ ] � � [ ] Select All \ ] % � � � ^ ��E 7 � � Æ V � � J$

�%� s L [ ] b -© V � � Inspector�2 Objects $ � �� Plot Type��
Analysis- 
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 5. k Inspector $ � | [ Select File- [ ] / 
� � _ ` � � H � | [  Open- 
 

 

 

  
 6. | [ � b M ú ¡ %ö [ ] / 
� � Â _ - 
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 7. | [ FSC vs SSC �%ö  Ì� Inspector $ � �| } Multicolor Gating-G 3 #
Snap-To-Region � � %ö k FSC vs SSC �� | [ Ù ú g h Ä %Å ) Æ � ( Ö � R1
Ù ú g h Ä %&#�%ã á « g h Â Æ È � P J-N- H � | [  FL2 � $ �%ö k

Inspector� | [ Gate [ ]  G1=R1%f Å Ì�h V � R1 Ö [ � g h Ä - 
  
 

  

 8. | [  Mark%ö  � b ��V Ù ú K L - 
  
 

 
 9. U D � b $ Stats \ ] � � | [ Histogram Stats- 

  
 

 
 10. j - C � Zè V 1 Ø _ G  (w� $ Section 4.2 Step12-15) 
  
  
 



FACS101 Handbook Pro  - 21 – 

 

tttt����u v w xu v w xu v w xu v w x ����y z { |y z { |y z { |y z { | }}}}

 

5.1 � � ~ �� � ~ �� � ~ �� � ~ � >>>>Status@
@
@
@
  

  CELLQuest \ ] � �· Cytometer \ ] � �-

Ã �  B D7 k l a V y � � � g h � 7¼ ½ ¡

¢%= W v w � �¼ ½ � V � 7 X Y - 

 

~ �~ �~ �~ � 



r s � �¼ ½ Z �  

Not Ready�; < �p  » [ Z� j \ ± Z®

j \ � - 

Ready�^ �c � � l ^ ã %� 4 ë ] �· ��%̂ �cd e %� � RUN

¡ ¢- 

Standby�� � Standby ¡ ¢Z~� � Run ¡ ¢� } ^ �c l ^ ã b Z

~4 ë ì �· " �Z~^ �ĉ Ä _ d e -Standby a � �7; < � �

� � - 

 

5.2 � � � � { |� � � � { |� � � � { |� � � � { | ( �( �( �( �  

 5.2.1 � � � ^ $ � �� � � ^ $ � �� � � ^ $ � �� � � ^ $ � �  

 � ` Ã v � · 7 � c-MwÃ Falcon 2052N 

� � c4 � ì ß ü É -1 a ü É � c4 � ì M p a > � #Z b a > � b N- 

� Bal Seal c d -M e �  Bal sealN 

  

 5.2.2 � � � �� � � �� � � �� � � � N0T READY ~ �~ �~ �~ �  

 x y =# f g � 

� � j ­ �7� j z { Ã Ä- 

� ®j ­ �7®j z { b » � - 

� � �ß à 5
> a � » [ - 

� � j ­ 7j � x � �? � z { h ( Z~̂ ? � - 

  

 5.2.3 � � � �� � � �� � � �� � � � STANDBY ~ �~ �~ �~ � >>>>� � � ?� � � ?� � � ?� � � ? @@@@ 

 &{ � � ^ d e %b ^ c � ó � % i H W X � R ¼ · RUN Z � %j��k^]×�

READY ¡ g %` a��k ¼ · STANDBY ¡ g - l ©]z U · � j ­ Ç S � Ze �

¶ ^ d e %̂ � c v ] L d e ´ 
 � m � 7 e � X Y -` a%^ � v ] n ó ê l n

� ( o %} 	 x � - 
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 ` a%x y = # f g � 

� e � ¶ ^ d e - 

� � j ­ z { S � MÇ 2 � j ­ Ç N - 

� ^ � c z { � o d - 

� b ^ m b 7 Bal seal z { p c d - 

� � j ­ b 7 q J � Ü z { ? � ó - 

  

 5.2.4 ����N�����N�����N�����N� 

 � j ¯ ° �� � � � %�� � � � � � r Ñ 7 ® ¯ %m � � Ö u _ ` 7 s t -� �

é ©= � Â ^ � � %m � x � � { v � ù t` a%��ß à u PRIME% : � j ´ �

7 � � s t -&{ � j ­ ô Ø � %Â Ì I 6 » � � j %& Ã d n þ v 9 7 b ^ c �

RUN 5-10 
 > % � � j � � 7 � � : � � � %* l ½ ^ � � � - 

  

 5.2.5 � � D � $ � � � � � � �� � D � $ � � � � � � �� � D � $ � � � � � � �� � D � $ � � � � � � �  

 x y = # f g � 

� &{ ��3 � ¼ · STANDBY ¡ ¢ % � x y System Status- 

� &{ STATUS � 4 r s READY% � x y ^ � c � g h ú û z { � %b ^ S

z { w x � - 

� x y � � 7 Instrument Settings z { p . - 

� x y ± Gz { £ � ¯ ° % y � } 	 x � Ù ú g h Ä - 

� x y CELLQuest Å ) Cytometer Ù � # 7 Status � � %z { p L ¨ 6 -&

{ ^¨ 6 %Ñ Ò ��; � , � � 7 t u z Ñ � { | %̀ a%Â � Ï � , í

FACSCalibur%I 6 + ���% � � � - 

� PRIME��j � %� � � ( o � ©]ï  7 � � - ô � ( o � ï  � � %©

]f ^ � � 7 � � } 9 ; < . � % y � } g h ® ¯ - 

  

 5.2.6 � � � � � � � '� � � � � � � '� � � � � � � '� � � � � � � '  

 x y = # f g � 

� x y b ^ m � c z { ~ ó %©= � � c 1 # %� b � ( % I 6 � 2 - 

� ¨� b ^ m b ç 7 O > � Ê - 

� x y j � Ì ï 0 1 7 F ± � � z { � � -&{ ^ � c 4 ë ì � · � � a%�

v �F ± � � 7 � � � î %©]z F ± � � � � %� Ï FACSCalibur%* +

�%&{ � ×k H v ( %w � � BD � � � � ç Þ � ( � J - 
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���������������� 1����2 Color ACQ 

 
 

  
  

  

R1
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���������������� 2����2 Color ANA 

 
 

  

 

 

 

 

R1

File: NORM001
Gate: G1
Gated Events: 2916
Total Events: 6000

Quad Events % Gated % Total
UL 2 0.07 0.03
UR 1 0.03 0.02
LL 2903 99.55 48.38
LR 10 0.34 0.17

M1

M2

Marker Events % Gated % Total
All 2916 100.00 48.60
M1 2913 99.90 48.55
M2 3 0.10 0.05

File: NORM001
Gate: G1
Gated Events: 2916
Total Events: 6000
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� �� �� �� � ����� � D E � �� � D E � �� � D E � �� � D E � �  

 

= � � T= � � T= � � T= � � T  D E � �D E � �D E � �D E � �  � E �  � E �  � E �  � E �   (nm) D E �  D E �  D E �  D E �   (nm) 

ú s 	 ) Ã Ô $  Fluorescein, FITC 490 520 

 Phycoerythrin-R, PE 495 578 

 Peridinin-chlorophyll, 
PerCP 

490 677 

 Cy-Chrome 495 670 

 PE-Texas Red 495 620 

 PE-Cyanine 5 495 670 

 Allophycocyanine 650 660 

� � ¬ 3 
 �  Ethidium Bromide 510 (+ds DNA) 595 

 Propidium Iodide 536 (+ds DNA) 623 

 Acridine Orange 480 (+ DNA) 
440-70 (+ RNA) 

520 
650 

 Thiazole Orange 509 (+ RNA) 533 

 Pyronine Y 560-562 (+ds 
RNA) 

497 (+ss RNA) 

565-574 
563 

g h  Viability Propidium Iodide 536  623 

 YOPRO-1 480 515 

 Acridine Orange 480 520 

 7-AAD 488 670 

g h � � �  DiO-C6 (3) 485 510 

Mitochondrial  
� � �  

Rhodamine 123 485 546 

g h « pHG BCECF-AM 488 Ratio 520/620 

 SNARF1-AM 514 Ratio 587/640 

g h « � ú û  Fluo4-AM 488 528 

 Calcium Green-1 488 530 

 Fura Red 488 660 

H2O2 sensitive Dihydrorhodamine 123 505 534 

 DCFH-DA 505 535 

O2- radical sensitive Hydroethidine 505 600 

Esterase sensitive Fluorescein -DA 495 525 
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� �� �� �� � ����¡ ¢ � ��8 9¡ ¢ � ��8 9¡ ¢ � ��8 9¡ ¢ � ��8 9  
 

 Single Color 
Two Color Three Color 

 FITC 

PE 

FITC/ PE FITC/ PE/ PerCP 

Threshold FSC FSC FSC FSC 
Value 52 52 52 52 

FSC Voltage E00 (Lin) E00 (Lin) E00 (Lin) E00 (Lin) 

SSC Voltage 350 (Lin) 350 (Lin) 350 (Lin) 350 (Lin) 

FL1 Voltage 600 (Log) - 600 (Log) 600 (Log) 
FL2 Voltage - 540 (Log) 540 (Log) 540 (Log) 

FL3 Voltage -   650 (Log) 

FL1 – �FL2 0.0 % 0.0 % 0.7 % 0.7 % 

FL2 – �FL1 0.0 % 0.0 % 25.0 % 25.0 % 
FL2 – �FL3 0.0 % 0.0 % 0.0 % 0.0 % 

FL3 – �FL2 0.0 % 0.0 % 0.0 % 17.0 % 

 

� #� #� #� # ����£ 9 ¤ ¥ ¦ § ¨£ 9 ¤ ¥ ¦ § ¨£ 9 ¤ ¥ ¦ § ¨£ 9 ¤ ¥ ¦ § ¨  

 

ß � ! ¨�� �  ¨ � a � BD Ù � ¯  

Falcon 2052 � c  b � � Ã � c - Falcon 2052 
Falcon 2235 � c  � ° ² FALCON� c %b �S � � ^ _ �

� g h 
 � % � � c ´ 
 � - 
Falcon 2235 

FACS Flow b �Ã G � � � j -) ¹  20! º - 342003 

FACS Clean � ? g h �4 q @ � £ Ø -) ¹  5 ! º - 340345 
FACS Rinse � ? g h �4 q � � £ Ø -) ¹  5 ! º - 340346 

Mesh Filter = � � � ² � � ^ _ � � g h 
 � % � �

c ´ 
 � - 
Hydro-Bios 55µm 

 
 


